METHODS FOR SCREENING

CROSS REFERENCES TO RELATED APPLICATIONS
[0001] The present application claims the benefit of U.S. Provisionai Application No.
61/735,516 filed December 10, 2012 and U.S. Provisional Application No. 61/794,685 filed
March 15, 2013, both of which are incorporated by reference in their entirety.

STATEMENT AS TO FEDERALLY SPONSORED RESEARCH
[0002] This invention was made with the support of the Uhitéd States government under
Contract numbers ROICA135491, NIH ROI A1059543, A1094419, and A1097786 by the
National Institutes of Health.

- SEQUENCE LISTING

[0002.1] The instant application contains a Sequence Listing which has been submitted
electronically in ASCII format and is hereby incorporated by reference in its entirety. Said
ASCII copy, created on March 7, 2014, is named 44189-701.601 SL.txt and is 152,593 bytes in

size.

BACKGROUND OF THE INVENTION
[0003] Efforts towards drug discovery continue to use vast technical and financial resources to
identify and develop new and useful drugs. Unfortunately, finding new drugs has continued to
be difficult. For example, the development of less damaging, more precisely targeted cancer
therapies is essential in order to relieve patients’ suffering and improve treatment success. But
even after decades of research, scientists still struggle to identify therapeutic compounds with the
right mix of medicinal and cancer-targeting properties.
[0004] A wide variety of types of compounds have been studied and pursued for different
therapeutic purposés. For example, small chemical molecules and larger biologics (e.g.,
antibodies) have been used for a plethora of therapeutic applications with varied success. Some
smaller peptides have also been shown to be useful as drugs, e.g., by virtue of their natural
potency.
[0005] Despite the numerous examples of drugs that have been discovered, there is still a need
for new drug discovery platforms, further identification of useful drugs that have, e.g., improved
pharmacological properties, and improved methods for making and analyzing potential drug

candidates.



SUMMARY OF THE INVENTION
[0006] The present invention relates to drug discovery platforms and methods. In some aspects,
the present invention relates to methods of generating libraries of potential drug candidates (e.g.,
libraries of peptides) that can be screened to identify sub-libraries of potential drug candidates
(e.g., sub-libraries of peptides) having selected pharmacological properties. In certain aspects,
the present invention relates to methods of identifying drug candidates (e.g., peptides) that can be
lead compounds for further drug development by additional modification of the pharmacological
properties of the identified candidates. The present invention also includes methods of making
libraries of potential drug candidates (e.g., libraries of peptides). In various aspects, the present
disclosure relates to methods for identifying a drug candidate having a pharmacological property,
the method comprising, analyzing an isolated sample from a subject following administration of
a plurality of drug candidates to the subject; and identifying in the isolated sample at least one
drug candidate having the pharmacological property.
[0007] In some aspects, the present disclosure relates to methods for identifying drug candidates
having a pharmacological property, the method comprising, administering, to a subject, a
composition comprising a plurality of drug candidates; obtaining, from the subject, a sample
comprising at least some of the drug candidates in the plurality; and analyzing the sample to
determine the identity of the at least some of the drug candidates having the pharmacological
property.
[0008] In some aspects, the present disclosure relates to methods of generating a mass-defined
drug candidate library where the method comprises producing a plurality of drug candidates, at
least some of the drug candidates each having a unique mass signature or digest fragment mass
signature and analyzing the plurality of drug candidates using mass spectrometry to measure the
unique mass sighature or digest fragment mass signature for the at least some of drug candidates.
In certain embodiments, the methods include generating a mass-defined drug candidate library
comprising the at least some of the plurality of drug candidates, the drug candidate library being
generated based on a pharmacological property, wherein the identity of the drug candidates in the
mass-defined drug candidate library can be determined with the unique mass signature or digest
fragment mass signature of each of the drug candidates.
[0009] In some aspects, the present disclosure relates to methods for identifying a library of drug
candidates having a pharmacological property where the method comprises analyzing an isolated
sample from a subject following administration of a plurality of drug candidates to the subject. In

certain embodiments, the library of drug candidates are from the mass-defined drug candidate



library provided herein. In certain embodiments, the methods include identifying in the isolated
sample at least one drug candidate having the pharmacological property.

[0010] In some aspects, the present disclosure relates to methods for identifying librafy drug
candidates having a pharrriacological property where the method comprises administering to a
subject a plurality of library drug candidates, wherein the library drug candidates are from the
mass-defined drug candidate library provided herein, obtaining, from the subject, a sample
coniprising at least some of the plurality of library drug candidates; and analyzing the sample to
determine the identity of the at least some of the plurality of library drug candidates having the
pharmacological property.

[0011] In some aspects, the present disclosure provides methods of determining a distribution
profile of knotted-peptides administered to a subject by different administration pathways where
the method comprises administering to the subject a light knotted-peptide, the light knotted-
peptide being administered by a first route of delivery and having a lower molecular weight than
a heavy knotted-peptide having the same sequence as the light knotted-peptide; administering to
the subject the heavy knotted-peptide, the heavy knotted-peptide being administered by a second
route of delivery that is different than the first route of delivery; and comparing a quantity of the
light knotted-peptide to a quantity of the heavy knotted-peptide obtained from a tissue or fluid
sample of the subject, thereby determining the distribution profile of the light and heavy knotted-
peptides in the subject based on the first and second routes of delivery, respectively.

[0012] In some aspects, the present disclosure provides peptides for imaging a tumor in a subject,
the peptide comprising a chlorotoxin comprising an amino acid sequence having at least three D-
amino acids and the peptide having a secondary structure configured to bind to the tumor,
wherein the peptide further comprises a detectable label.

[0013] In some éspects of the present disclosure, methods are provided for treating a disease
associated with cells expressing a chlorotoxin target, the method comprising: administering, to a
subject in need thereof, a therapeutically effective amount of a pharmaceutical composition
comprising a peptide according to the present disclosure or a composition comprising a peptide

of the present disclosure, thereby treating the disease.

INCORPORATION BY REFERENCE
[0014] All publications, patents, and patent applications mentioned in this specification are
herein incorporated by reference to the same extent as if each individual publication, patent, or

patent application was specifically and individually indicated to be incorporated by reference.



BRIEF DESCRIPTION OF THE DRAWINGS
[0015] The novel features of the invention are set forth with particularity in the appended claims.
A better understanding of the features and advantages of the present invention will be obtained
by reference to the following detailed description that sets forth illustrative embodiments, in
which the principles of the invention are utilized, and the accompanying drawings of which:
[0016] FIG. 1 provides a gel image showing a variety of scaffolds, in accordance with an
embodiment of the present invention.
[0017] FIG. 2 depicts a schematic of initial library creation from PCR assembly to protein
harvesting. One potential patch of surface residues (DHQ loop) is shown to illustrate the random
mutagenesis approach for the initial peptide libraries. Residues K15 and K23 have been mutated
to alanine to facilitate chemical conjugations. FIG. 2 discloses SEQ ID NO: 74. |
[0018] FIG. 3 illustrates an example method of generating peptide libraries, in accordance with
an embodiment of the present invention.
[0019] FIG. 4 shows an example method of producing peptide libraries, in accordance with an
embodiment of the present invention.
[0020] FIG. 5 depicts an example fusion system that can be used to make knottins (e.g., bubble
protein), in accordance with an embodiment of the present invention. |
[0021] FIG. 6 shows analysis of a large library using mass spectrometry, in accordance with an
embodiment of the present invention.
[0022] FIG. 7 shows an example method of using siderocalin fusions to express knottin variants,
in accordance with an embodiment of the present invention.
[0023] FIG. 8 depicts SDS-PAGE analysis of expressing knottin scaffolds, in accordance with
embodiments of the present invention.
[0024] FI1G. 9 pfovides a schematic of pooled library production, in accordance with an
embodiment of the present invention. FIG. 9B is an expanded view of FIG. 9A. FIG. 9A
discloses SEQ ID NOS 75-78, respectively, in order of appearance, and FIG. 9B discloses SEQ
ID NOS 79-80, respectively, in order of appearance.
[0025] FIG. 10 describes representative sequencing data from a cloned knottin library, in
accordance with an embodiment of the present invention. FIG. 10 discloses SEQ ID NOS 81-
109, respectively, in order of appearance.
[0026] FIG. 11 shows SDS-PAGE analysis of 3000 member knottin libraries, in accordance with
embodiments of the present invention.
[0027] FIG. 12 shows an assessment of mutational tolerance by reverse proteomics, in

accordance with embodiments of the present invention.
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DETAILED DESCRIPTION OF THE INVENTION
[0028] The present disclosure relates to systems and methods for drug discovery. In certain
aspects, the present disclosure relates to methods for identifying drug candidates having a desired
pharmacological property. In further aspects, the present disclosure relates to methods of
generating mass-defined drug candidate libraries. In other aspects, the present disclosure relates
to methods of determining a distribution profile of knotted-peptides administered to a subject by
different administration pathways.
Generating Selected Libraries
[0029] In one aspect, the present invention relates to methods and systems for generating
libraries of potential drug candidates (e.g., libraries of small chemical molecules, biologics,
peptides, and any derivatives or fragments thereof) that can be screened to identify sub-libraries
of potential drug candidates (e.g., sub-libraries of small chemical molecules, biologics, peptides,
and any derivatives or fragments thereof) having selected pharmacological properties. In
contrast to conventional drug screening methods that screen one potential drug candidate at a
time, the present invention first screens a library of potential drug candidates (e.g., greater than
100 candidates) to search for certain drug-like qualities for some or all of the candidates in the
library. Screening of the library can include administering some or all of the potential drug
candidates in the library to a subject and determining which of the drug candidates possess a
pharmacological property of interest. For example, large libraries of potential drug candidates
can be screened for certain pharmacological properties, such as, but not limited to, oral
bioavailability, pharmacokinetics, distribution, targeting capability, serum half-life, tissue
penetration, tumor penetration, and/or blood-brain barrier penetration. The initial screen of the
library can be used to identify sub-libraries of potential drug candidates that share at least one
pharmacolo gicdl property, thereby generating panels of optimized drug candidates for subsequent
target-based or phenotypic screens. In some embodiments, the screening of the libraries can be
used to identify potential drug candidates that share more than one pharmacological property. In
some embodiments, at least one peptide of the plurality of peptides comprises a hydrophobic
moiety conjugated to the N-terminus of the at least one peptide, wherein the at least one peptide
exhibits an increased half-life as compared to the at least one peptide lacking the hydrophobic
moiety. In certain embodiments, the hydrophobic moiety comprises a hydrophobic fluorescent

dye or a saturated or unsaturated alkyl group.

[0030] In some aspects of the present disclosure, the plurality of drug candidates comprises a

plurality of peptides.



[0031] In some aspects of the present disclosure, the plurality of drug candidates comprises a

plurality of small chemical molecules.

[0032] In some aspects of the present disclosure, the plurality of drug candidates comprises a

plurality of biologics.,

[0033] In some embodiments, the pharmacological property comprises oral bioavailability,
capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,
capability to penetrate cells, capability to enter subcellular organelles or other cellular domains,
“or a combination thereof. In certain embodiments, the pharmacological property comprises oral
bioavailability.
[0034] As used herein, the term “drug candidate” means any agent that could potentially elicit an
effect on a target or subject. In some aspects, the drug candidate may have a therapeutic effect.
Exemplary drug candidates may include, but are not limited to, small chemical molecules,
biologics, peptides, and any derivatives or fragments thereof.
[0035] As used herein, a “pharmacological property” is a property of a drug candidate that can be
used to characterize the potential of a drug candidate to elicit an effect on a target or subject.
Exemplary pharmacologic properties may include, but are not limited to, oral bioavailability,
capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,
capability to penetrate cells, capability to enter subcellular organelles or other cellular domains,
and the like.
[0036] In some embodiments, the screening of the libraries can be used to identify candidates
that share 2 pharmacological properties, 3 pharmacological properties, 4 pharmacological
properties, 5 pharmacological properties, 6 pharmacological properties, 7 pharmacological
properties, 8 phérmacological properties, 9 pharmacological properties or 10 pharmacological
properties. In some embodiments, the screening of the libraries can be used to identify potential
drug candidates sharing more than 10 pharmacological properties.
[0037] Large numbers of drug candidates can be administered to a subject and screened to
determine, e.g., which drug candidates have pharmacological properties of interest. For example,
the methods can include administering more than five drug candidates, more than ten drug
candidates, more than 50 drug candidates, more than 100 drug candidates, more than 500 drug
candidates, more than 1000 drug candidates, more than 1500 drug candidates, more than 2000
drug candidates, more than 3000 drug candidates, more than 5000 drug candidates, more than

8000 drug candidates, or more than 10000 drug candidates.
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[0038] In some, embodiments the library screens can be used to identify candidates with an
ability to cross the blood brain barrier. In certain embodiments, the screens can be used to
identify candidates based on serum half-life, oral bioavailability, proteolytic degradation,
toxicity, clearance, capability to penetrate cells or capability to enter sub cellular organelles. In
some examples, the screening can be used to identify members of the library with more than one
desired pharmacological properties. For example, the screening can be used to identify
candidates that exhibit two or more of the properties, such as the ability to cross the blood brain
barrier, exclusion by the blood-brain barrier, optimum serum half-life, oral bioavailability,
reduced proteolytic degradation, capability to penetrate cells or a capability to enter sub cellular
organelles, capability to target organs or tissue, and/or capability to target cancerous tissue. In
some embodiments, screening of the peptides can be performed to identify which peptides
exhibit an activity for inhibiting a protein:protein interaction, inhibiting antagonism of a receptor,
inhibiting binding of an agonist to a receptor, modulating an ion channel, inhibiting a signaling
pathway, activating a signaling pathway, and/or a inhibiting a protein:small molecule interaction.
The activity of the peptides (e.g., the protein:protein interaction) can be associated with a disease
or disorder, such as, e.g., a cancer, an infectious disease, an inflammatory disease, an immune
disease, a metabolic disease, a cardiac disease, an aging-related disease, and a neurologic disease.
[0039] As used herein, the term “protein:protein interaction” means a physical contact between
one protein and another which can be transient or permanent. The interaction of a first protein
with a second protein may cause an effect on either the first or the second protein such that the
effect changes either the first or the second or both proteins in a detectable manner.

[0040] In some aspects, the methods of generating libraries of the present invention can include
iterative processes that progressively enrich for sub-libraries of drug candidates (e.g., small
chemical molecules, biologics, peptides, and any derivatives or fragments thereof) having one or
more drug-like properties, such as those described above. For example, in a first screen,
thousands of candidates (e.g., small chemical molecules, biologics, peptides, and any derivatives
or fragments thereof) can be tested for one or more of the pharmacological properties, such as
cell penetration, oral bioavailability, serum half-life, blood-brain barrier penetration, exclusion by
the blood-brain barrier, capability to target organs or tissue, and/or capability to target cancerous
tissue. The identified drug candidates that possess certain properties can then be screened again
to generate a subsequent library of candidates possessing other pharmacological properties. The
subsequent screen can include any desired number of the identified drug candidates from the first -
screen. Another sublibrary of candidates can be generated after the iteration from the first screen

and the second screen. Any number of iterations can be used. In some embodiments, the
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screening methods of this invention include 1 iteration, 2 iterations, 3 iterations, 4, 5 iterations, 6
iterations, 7 iterations, 8 iterations, 9 iterations, 10 iterations, 11 iterations, 12 iterations, 13
iterations, 14 iterations, 15 iterations, 16 iterations, 17 iterations, 18 iterations, 19 iterations, or
20 iterations. The drug-like properties tested in the various iterations can be the same or different
for every iteration. Fof example, in one round the library of the candidates (e.g., peptides) could
be tested for capability to cross the brain blood barrier. In the second iteration, the library could
be tested for one or more pharmacological properties including serum half-life.

[0041] Furthermore, through, e.g., iterative modeling and structural analysis, rules can be
identified to allow for better selection of drugs for lead compound identification. With peptide
libraries, e.g., the peptides can have a variety of common characteristics that cause the peptides
to have certain drug-like properties. Rules can be identified to help define which of the peptides
may be more likely to have the drug-like properties. For example, rules can include acidic/basic
amino acid ratios, hydrophobic/hydrophilic ratios or absolute percentage, neighboring amino acid
substitutions, and/or lengths of structural loops in the peptides.

[0042] In some aspects, the drug candidate is a small chemical molecule. With small chemical
molecule libraries, e.g., the small chemical can have a variety of common characteristics that
cause the small chemical molecules to have certain drug-like properties. Rules can be identified
to help define which of the small chemical molecules may be more likely to have the drug-like
properties. In various aspects, rules can include parameters for absorption, distribution,
metabolism, and excretion, which are indicative of utility as a potential drug. For example, rules
can include hydrogen bonding, lipophilicity, molecular weight, pKa, polar surface area, shape,
reactivity, solubility, permeability, chemical stability, metabolism (phases I and II), protein and
tissue binding, transport (e.g., uptake, efflux), clearance, half-life, bioavailability, drug-drug
interactions, LDgo, and the like.

[0043] In some embodiments, a rule could include having the first residue of the members of the
library to be glycine in order to facilitate cleavage of fusion proteins. The rules could also
include that no proline and cysteine residues be mutated or that glycine mutation in alpha helices
be avoided. The rule could include avoiding mutation schemes that change all the amino acid
residues to highly hydrophobic amino acids. Examples of hydrophobic acids include
phenylalanine, tryptophan, isoleucine, leucine, valine, and methionine. In other cases, rules
could indicate bias towards mutation of common protein-protein hotspot residues. Such residues
can include tyrosine, tryptophan, phenylalanine, isoleucine, histidine, aspartic acid and arginine
moieties. In some embodiments, rules could also favor mutation of structurally adjacent

residues. A rule, e.g., could require that mutations in the alpha helices be biased towards the
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amino acids that have high alpha helix-forming propensities to avoid mutations. Examples for
such amino acids include methionine, alanine, leucine, glutamic acid, lysine, alanine, and
isoleucine). Rules could also avoid mutations to glycine and proline in alpha helices. The rules
could include mutations at structurally adjacent residues. The rules can also include retaining the
cysteine residues are not mutated and/or moved in order to preserve any cysteine knots that might
be present in the peptides.

[0044] In some embodiments, the rules could also include identifying the number of mutations
per peptide construct. In some aspects, a rule might include a number of mutations in the range
of 4-8 amino acid mutations per peptide construct. In some aspects, a rule could include about 4
amino acid mutations, about 5 amino acid mutations, about 6 amino acid mutations, about 7
amino acid mutations or about 8 amino acid mutations per peptide construct. In some aspects,
the rules could include that no lysine be present in the peptide sequence in order to facilitate
conjugation of the peptide libraries at the N-terminus. The rules could also be designed to
facilitate easier identification and analysis of the peptide libraries. For example a rule could
include having every peptide be identifiable by a unique mass signature or unique fragment mass
signature in order or aid identification by MS.

[0045] As used herein, the term “fragment” refers to a portion of a peptide or a protein which is
generated by cleavage of a peptide or protein from which the fragment was derived.

[0046] As used herein, the term “mass signature” refers to the pattern of peaks output by a mass
spectrometer by performing an analysis of fragments of at least one protein or at least one
peptide. The mass signature may be unique for each fragment or the mass signature may be the
same for some fragments.

[0047] In addition to generating selected libraries, the present invention provides further
advancements to discovering drugs based on knottins (or knotted peptides). For example, the
present invention can provide knotted peptides having longer serum half life (e.g., by
conjugation), knotted peptides having better solubility, time and cost efficient ways to produce
libraries diversities of variants ranging from the tens to hundreds to thousands and more peptides,
methods for generating properly folded knotted peptides, and methods for producing high yields
of knotted peptides (e.g., mg quantities)

[0048] In some aspects, the methods of generating libraries provide for more efficient and
focused selection of potential drug candidates that may have a higher probability of proving to be
a lead compound for further drug development. Conventional drug discovery, for example,
typically focuses initially on a target and develops drug leads with potency in vitro.

Unfortunately, the drug leads identified in vitro can have problems with, e.g., pharmacological
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properties or dosing when administered in vivo. For example, conventional approaches identify a
biological function of a particular drug candidate and then issues of blood-brain barrier
penetration, serum half-life, etc. are left to fix later. In most cases, any attempts to fix an active
molecule destroy the activity. The approaches of the present invention in a sense turn drug
discovery on its head by, e.g., screening for “pre-selected” libraries in vivo, selected for
biologically relevant properties, directing the modification/evolution of desired drug-like and
pharmacological properties, and enabling efficient and rapid synthesis of thousands of variants
that can be further tested and screened to more efficiently and selectively identify lead
compounds of interest. Limiting additional screening, e.g., molecules that already possess the
drug-like qualities required by the final molecule can assist with avoiding selection of drug
candidates lacking a necessary pharmacological property that might not be identified until later in
the conventional approaches. |

[0049] The methods of generating libraries of the present invention can be applied to any type of
potential drug candidate. Examples of potential drug candidates can include, e.g., any
biologically, physiologically, or pharmacologically active substances that act locally or
systemically in a subject. For example, libraries of small chemical molecules, peptides, and/or
larger biologics (e.g., antibodies) can be screened (e.g., in vitro or in vivo). For example, existing
libraries of small molecule drugs can be selected and administered to a subject to identify sub-
libraries of the small molecule drugs that have pharmacological properties of interest. Similarly,
existing libraries of biologics (e.g., antibodies) can be selected and administered to a subject to
identify sub-libraries of the small molecule drugs that have certain pharmacological properties.
As will be further described herein, the present invention further includes screening of peptides
that can provide unique properties as compared to small chemical molecules and/or large
biologics (e.g., éntibodies). In one example, a particular target of interest could be screened
against libraries (e.g., peptide libraries) that were already pre-selected to have drug-like
properties aligned with those of the target. For example, if the target was in the central nervous
system (CNS), a library of drug candidates that passed the blood-brain barrier could be screened
for the CNS target. Alternatively, a drug screen for osteoarthritis could use a library designed to
target cartilage. Once a lead was identified, then variants (e.g., thousands of variants) could be
synthesized and screened in the same way to narrow down the number of potential lead
compounds.

[0050] In some embodiments, the methods of the present invention can be used for generating
small molecule libraries of potential drug candidates. For example, drug candidates can include

known drugs such as those described in well-known literature references such as the Merck
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Index, the Physicians Desk Reference, and The Pharmacological Basis of’ Therapeutics, and they
include, without limitation, medicaments; vitamins; mineral supplements; substances used for the
treatment, prevention, diagnosis, cure or mitigation of a disease or illness; substances which
affect the structure or function of the body; or prodrugs, which become biologically active or
more active after they have been placed in a physiological environment. Candidates can also
include, for example, small molecules, antibiotics, antivirals, antifungals, enediynes, heavy metal
compiexes, hormone antagonists, non-specific (non-antibody) proteins, sugar oligomers,
aptamers, oligonucleotides (e.g., antisense oligonucleotides that bind to a target nucleic acid
sequence (e.g., mRNA sequence)), siRNA, shRNA, peptides, proteins, radionuclides, and
transcription-based pharmaceuticals. In some embodiments, potential drug candidates can
include nucleic acids, peptides, small molecule compounds (e.g., pharmaceutical compoundé),
and peptidomimetics. |

[0051] In certain aspects, drug candidates can be provided from large libraries of synthetic or
natural compounds (e.g., pharmaceutical small molecule compounds and/or peptides). One
example is an FDA approved library of compounds that can be used by humans. In addition,
synthetic compound libraries are commercially available from a number of companies including
Maybridge Chemical Co. (Trevillet, Cornwall, UK), Comgenex (Princeton, N.J.), Brandon
Associates (Merrimack, N.H.), and Microsource (New Milford, Conn.), and a rare chemical
library is available from Aldrich (Milwaukee, Wis.). Combinatorial libraries are available and
can be prepared. Alternatively, libraries of natural compounds in the form of bacterial, fungal,
plant and animal extracts are also available, for example, Pan Laboratories or MycoSearch, or
can be readily prepared by methods well known in the art. Compounds isolated from natural
sources, such as animals, bacteria, fungi, plant sources, including leaves and bark, and marine
samples may be rassayed as candidates for the presence of potentially useful pharmaceutical
agents. Several commercial libraries can immediately be used in the screens. Such libraries can
include of analogues of naturally occurring or synthetic small molecules. Non limiting examples
of naturally occurring small molecules include alkaloids, glycoside, lipids, phenazines, phenols,
polyketide, terpenes, tetrapyrroles or nonribosomal peptides.

[0052] The small molecules to be screened as potential drug candidates can have molecular
weights in the range if 200-1000 Da. In some embodiments, the potential drug candidates can
have a molecular weight in the range of about 200-900 Da, about 200-800 Da, about 200-700 Da,
about 200-600 Da, about 200-500 Da, about 200-400 Da, about 200-300 Da, about 300-1000 Da,
about 300-900 Da, about 300-800 Da, about 300-700 Da, about 300-600 Da, about 300-500 Da,
about 300-400 Da, about 400-1000 Da, about 400-900 Da, about 400-800 Da, about 400-700 Da,
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about 400-600 Da, about 400-500 Da, about 500-1000 Da, about 500-900 Da, about 500-800 Da,
about 500-700 Da, about 500-600 Da, about 600-1000 Da, about 600-900 Da, about 600-800 Da,
about 600-700 Da, about 700-1000 Da, about 700-900 Da, about 700-800 Da, about 800-1000
Da, about 800-900 Da, about 900-1000 Da, about 1000-1500 Da, about 1500-2000 Da, about
2000-2500 Da, about 2500—3000 Da, about 3000-3500 Da, about 3500-4000 Da, about 4000-
4500 Da, or about 4500-5000 Da.

[0053‘] In some aspects, the present invention includes methods and systems for generating large
libraries of knotted peptides (also referred to as “knottins™). These kinds of peptides are often
found in the venom of poisonous animals and have evolved over millions of years to have
remarkable serum stability and to bind specific targets. In an example embodiment, the present
invention relates to knotted peptides that can include 15-40, or in some embodiments 11-57,
amino acid; toxin-like, disulfide-linked peptides as potential drug scaffolds. Libraries of these
knotted peptides can be generated and then further categorized by in vivo selection from the
library of those peptide candidates with appropriate “drug like properties,” such as
pharmacokinetics, distribution, oral availability, specific tissue distribution or targeting capability
(e.g., tumor). Some selected properties of the generated peptide libraries and/or individual drug
peptides can include 1) GI stability/oral bioavailability, 2) controllable/programmable
pharmacokinetics, 3) ability to disrupt protein/protein interactions, 4) ability to cross the blood-
brain barrier, 5) ability to penetrate cells, ability to penetrate specific organelles and/or cellular
compartments, 6) potential for selectable tissue/organ targeting, 7) ability to be conjugated
specifically to imaging agents or drugs, 8) “programmable diversity” (e.g., DNA encodes specific
positions that can be fixed, variable, or selectively variable, 9) readily engineered (because the
peptides can be “programmed” by DNA coding sequences), and 10) potential for programmable
intracellular targeting (e.g., incorporation of nuclear translocation sequences).

[0054] The present invention further includes peptide scaffolds that, e.g., can be used as a
starting point for generating peptide libraries. In some embodiments, these scaffolds can be
derived from a variety of knotted peptides (or knottins). As referred to herein, “knotted peptides”
or “knottins” include, for example, small disulfide-rich proteins characterized by a disulfide
through disulfide knot. This knot can be, e.g., obtained when one disulfide bridge crosses the
macrocycle formed by two other disulfides and the interconnecting backbone. In some aspects,
the knotted peptides can include, e.g., growth factor cystine knots or inhibitor cystine knots.
Other possible peptide structures include peptide having two parallel helices linked by two
disulfide bridges without B- sheets (e.g., hefutoxin). Some suitable peptides for scaffolds can

include, but are not limited to, chlorotoxin, brazzein, circulin, stecrisp, hanatoxin, midkine,
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hefutoxin, potato carboxypeptidase inhibitor, bubble protein, attractin, o-GI, o-GID, p-PIIIA, o-
MVIIA, o-CVID, y-MrlA, p-TIA, conantokin G, contulakin G, GsMTx4, margatoxin, shK, toxin
K, chymotrypsin inhibitor (CTI), and EGF epiregulin core. As shown in FIG. 1, several of these
scaffolds, e.g., epiregulin, hefutoxin, bubble, chlorotoxin and CTI, can be produced using the
methods of the present invention and identified on a gel.
[0055] Based on a particular scaffold, larger libraries of scaffold variants can be generated (e.g.,
with diversity of tens, hundreds, thousands, tens of thousands, hundreds of thousands, or more
different scaffold variants). Random or predefined mutagenesis can be used, e.g., to design the
libraries of scaffold variants. In some instances, the methods can include identification of
conserved amino acid residues in the peptide scaffold, and residues involved in forming tertiary
structures, then biosynthesis of peptides with controlled variability, by encoding the peptides
with nucleotides designed to conserve necessary amino acids, while varying other positions. For
example, scans of the amino acids through the loop regions of a scaffold can be conducted
systematically, applying mutagenesis to three residue patches and judging the outcome by
-tandem mass spectrometry. Once the mutation-tolerant regions are defined, this information can
be used to make larger libraries through the mutation of larger numbers of residues.
[0056] In some embodiments, the methods described herein can use more than 10 peptide
variants, 20 peptide variants, 30 peptide variants, 40 peptide variants, 50 peptide variants, 60
peptide variants, 70 peptide variants, 80 peptide variants, 90 peptide variants, 100 peptide
variants, 110 peptide variants, 120 peptide variants, 130 peptide variants, 140 peptide variants,
150 peptide variants, 160 peptide variants, 170 peptide variants, 180 peptide variants, 190
peptide variants, 200 peptide variants, 210 peptide variants, 220 peptide variants, 230 peptide
variants, 240 peptide variants, 250 peptide varian;ts, 260 peptide variants, 270 peptide variants,
280 peptide Vaﬁants, 290 peptide variants, 300 peptide variants, 350 peptide variants, 400
peptide variants, 450 peptide variants, 500 peptide variants, 550 peptide variants, 600 peptide
variants, 650 peptide variants, 700 peptide variants, 750 peptide variants, 800 peptide variants,
850 peptide variants, 900 peptide variants, 950 peptide variants, 1000 peptide variants, 1100
peptide variants, 1200 peptide variants, 1300 peptide variants, 1400 peptide variants, 1500
peptide variants, 1600 peptide variants, 1700 peptide variants, 1800 peptide variants, 1900
peptide variants, 2000 peptide variants, 2500 peptide variants, 3000 peptide variants, 3500
peptide variants, 4000 peptide variants, 4500 peptide variants, 5000 peptide variants, 6000
peptide variants, 7000 peptide variants, 8000 peptide variants, 9000 peptide variants, 10,000
peptide variants, 11,000 peptide variants, 12,000 peptide variants, 13,000 peptide variants,
14,000 peptide variants, 15,000 peptide variants, 16,000 peptide variants, 17,000 peptide
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variants, 18,000 peptide variants, 19,000 peptide variants, 20,000 peptide Variémts, 21,000
peptide variants, 22,000 peptide variants, 23,000 peptide variants, 24,000 peptide variants,
25,000 peptide variants, 26,000 peptide variants, 27,000 peptide variants, 28,000 peptide
variants, 29,000 peptide variants, 30,0/00 peptide variants, 34,000 peptide variants, 35,000
peptide variants, 36,000 peptide variants, 37,000 peptide variants, 38,000 peptide variants,
39,000 peptide variants, 40, 000 peptide variants, 41,000 peptide variants, 42,000 peptide
variants, 43,000 peptide variants, 44,000 peptide variants, 45,000 peptide variants, 46,000
peptide variants, 47,000 peptide variants, 48,000 peptide variants, 49,000 peptide variants,
50,000 peptide variants, 5,5000 peptide variants, 60,000 peptide variants, 65,000 peptide
variants, 70,000 peptide variants, 75,000 peptide variants, 80,000 peptide variants, 85,000
peptide variants, 90,000 peptide variants, 95,000 peptide variants, 100,000 peptide variants,
110,000 peptide variants, 120,000 peptide variants, 130,000 peptide variants, 140,000 peptide
variants, 150,000 peptide variants, 160,000 peptide variants, 170,000 peptide variants, 180,000
peptide variants, 190,000 peptide variants, 200,000 peptide Variants‘, 210,000 peptide variants,
220,000 peptide variants, 230,000 peptide variants, 240,000 peptide variants, 250,000 peptide
variants, 260,000 peptide variants, 270,000 peptide variants, 280,000 peptide variants, 290,000
peptide variants, or 300,000 peptide variants. In some embodiments more than about 300,000
peptide variants can be produced and/or used according to the methods of the present invention.
[0057] In some embodiments, about 100-15,000 peptides variants, 100-14,000 peptides variants,
100-13,000 peptides variants, 100-12,000 peptides variants, 100-11,000 peptides variants, 100-
10,000 peptides variants, 100-9000 peptides variants, 100-8000 peptides variants, 100-7000
peptides variants, 100-6000 peptides variants, 100-5000 peptides variants, 100-4000 peptides
variants, 100-3000 peptides variants, 100-2000 peptides variants, 100-1000 peptides variants,
100-900 peptideé variants, 100-800 peptides variants, 100-700 peptides variants, 100-600
peptides variants, 100-500 peptides variants, 100-400 peptides variants, 100-300 peptides
variants, 100-200 peptides variants can be produced and/or used.

[0058] In some embodiments, less than 100 peptide variants can be used. In some embodiments
about 10-100 peptide variants, about 10-90 peptide variants, about 10-80 peptide variants, about
10-70 peptide variants, about 10-60 peptide variants, about 10-50 peptide variants, about 10-50
peptide variants, about 10-40 peptide variants, about 10-30 peptide variants, about 10-20 peptide
variants, about 20-100 peptide variants, about 20-90 peptide variants, about 20-80 peptide
variants, about 20-70 peptide variants, about 20-60 peptide variants, about 20-50 peptide
variants, about 20-40 peptide variants, about 20-30 peptide variants, about 30-100 peptide
variants, about 30-90 peptide variants, about 30-80 peptide variants, about 30-70 peptide
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variants, about 30-60 peptide variants, about 30-50 peptide variants, about 30-40 peptide
variants, about 40-100 peptide variants, about 40-90 peptide variants, about 40-80 peptide
variants, about 40-70 peptide variants, about 40-60 peptide variants, about 40-50 peptide
variants, about 50-100 peptide variants, about 50-90 peptide variants, about 50-80 peptide
variants, about 50-70 peptide variants, about 50-60 peptide variants, about 60-100 peptide
variants, about 60-90 peptide variants, about 60-80 peptide variants, about 60-70 peptide
variants, about 70-100 peptide variants, about 70-90 peptide variants, about 70-80 peptide
variants, about 80-100 peptide variants, about 80-90 peptide variants, or about 90-100 peptide
variants can be used in the methods of the present invention . In some embodiments less than
about 90 peptide variants, about 80 peptide variants, about 70 peptide variants, about 60 peptide
variants, about 50 peptide variants, about 40 peptide variants, about 30 peptide variants, about 20
peptide variants or about 10 peptide variants can be used in the methods of the present invention.
[0059] In some embodiments, the peptides used in the methods of the present invention can
include about 2-100 amino acids. In some embodiments, the peptides of the present invention
can include about 10-100 amino acids, about 10-90 amino acids, about 10-80 amino acids, about
10-70 amino acids, about 10-60 amino acids, about 10-50 amino acids, about 10-40 amino acids,
about 10-30 amino acids, about 10-20 amino acids, about 20-30 amino acids, about 20-40 amino
acids, about 20-50 amino acids, about 20-60 amino acids, about 20-70 amino acids, about 20-80
amino acids, about 20-90 amino acids, about 20-100 amino acids, about 30-40 amino acids, about
30-50 amino acids, about 30-60 amino acids, about 30-70 amino acids, about 30-80 amino acids,
about 30-90 amino acids, about 30-100 amino acids, about 40-50 amino acids, about 40-60
amino acids, about 40-70 amino acids, about 40-80 amino acids, about 40-90 amino acids, about
40-100 amino acids, about 50-60 amino acids, about 50-70 amino acids, about 50-80 amino
acids, about 50-90 amino acids, about 50-100 amino acids, about 50-100 amino acids or about
60-70 amino acids, about 60-80 amino acids, about 60-90 amino acids, about 60-100 amino
acids, about 70-80 amino acids, about 70-90 amino acids, about 70—100 amino acids, about 80-90
amino acids, about 80-100 amino acids, or about 90-100 amino acids. In some embodiments, the
peptides of the present invention can include about 10 amino acids, about 11 amino acids, about
12 amino acids, about 13 amino acids, about 14 amino acids, about 15 amino acids, about 16
amino acids, about 17 amino acids, about 18 amino acids, about 19 amino acids, about 20 amino
acids, about 21 amino acids, about 22 amino acids, about 23 amino acids, about 24 amino acids,
about 25 amino acids, about 26 amino acids, about 27 amino acids, about 28 amino acids, about
29 amino acids, about 30 amino acids, about 31 amino acids, about 32 amino acids, about 33

amino acids, about 34 amino acids, about 35 amino acids, about 36 amino acids, about 37 amino
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'acids, about 38 amino acids, about 39 amino acids, about 40 amino acids, about 41 amino acids,
about 42 amino acids, about 43 amino acids, about 44 amino acids, about 45 amino acids, about
46 amino acids, about 47 amino acids, about 48 amino acids, about 49 amino acids or about 50
amino acids. |

[0060] In some embodiments, the methods of the present invention are used to generate libraries
of knotted peptides. In certain embodiments, the knotted peptides of the present invention can
include about 10-60 amino acids (e.g., 11-57 amino acids). In some embodiments, the knotted
peptides of the present invention can include about 10-45 amino acids, about 10-40 amino acids,
about 10-35 amino acids, about 10-30 amino acids, about 10-35 amino acids, about 10-20 amino
acids, about 10-25 amino acids, about 15-50 amino acids, about 15-45 amino acids, about 15-40
amino acids, about 15-35 amino acids, about 15-30 amino acids, about 15-25 amino acids, about
15-20 amino acids, about 20-50 amino acids, about 20-45 amino acids, about 20-40 amino acids,
about 20-35 amino acids, about 20-30 amino acids, about 20-25 amino acids, about 25-50 amino
acids, about 25-45 amino acids, about 25-40 amino acids, about 25-35 amino acids, about 25-30
amino acids, about 30-50 amino acids, about 30-45 amino acids, about 30-40 amino acids, about
30-35 amino acids, about 35-50 amino acids, about 35-45 amino acids, about 35-40 amino acids,
about 40-50 amino acids, about 40-45 amino acids, about 45-50 amino acids, or about 50-60
amino acids. In some embodiments, the knotted peptides of the current invention comprise of
about 10 amino acids, about 11 amino acids, about 12 amino acids, about 13 amino acids, about
14 amino acids, about 15 amino acids, about 16 amino acids, about 17 amino acids, about 18
amino acids, about 19 amino acids, about 20 amino acids, about 21 amino acids, about 22 amino
acids, about 23 amino acids, about 24 amino acids, about 25 amino acids, about 26 amino acids,
about 27 amino acids, about 28 amino acids, about 29 amino acids, about 30 amino acids, about
31 amino acids, about 32 amino acids, about 33 amino acids, about 34 amino acids, about 35
amino acids, about 36 amino acids, about 37 amino acids, about 38 amino acids, about 39 amino
acids, about 40 amino acids, about 41 amino acids, about 42 amino acids, about 43 amino acids,
about 44 amino acids, about 45 amino acids, about 46 amino acids, about 47 amino acids, about
48 amino acids, about 49 amino acids, about 50 amino acids, about 51 amino acids, about 52
amino acids, about 53 amino acids, about 54 amino acids, about 55 amino acids, about 56 amino
acids, or about 57 amino acids.

[0061] In some embodiments, the peptides of the present invention can include disulfide
linkages. The peptides provided herein can include 1-10 disulfide linkages. In some
embodiments, the peptides of the provided herein can have 1-9 disulfide linkages, 1-8 disulfide
linkages, 1-7 disulfide linkages, 1-6 disulfide linkages, 1-5 disulfide linkages, 1-4 disulfide
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linkages, 1-3 disulfide linkages, 1-2 disulfide linkages, 2-3 disulfide linkages, 2-4 disulfide
linkages, 2-5 disulfide linkages, 2-6 disulfide linkages, 2-7 disulfide linkages, 2-8 disulfide
linkages, 2-9 disulfide linkages, 2-10 disulfide linkages, 3-4 disulfide linkages, 3-5 disulfide
linkages, 3-6 disulfide linkages, 3-7 disulfide linkages, 3-8 disulfide linkages, 3-9 disulfide
linkages, 3-10 disulﬁdé linkages, 4-5 disulfide linkages, 4-6 disulfide linkages, 4-7 disulfide
linkages, 4-8 disulfide linkages, 4-9 disulfide linkages, 5-6 disulfide linkages, 5-7 disulfide
linkages, 5-8 disulfide linkages, 5-9 disulfide linkages, 5-10 disulfide linkages, 6-7 disulfide
linkages, 6-8 disulfide linkages, 6-9 disulfide linkages, 6-10 disulfide linkages, 7-8 disulfide
linkages, 7-9 disulfide linkages, 7-10 disulfide linkages, 8-9 disulfide linkages, 8-10 disulfide
linkages, or 9-10 disulfide linkages. In some embodiments of the invention, the knotted peptides
have 1 disulfide linkage, 2 disulfide linkages, 3 disulfide linkages, 4 disulfide linkages, 5,6
disulfide linkages, 7 disulfide linkagés, 8 disulfide linkages, 9 disulfide linkages or 10 disulfide
linkages. . '

[0062] In some embodiments, the molecular weight of the peptides (e.g., knotted peptides) can
be in the range of about 0.5 kDa to about 20 kDa. In some embodiments, the molecular weight
of the peptides (e.g., knotted peptides) described herein can have a molecular weight in the range
of about 0.5-15 kDa, about 0.5-10 kDa, about 0.5-5 kDa, about 1-20 kDa, about 1-15 kDa, about
1-10 kDa, about 1-5 Ka, about 5-20 kDa, about 5-15 kDa, about 5-10 kDa, about 10-20 kDa,
about 10-15 kDa, or about 15-20 kDa. In some embodiments, the peptides (e.g., knotted
peptides) described herein can have a molecular weight in the range of about 0.5;10 kDa, about
0.5-9 kDa, about 0.5-8, about 0.5-7 kDa, about 0.5-6 kDa, about 0.5-5 kDa, about 0.5-4 kDa,
about 0.5-3 kDa, about 0.5-2 kDa, about 0.5-1 kDa, about 1-2 kDa, about 1-3 kDa, about 1-4
kDa, about 1-5 kDa, about 1-6 kDa, about 1-7 kDa, about 1-8 kDa, about 1-9 kDa, about 1-10
kDa, about 2-3 kDa, about 2-4 kDa, about 2-5 kDa, about 2-6 kDa, about 2-7 kDa, about 2-8
kDa, about 2-9 kDa, about 2-10 kDa, about 3-4 kDa, about 3-5 kDa, about 3-6 kDa, about 3-7
kDa, about 3-8 kDa, about 3-9 kDa, about 3-10 kDa, about 4-5 kDa, about 4-6 kDa, about 4-7
kDa, about 4-8 kDa, about 4-9 kDa, about 4-10 kDa, about 5-6 kDa, about 5-7 kDa, about 5-8
kDa, about 5-9 kDa, about 5-10 kDa, about 6-7 kDa, about 6-8 kDa, about 6-9 kDa, about 6-10
kDa, about 7-10 kDa, about 7-8 kDa, about 7-9 kDa, about 7-10 kDa, about 8-9 kDa, about 8-10
kDa, or about 9-10 kDa.

[0063] The peptide (e.g., knotted peptide) variants can be random (via technologies such as
degenerate codons or error-prone PCR) or completely defined. Advances in chip-based
oligonucleotide synthesis has made the generation of DNA libraries inexpensive and routine,

allowing the composition of the peptide libraries made from the DNA to be completely defined.
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By designing the peptides to each have a unique mass or tryptic fragment, mass spectrometry can
be used to screen for the presence of each of the peptides simultaneously.

In some aspects, the present disclosure provides peptides for imaging a tumor in a subject, the
peptide comprising a chlorotoxin comprising an amino acid sequence having at least three D-
amino acids and the peptide having a secondary structure configured to bind to the tumor,
wherein the peptide further comprises a detectable label.

In furfher aspects of the present disclosure, at least 10%, at least 20%, at least 30%, at least 40%,
at least 50%, at least 60%, at least 70%, at least 80%, or at least 90% of the amino acids in the
peptide are D-amino acids.

In some aspects, the peptides of the present invention can have an amino acid sequence at least
80%, 83%, 86%, 89%, 90% or 92 % identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR (SEQ ID NO: 47), wherein X is
selected from K, A and R. ;

In some aspects, the peptides of the present invention, the peptides comprise an amino acid
sequence having at least 80% identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR (SEQ ID NO: 47), wherein at
least three of the amino acids in the amino acid sequence are D-amino acids, wherein X is
selected from K, A and R.

In further aspects, the peptides of the present disclosure are at least 50%, at least 60%, or at least
70% of the amino acids in the peptide are D-amino acids.

In some aspects, the peptides of the present disclosure further comprise a detectable label.

In some aspects of the present disclosure, all the amino acids in a given peptide are D-amino
acids.

In some aspectsyof the present disclosure, the detectable label is conjugated to the N-terminus of
the peptide or conjugated to a lysine residue in the peptide.

In other aspects of the present disclosure, the detectable label comprises a near-infrared dye.

In other aspects of the present disclosure, the detectable label comprises a cyanine dye.

In various aspects of the present disclosure, a composition can be produced comprising any of the
peptides described herein, or a combination thereof.

In some aspects of the present disclosure, methods are provided for detecting a peptide in a
subject, the method comprising: administering to the subject an effective amount of a peptide of
the present disclosure, or a composition thereof, and detecting a detectable label contained

therein.
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In further aspects, the present disclosure further comprises obtaining an image of a region in the
subject by detecting the detectable label. In further aspects, the detecting comprises intra-
operative visualization of cancerous tissue. In still further aspects, visualization of the detectable
label guides surgical removal of a tumor in the subject.

In some aspects of thé present disclosure, methods are provided for treating a disease associated
with cells expressing a chlorotoxin target, the method comprising: administering, to a subject in
need thereof, a therapeutically effective amount of a pharmaceutical composition comprising a
peptide according to the present disclosure or a composition comprising a peptide of the present
disclosure, thereby treating the disease.

In further aspects, the peptide composition further comprises a cytotoxic agent, a toxin, an
antisense nucleotide, a cancer drug, a nucleotide drug, a metabolic modulator, a radiosensitiier, a
peptide therapeutic, a peptide-drug conjugate, or a combination thereof. In still further aspects,
the disease comprises cancerous tissue associated with glioma, skin cancer, lung cancer,
lymphoma, medulloblastoma, prostate cancer, pancreatic cancer, breast cancer, mammary
cancer, colon cancer, sarcoma, oral squamous cell carcinoma, hemangiopericytoma, or a
combination thereof.

[0064] In some aspects, the peptide variants can be generated using a wide range of techniques.
In certain embodiments, peptide libraries can be prepared with controlled variability by, e.g.,
encoding the peptides with nucleotides designed to conserve necessary amino acids, while
Varyihg other positions. The amino acids to retain in the variants can be identified by, e.g.,
alanine scanning techniques in which alanine can be systematically substituted into each amino
acid position. This strategy identifies the amino acids in the native sequences that are result in an
active peptide. Substitution of an essential amino acid can result in a reduction in peptide
activity, and the degree of reduction in activity can be, e.g., used a relative measure of the
importance of the amino acid being substituted.

[0065] With retained amino acids identified, large libraries of peptides can be developed around
those retained amino acid residues. For example, the peptide library can be generated by
systematic truncation of the flanking residues around the retained amino acids. A library can be
a random library generated by substituting selected positions on the original peptide randomly
and simultaneously with all other natural amino acids in a shot gun approach. In some
embodiments, the libraries generated can be positional peptide library where a selected position
or positions in a peptide sequence are each systematically replaced with different amino acids.
This approach can show the effect of amino acid substitution at a particular position. The peptide

libraries can also be constructed as scramble library by carrying out permutation on the original
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peptide’s sequence. Such libraries have the potential to give all possible alternatives and offer
the highest degree of variability for peptide library.

[0066] A variety of screening technologies can be used to identify the various libraries of drug
candidates. For example, in vitro and/or in vivo assays can be used separately or in combination
to identify drug candidates having the various pharmacological properties described herein. In
one example embodiment, oral bioavailability can be analyzed for a library. For example, a
peptide library of hundreds or thousands of peptides can be fed (e.g., less than about 1 g/mL or
100 mg/mL) to a subject (e.g., an animal, a rat, a mouse, a human or a pig). The blood, for
example, of the subject can be analyzed at a time point after the library of peptides have been
processed in the stomach and possibly passed into the blood. In this example, peptides of the
library that are found in the blood can be identified (e.g., by mass spectrometry) as capable of
chemically withstanding the acidic environment of the stomach and capable of crossing into the
bloodstream of the subject. After such an analysis, a sub-library of the larger library can then be
used to identify drugs having oral bioavailability.

[0067] Other pharmacological properties can be identified for larger libraries and/or sub-libraries
of drugs having another pharmacological property. For example, serum half-life can also be
analyzed to determine a sub-library of drug candidates (e.g., knotted peptides) having a desired
serum half-life. In some embodiments, sub-libraries of drug candidates (e.g., peptides) can have
serum half-lives ranging from about 15 minutes to about 72 hours. Lower and longer half-lives
can be identified, as well. In one example embodiment, libraries of drug candidates (e.g., knotted
peptides) can be injected (e.g., less than about 1 g/mL or 100 mg/mL) into the bloodstream of a
subject and then, after a determined time point (e.g., every 15 minutes, every hour, every 4 hours,
or other schedule), a sample can be taken from the subject (e.g., blood, urine, mucous, spinal
fluid, or tissue) and analyzed (e.g., using mass spectrometry) to determine the drug candidates
that are still present after injection. Tissue samples from subjects can include biopsy and/or
necropsy tissue. The tissue samples can also include tissue from a brain, a lung, a kidney, a
muscle, a liver, a heart, a stomach, a pancreas, or any other organ. Depending on the time points,
a serum half-life can be determined and a sub-library of drug candidates (e.g., knotted peptides)
having a specific serum half-life can be identified.

[0068] In some embodiments, the identification of drug candidates having certain
pharmacological properties can be done in sequence or in parallel. For example, one sub-library
can be identified as having a specific serum half-life. That sub-library can then be screened for

oral bioavailability as described above. Alternatively, a library can be ingested by a subject and
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then later analyzed to determine both whether a sub-library is orally bioavailable and if the drug
candidates in the sub-library have a desired serum half-life.

[0069] The screening processes are also not limited in the types of drug-like properties that can
be identified for sub-libraries of the drug candidates. Other example screenings can be used to
identify, e.g., sub-libraries of drug candidates (e.g., knotted peptides) that can cross the blood
brain barrier, penetrate certain cell types, and/or penetrate subcellular organelles or cellular
comp‘artments. For example, libraries can be administered to a subject and then brain tissue can
be analyzed (e.g., by mass spectrometry) to determine a sub-library of drug candidates (e.g.,
knotted peptides) that are capable of crossing the blood brain barrier. In some embodiments,
sub-libraries can be generated that have candidates exhibiting other characteristics. For example,
drug candidates (e.g., peptides) may be excluded from the libraries if they adversely target A
critical organs, thereby creating a Iiability. Alternatively, drug candidates may be selected or
deselected depending on whether they bind serum albumin and/or IgG and/or FcRn (e.g., by pH
sensitive binding).

[0070] In some embodiments, for example, the libraries of knottin peptide drug candidates can
be expressed in a particular animal model to screen for a desired effect or therapeutically treat the
animal. The expression, e.g., can be accomplished using a viral transduction system (e.g.,
lentivirus, adenovirus, or adeno-associated virus) to deliver the library of peptides to a particular
organ, or area of the body that will incorporate the viral material and express the knottin
peptide(s). In some aspects, these methods can be used for the determination of a therapeutically
useful peptide in an experimental animal system. For example, a library of knottins can be
expressed in brain cells of a mouse that is genetically engineered to develop a neurodegenerative
disease (e.g., Huntington’s disease) or muscular disease (e.g., sarcopenia). Regions where
neurons remain healthy can be identified in comparison areas of degeneration, and then the
peptide that is secreted locally in this region can be identified (e.g., via mass spectrometric
analysis of tissue extracted from the healthy regions).

[0071] As noted above, the present invention includes a variety of methods for determining sub-
libraries of drug candidates have certain pharmacological properties. In some aspects of the
present invention, the sub-libraries of drug candidates, having selected pharmacological
properties and identified using in vitro and/or in vivo screening, can be then screened to identify
one or more lead drug candidates that then can be modified to potentially improve certain
characteristics for ultimately designing a useful drug for binding to a target of interest (e.g., a

therapeutic target).
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[0072] In an example embodiment, peptide libraries can be created using an oligonucleotide
assembly approach (described further herein), where particular surface residue positions will be
targeted for random mutagenesis using degenerate codons (FIG. 2). In one aspect, the methods
can include parsing through the scaffold by mutating ten unique or overlapping three amino acid
subdomains. Once we :have determined which sites will tolerate mutation, larger randomized
libraries will be built. These libraries can then be screened individually or in a pooled format.
The assembly reactions can be amplified with primers, e.g., containing Xhol/BamHI sites and the
purified PCR products can be cloned into a vector (e.g., the Daedalus vector pCVL-sUCOE-
SFFV-IRES-GFP). The resulting lentiviral library can be used to transduce cells (e.g., HEK 293
Freestyle cells) to create a polyclonal population of cells secreting variants. Secreted constructs
can be engineered with an N-terminal secretion signal and a C-terminal tag (e.g., a STREPII tag
(SAWSHPQFEK) (SEQ ID NO: 34)). The secreted peptides can be harvested from the culture
supernatants using, e.g., size exclusion or affinity chromatography. Several libraries of limited
diversity or wide diversity can be generated using this approach. The purified pool of peptides
can be analyzed using tandem mass spectrometry in order to gauge the diversity of the secreted
protein libraries and establish detection limits for downstream screening applications.

[0073] In some embodiments, the methods of generating libraries can be iterative and parallel.
As shown in FIG. 3, for example, a single experiment can be conducted in parallel to test
thousands of peptides for cell penetration, oral bioavailability, serum half-life, blood-brain barrier
penetration and tissue homing. Those peptides that possess favorable properties can form the
basis for making a subsequent library of peptides possessing the same and slightly altered
sequences. This set may be thousands in size and can be tested in parallel for all these favorable
(“drug-like”) qualities. And the best of this group will form the basis for the set. This process
can be used to pfoduce general principles with predictive value for the generation of further drug-
like peptides.

Peptide Conjugates

[0074] In some aspects, the present invention includes libraries of peptide conjugates. For
example, some or all of a library of peptides can be conjugated to a moiety selected to modify a
property of the peptides.

[0075] In certain aspects, the present invention includes libraries of knottins or knotted peptides
conjugated at the N-terminus to hydrophobic (e.g., lipophilic) moieties. All or some of the
knottins can be lacking internal lysines, e.g., to avoid conjugation at the internal lysine positions,
thereby allowing conjugation to the amino terminus of the peptide. In some embodiments, the

attachment of a hydrophobic moiety to the N-terminus can be used to extend half-life of the
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knotted peptides. In some embodiments, simple carbon chains (e.g., by myristoylation and/or
palmitylation) can be conjugated to the peptides. The lipophilic moieties can extend half-life
through reversible binding to serum albumin. In certain embodiments, attachment of a near
infrared dye to the N-terminus of the peptide can also be performed to allow for tracing of the
conjugated peptide. In bertain embodiments, attachment of a near infrared dye to a lysine of the
peptide can also be performed to allow for tracing of the conjugated peptide. An antibody to the
dye can further allow the dye to fill a dual role of both a tracking marker and a retrieval handle.
The conjugated peptides can also be conjugated to other moieties that can serve other roles, such
as providing an affinity handle (e.g., biotin) for retrieval of the peptides from tissues or fluids.
[0076] Other modifications can be used. For example, the knotted peptides can include post-
translational modifications (e.g., methylation and/or amidation), or the knotted peptides can also
be composed of some or all D-amino acids, which can affect, e.g., serum half-life. In some
embodiments, the peptides in the libraries can be conjugated to other moieties that, e.g., can
modify or effect changes to the prdperties of the peptides. The conjugated moieties can, e.g., be
lipophilic moieties that extend half-life of the peptides through reversible binding to serum
albumin. In some embodiments, the lipophilic moiety can be cholesterol or a cholesterol
derivative including cholestenes, cholestanes,y cholestadienes and oxysterols. In some
embodiments, the peptides can be conjugated to myristic acid (tetradecanoic acid) or a derivative
thereof.

[0077] In some embodiments, the peptides can be conjugated to detectable labels to enable
tracking detecting or visualizing of the bio-distribution of a conjugated peptide. The detectable
labels can be fluorescent labels (e.g., fluorescent dyes). In certain embodiments, the fluorescent
label can have emission characteristics that are desired for a particular application. For example,
the fluorescent label can be a fluorescent dye that has a emission wavelength maximum between
a range of 500 nm to 1100 nm, between a range of 600 nm to 1000 nm, between a range of 600 to
800 nm, between a range of 650 nm to 850 nm, between a range of 700 nm to 800 nm, between a
range of 720 to 780nm, or between a range of 720 to 750nm. For example, under ceﬁain
conditions, cyanine 5.5 can have an emission maximum around 695 nm, IRdye 800 can have an
emission maximum around 800 nm, and indocyanine green can have an emission maximum
around 820 nm. One of ordinary skill in the art will appreciate the various dyes that can be used
as detectable labels and that have the emission characteristics above.

[0078] As used herein, the term “detectable label” means a tag or modification that can be

attached to a small chemical molecule, peptide, protein, or a fragment or a portion thereof such
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that the small chemical molecule, peptide, protein, or a fragment thereof is recognizable using a
device, apparatus or method that permits the detection of the tag or modification.

[0079] In some aspects, the detectable label is a fluorescent dye. Non limiting examples of
fluorescent dyes that could be used as a conjugating molecule in the present disclosure include
rhodamine, rhodol, fluorescein, thiofluorescein, aminofluorescein, carboxyfluorescein,
chlorofluorescein, methylfluorescein, sulfofluorescein, aminorhodol, carboxyrhodol, chlororhodol,
methylrhodol, sulforhodol; aminorhodamine, carboxyrhodémine, chlororhodamine,
methylrhodamine, sulforhodamine, and thiorhodamine, cyanine, indocarbocyanine,
oxacarbocyanine, thiacarbocyanine, merocyanine, a cyanine dye (e.g., cyanine 2, cyanine 3,
cyanine 3.5, cyanine 5, cyanine 5.5, cyanine 7), oxadiazole derivatives, pyridyloxazole,
nitrobenzoxadiazole, benzoxadiazole, pyrene derivatives, cascade blue, oxazine derivatives, Nile
red, Nile blue, cresyl violet, oxazine 170, acridine derivatives, proflavin, acridine orange,
acridine yellow, arylmethine derivatives, xanthene dyes, sulfonated xanthenes dyes, Alexa Fluoré
(e.g., Alexa Fluor 594, Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700), auramine, crystal
violet, malachite green, tetrapyrrole derivatives, porphyrin, phtalocyanine, and bilirubin. In some
embodiments, the dyes can be near-infrared dyes including, e.g., Cy5.5, IRdye 800, DyLight 750
or indocyanine green (ICG). In some embodiments, near infrared dyes can include cyanine dyes
(e.g., cyanine 2, cyanine 3, cyanine 3.5, cyanine 5, cyanine 5.5, cyanine 7). In certaih embodiments,
the detectable label can include xanthene dyes or sulfonated xanthenes dyes, such as Alexa Fluors
(e.g., Alexa Fluor 594, Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700). If an antibody to the
dye could be found the conjugated dyes could be used both as a tracking, detecting or visualizing
marker and as a retrieval handle.

[0080] The peptides in the libraries of the present invention can also be conjugated to biotin. In
addition of extension of half-life, biotin could also act as an affinity handle for retrieval of the
peptides from tissues or other locations. In one embodiment, the peptides can be conjugated,
e.g., to a biotinidase resistant biotin with a PEG linker (e.g., NHS-dPEG;s-Biotinidase resistant
biotin). In some embodiments, fluorescent biotin conjugates that can act both as a detectable
label and an affinity handle can be used. Non limiting examples of commercially available
fluorescent biotin conjugates include Atto 425-Biotin, Atto 488-Biotin, Atto 520-Biotin, Atto-
550 Biotin, Atto 565-Biotin, Atto 590-Biotin, Atto 610-Biotin, Atto 620-Biotin, Atto 655-Biotin,
Atto 680-Biotin, Atto 700-Biotin, Atto 725-Biotin, Atto 740-Biotin, fluorescein biotin, biotin-4-
fluorescein, biotin-(5-fluorescein) conjugate, and biotin-B-phycoerythrin, alexa fluor 488 \
biocytin, alexa flour 546, alexa fluor 549, lucifer yellow cadaverine biotin-X, Lucifer yellow

biocytin, Oregon green 488 biocytin, biotin-rthodamine and tetramethylrhodamine biocytin. In
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some other examples, the conjugates could include chemiluminescent compounds, colloidal
metals, luminescent compounds, enzymes, radioisotopes, and paramagnetic labels.

[0081] The peptides in the libraries of the present invention can be conjugated to vitamins or
other molecules typically found in foods that are absorbed into the bloodstream from the
stomach, small intestiné, or colon. Examples include, but are not limited to, vitamin A, vitamin
C, vitamin B,, vitamin Bj, vitamin Bg, vitamin B1;, vitamin D, vitamin E, vitamin K. The goal of
these conjugations is to improve oral bioavailability or absorption of the peptide from the
gastrointestinal system.

[0082] In some instances, selected series of amino acids that appear to help certain peptides cross
biologic barriers such as the gastrointestinal tract, the blood brain barrier, the cell membrane, the
nuclear membrane can be identified and genetically or physically grafted onto other peptides for
the purpose of helping the new pepﬁde cross the same biologic barriers. In other cases, the same
approach might be used to graft sequences onto peptides that would prevent the new peptide
from crossing certain biological barriers. For example, a drug could be modified in this manner
to prevent BBB penetration and thus reduce the likelihood of central nervous system side effects.
Enantiomers of Peptide Libraries

[0083] The present invention further includes enantiomers of the peptide libraries. For example,
the peptides can include all naturally occurring L-amino acids. In certain embodiments, some or
all of the amino acids in the peptides can be D-amino acids.

[0084] In some aspects, the present invention includes peptides having D-amino acids and being
based on a chlorotoxin scaffold, e.g., D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants. The peptides based on chlorotoxin can include varying amounts of D-amino acids. The
natural peptide of chlorotoxin has the following amino acid sequence:

MCMPCFTTDHQMARK CDDCCGGKGRGKCYGPQCLCR (SEQ ID NO: 35). The peptide
can be further crosslinked by four disulfide bonds formed among the cysteine residues present in
the sequence. The natural peptide includes all L-amino acids. Chemically, the all-D-amino acid
form of chlorotoxin can be indistinguishable from the all-L-amino acid form of chlorotoxin,
except in chiral environments such as those that are present in vivo. As D-amino acids are quite
rare in nature, peptides including D-amino acids can be resistant to proteolysis. Accordingly, D-
amino acid chlorotoxin can be resistant to being cleaved, e.g., in biological fluids after
administration to a subject. Thus, the D-amino acid peptide can, e.g., be administered orally and
may have a lower immunogenic response. The D-amino acids can also assist with preventing

antigen processing and display, thereby reducing antigenicity. The D-amino acids for use in the
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present invention can include, e.g., dArg, dHis, dLys, dAsp, dGlu, dSer, dThr, dAsn, dGln, dCys,
dGly, dPro, dAla, dVal, dlle, dLeu, dMet, dPhe, dTyr, and dTrp.

[0085] In some embodiments, the peptides can include a peptide having the same sequence as the
natural chlorotoxin sequence in which at least three of the amino acids in the sequence include a
D-amino acid in place of the natural amino acid. In some embodiments, the peptides can include
chlorotoxin variants, e.g., mutated chlorotoxin peptides, in which at least three of the amino acids
in the sequence include a D-amino acid in place of the natural amino acid. In some
embodiments, at least four, at least 5, at least 10, at least 15, at least 20, at least 25, at least 30, or
at least 35 of the amino acids in the sequence can include a D-amino acid in place of the natural
amino acid. In certain embodiments, at least 10%, at least 20%, at least 30%, at least 40%, at
least 50%, at least 60%, at least 70%, at least 80%, or at least 90% of the amino acids in the |
peptides based on a chlorotoxin scaffold can be D-amino acids. In one aspect, the present
invention includes peptides based on a chlorotoxin scaffold, in which all the amino acids in the
peptides are D-amino acids.

[0086] In accordance, e.g., with the methods of making peptides of the present invention, a wide
variety of variants of chlorotoxin can be generated. For example, using conventional
mutagenesis and synthetic-based systems, thousands of chlorotoxin D-amino acid variants can be
prepared based on the naturally occurring amino acid sequence of chlorotoxin. In some
embodiments, the peptides of the present invention can include an amino acid sequence at least
60%, 65%, 70%, 75%, 80%, 33%, 85%, 86%, 89%, 90%, 92% or 95% identical to the following
sequence of MCMPCFTTDHQMARKCDDCCGGKGRGKCYGPQCLCR (SEQ ID NO: 35), in
which some or all of the amino acids are D-amino acids. In some embodiments, the chlorotoxin
variants can have at least three of the amino acids in the sequence that are a D-amino acid in
place of the natural amino acid. In some embodiments, at least four, at least 5, at least 10, at least
15, at least 20, at least 25, at least 30, or at least 35 of the amino acids in the sequence of the
chlorotoxin variants can include a D-amino acid in place of a natural amino acid. In certain
embodiments, at least 10%, at least 20%, at least 30%, at least 40%, at least 50%, at least 60%, at
least 70%, at least 80%, or at least 90% of the amino acids in the sequence of the chlorotoxin
variants can include a D-amino acid in place of a natural amino acid.

[0087] In one embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGIn-dMet-d Ala-d Arg-dXaa-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dXaa-dGly-d Arg-dGly-dXaa-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized), wherein dXaa is dArg,
dAla, or dLys (SEQ ID NO: 36).
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[0088] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr—dAsp-dHis-dGln—dMet—dAla-dArg-ana—dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dXaa-dGly-dArg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys~dArg50H acetate salt (disulfide bonds, air oxidized), wherein dXaa is dArg,
dAla, or dLys (SEQ ID NO: 37).

[0089] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet;dCys-dMedero-dCys—dPhe—dThr—dThr-dAsp-dHis—dGln-dMet—dAla—dArg—dArg-dCys—
dAsp-dAsp-dCys-dCys-dGly-dGly-dArg-dGly-dArg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized); Molecular weight: 4065.6
Da (SEQ ID NO: 38).

[0090] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGln-dMet-dAla-d Arg-d Arg-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dAla-dGly-dArg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID NO: 39).

[0091] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-dAsp-dHis-dGln-dMet-dAla-d Arg-d Ala-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dAla-dGly-dArg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID NO: 40).

[0092] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-dAsp-dHis-dGln-dMet-dAla-d Arg-d Ala-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dArg-dGly-dArg-dGly-dLys-dCys-dTyr-dGly-dPro-dGln-
dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID NO: 41).

[0093] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMét-dPro—dCys—dPhe-dThr-dThr-dAsp-dHis-dGln-dMet-dAla-dArg-ana—dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dXaa-dGly-d Arg-dGly-dLys(6-ICGhexanoyl)-dCys-d Tyr-
dGly-dPro-dGIn-dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized), wherein
dXaa is dArg, dAla, or dLys (SEQ ID NO: 42).

[0094] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGln-dMet-d Ala-d Arg-d Arg-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dArg-dGly-d Arg-dGly-dLys(6-ICGhexanoyl)-dCys-dTyr-
dGly-dPro-dGln-dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized);
Molecular weight: 4765 Da (SEQ ID NO: 43).

[0095] In another embodiment, the all D-amino acid peptide can have the following formula: H-

dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGln-dMet-dAla-d Arg-d Arg-dCys-
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dAsp-dAsp-dCys-dCys-dGly-dGly-dAla-dGly-d Arg-dGly-dLys(6-1CGhexanoyl)-dCys-d Tyr-
dGly-dPro-dGln-dCys-dLeu-dCys-dArg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID
NO: 44).

[0096] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGln-dMet-d Ala-d Arg-dAla-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dAla-dGly-d Arg-dGly-dLys(6-1CGhexanoyl)-dCys-d Tyr-
dGly-dPro-dGlIn-dCys-dLeu-dCys-d Arg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID
NO: 45).

[0097] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-d Thr-dThr-d Asp-dHis-dGln-dMet-d Ala-d Arg-d Ala-dCys-
dAsp—dAsp-dCys—dCys—dGly-dGly—dArg—dGly—dArg-dGly-dLys(6—ICGhexanGy})—dCys—dTyf—
dGly-dPro-dGln—dCys—dLeu-dCy_s—dArg-OH acetate salt (disulfide bonds, air oxidized) (SEQ ID
NO: 46). ‘

[0098] The present invention further includes conjugates of D-amino acid chlorotoxin and D-
amino acid chlorotoxin variants described herein. For example, the D-amino acid chlorotoxin
and D-amino acid chlorotoxin variants can be conjugated with a variety of moieties that can, e.g.,
modify the pharmacological properties of the peptides. In some embodiments, some or all of the
lysines in the amino acid sequence of the peptides can be replaced with alanine or arginine to
facilitate N-terminal conjugation (e.g., by reducing competition from the amino terminus of the
lysine).

[0099] For example, the present invention can include D-amino acid chlorotoxin and D-amino
acid chlorotoxin variants that have an amino acid sequence at least 60%, 65%, 70%, 75%, 80%,
83%, 85%, 86%, 89%, 90%, 92% or 95% identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR (SEQ ID NO: 47), in which some
or all of the amino acids are D-amino acids and X can include K, A or R. In some émbodiments,
the chlorotoxin variants can have at least three of the amino acids in the sequence that are a D-
amino acid in place of the natural amino acid. In some embodiments, at least four, at least 5, at
least 10, at least 15, at least 20, at least 25, at least 30, or at least 35 of the amino acids in the
sequence of the chlorotoxin variants can include a D-amino acid in place of a natural amino acid.
In certain embodiments, at least 10%, at least 20%, at least 30%, at least 40%, at least 50%, at
least 60%, at least 70%, at least 80%, or at least 90% of the amino acids in the sequence of the
chlorotoxin variants can include a D-amino acid in place of a natural amino acid.

[00100] The conjugates of D-amino acid chlorotoxin and D-amino acid chlorotoxin variants can

include moieties that are conjugated to various locations of the peptides. For example, moieties
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can be conjugated to any one of the lysine residues (e.g., the L- or D-amino acid form) in
chlorotoxin sequence (e.g., Lys-15, Lys-23, and/or Lys-27). Alternatively, the peptides may be
mutated to be free of lysine residues. In some embodiments, the moieties can be conjugated to
the N-terminus of the D-amino acid chlorotoxin peptides and D-amino acid chlorotoxin peptide
variants. In some embddiments, the moieties can be conjugated to at least one of the amino acids
in the peptides.

[0010’1] In certain embodiments, the D-amino acid chlorotoxin and D-amino acid chlorotoxin
variants can be conjugated to moieties, such as detectable labels (e.g., dyes) that can be detected
(e.g., visualized) in a subject. In some embodiments, the D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants can be conjugated to detectable labels to enable tracking of the
bio-distribution of a conjugated peptide. The detectable labels can include fluorescent labels
(e.g., fluorescent dyes). A

[00102] In certain embodiments, the fluorescent label can have emission characteristics that are
desired for a particular applicétion. For example, the fluorescent label can be a fluorescent dye
that has a emission wavelength maximum between a range of 500 nm to 1100 nm, between a
range of 600 nm to 1000 nm, between a range of 600 to 800 nm, between a range of 650 nm to
850 nm, between a range of 700 nm to 800 nm, between a range of 720 to 780nm, or between a
range of 720 to 750nm. One of ordinary skill in the art will appreciate the various dyes that can
be used as detectable labels and that have the emission characteristics above. For example, under
certain conditions, cyanine 5.5 can have an emission maximum around 695 nm, IRdye can have
an emission maximum around 800 nm, and indocyanine green can have an emission maximum
around 820 nm.

[00103] Non limiting examples of fluorescent dyes that could be used as a conjugating molecule in
the present disclosure include rhodamiﬁe, rhodol, fluorescein, thiofluorescein, aminofluorescein,
carboxyfluorescein, chlorofluorescein, methylfluorescein, sulfofluorescein, aminorhodol,
carboxyrhodol, chlororhodol, methylrhodol, sulforhodol; aminorhodamine, carboxyrhodamine,
chlororhodamine, methylrhodamine, sulforhodamine, and thiorhodamine, cyanine, indocarbocyanine,
oxacarbocyanine, thiacarbocyanine, merocyanine, oxadiazole derivatives, pyridyloxazole,
nitrobenzoxadiézole, benzoxadiazole, pyrene derivatives, cascade blue, oxazine derivatives, Nile red,
Nile blue, cresyl violet, oxazine 170, acridine derivatives, proflavin, acridine orange, acridine yellow,
arylmethine derivatives, auramine, crystal violet, malachite green, tetrapyrrole derivatives, porphyrin,
phtalocyanine, and bilirubin. In some embodiments, the detectable label can include near-infrared
dyes, such as, but not limited to, Cy5.5, indocyanine green (ICG), , DyLight 750 or IRdye 800. |
In some embodiments, near infrared dyes can include a cyanine dye (e.g., cyanine 2, cyanine 3,

cyanine 3.5, cyanine 5, cyanine 5.5, cyanine 7). In certain embodiments, the detectable label can
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include xanthene dyes or sulfonated xanthenes dyes, such as Alexa Fluors (e.g., Alexa Fluor 594,
Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700). In addition, if an antibody to the dyes can be
identified, then conjugated dyes could be used both as a tracking, detecting or visualizing marker
and as a retrieval handle.

[00104] Other modifications to peptides can be used. For example, the D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin variants can include post-translational
modifications (e.g., methylation and/or amidation), which can affect, e.g., serum half-life. In
some embodiments, the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants can
be conjugated to other moieties that, e.g., can modify or effect changes to the properties of the
peptides. The conjugated moieties can, e.g., be lipophilic moieties that extend half-life of the
peptides through reversible binding to serum albumin. In some embodiments, simple carbon
chains (e.g., by myristoylation) can be conjugated to the peptides. In some embodiments, the
lipophilic moiety can be cholesterol or a cholesterol derivative including cholestenes,
cholestanes, cholestadienes and oxysterols. In some embodiments, the peptides can be
conjugated to myristic acid (tetradecanoic acid) or a derivative thereof.

[00105] The conjugated D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants can
also be conjugated to other moieties that can serve other roles, such as providing an affinity
handle (e.g., biotin) for retrieval of the peptides from tissues or fluids. For example, the peptides
in the libraries of the present invention can also be conjugated to biotin. In addition of extension
of half-life, biotin could also act as an affinity handle for retrieval of the peptides from tissues or
other locations. In some embodiments, fluorescent biotin conjugates that can act both as a
detectable label and an affinity handle can be used. Non limiting examples of commercially
available fluorescent biotin  conjugates include Atto 425-Biotin, Atto 488-Biotin, Atto 520-
Biotin, Atto-550 Biotin, Atto 565-Biotin, Atto 590-Biotin, Atto 610-Biotin, Atto 620-Biotin, Atto
655-Biotin, Atto 680-Biotin, Atto 700-Biotin, Atto 725-Biotin, Atto 740-Biotin, fluorescein
biotin, biotin-4-fluorescein, biotin-(5-fluorescein) conjugate, and biotin-B-phycoerythrin, Alexa
fluor 488 biocytin, Alexa flour 546, Alexa Fluor 549, lucifer yellow cadaverine biotin-X, Lucifer
yellow biocytin, Oregon green 488 biocytin, biotin-rhodamine and tetramethylrhodamine
biocytin. In some other examples, the conjugates could include chemiluminescent compounds,
colloidal metals, luminescent compounds, enzymes, radioisotopes, and paramagnetic labels.
[00106] In some embodiments, the present invention provides methods of detecting D-amino
acid chlorotoxin peptides and/or D-amino acid chlorotoxin peptide variants. In one aspect, the
present invention includes a method of detecting peptides in a subject. The method can include

administering to the subject an effective amount of a composition including D-amino acid
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chlorotoxin peptides and/or D-amino acid chlorotoxin peptide variants. The peptides can include
detectable labels, and the method can further include detecting signals from the detectable labels.
In some embodiments, after the administering, the peptides can bind to tissue (e.g., cells)
expressing a chlorotoxin target, and the method can include detecting signals from the peptides
bound to the tissue in the subject to determine a level of binding of the peptides to the tissue. In
certain embodiments, detecting an increased level of binding of the peptides to the tissue
compared to normal tissue can indicate that the tissue includes tumor tissue expressing the
chlorotoxin target. In addition to detecting binding of the peptides to tissue, the methods of
detecting can include tracing the peptides in a patient, e.g., By detecting the peptides in a
subject’s blood and/or tissue.

[00107] The present invention further includes methods of detecting and/or imaging tissue (e.g.,
cancerous tissue) in a subject. The D-amino acid chlorotoxin peptides and/or D-amino acid
chlorotoxin peptide variants can bind to a variety of chlorotoxin targets. For example, in some
embodiments, the chlorotoxin targets can include Annexin A2 and Calpactin. With a binding
affinity for the chlorotoxin targets, the compositions including D-amino acid chlorotoxin peptides
and/or D-amino acid chlorotoxin peptide variants can be administered to a subject and the
peptides can then specifically bind to the chlorotoxin targets. Detection and/or imaging of the
binding to the chlorotoxin targets can be used, e.g., to identify tissue having chlorotoxin targets,
such as Annexin A2 and Calpactin.

[00108] Detection and/or imaging of binding can also be used, e.g., for determining whether a
subject has a disease, condition and/or disorder associated with cells having (e.g., expressing) the
chlorotoxin target. In some embodiments, the methods can include obtaining an image of a
region in the subject by detecting signals from the detectable labels. The region, for example,
can include cancerous tissue and the peptides can be bound to the cancerous tissue, thereby
providing detection and/or imaging of the cancerous tissue. The conjugated dyes can be used,
e.g., in tumor imaging using the D-amino acid chlorotoxin and D-amino acid chlorotoxin variants
that can specifically bind to tumors (e.g., brain tumors). In some embodiments, the region can
include a tumor and the peptides can be bound to the tumor, thereby providing imaging of the
tumor. In some embodiments, the region can include a brain tumor and the peptides are bound to
the brain tumor, thereby providing imaging of the brain tumor. In certain embodiments, the
present invention can include detection and/or imaging of cancerous tissue associated with
gliomas, astrocytomas medulloblastomas, choroids plexus carcinomas, ependymomas, other
brain tumors, neuroblastoma, head and neck cancer, lung cancer, breast cancer, intestinal cancer,

pancreatic cancer, liver cancer, kidney cancer, sarcomas, osteosarcoma, rhabdomyosarcoma,
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Ewing’s sarcoma, carcinomas, melanomas (including amelanotic melanoma), ovarian cancer,
cervical cancer, lymphoma, thyroid cancer, anal cancer,\ colo-rectal cancer, endometrial cancer,
germ cell tumors, laryngeal cancer, multiple myeloma, prostate cancer, retinoblastoma,‘ gastric
cancer, testicular cancer, and Wilm’s tumor. In some embodiments, the cancerous tissue can be
associated with a glioma, a skin éancer, a lung cancer, a lymphoma, a medulloblastoma, a
prostate cancer, a pancreatic cancer, or a combination thereof.

[00109] In some embodiments, the cancerous tissue can be associated with breast and mammary
cancers, colon, skin, lung, lymphoma, glioma, medulloblastoma prostate, pancreatic cancers, oral
squamous cell carcinoma, and/or hemangiopericytoma.

[00110] In one aspect, the present invention further includes a peptide for imaging a tumor in a
subject. The peptide can include an amino acid sequence having at least three D-amino acids and
the peptide having a secondary structure configured to bind to the tumor, wherein the peptide
further includes a detectable label. As described herein, for example, the peptide can have a
secondary structure having a shape that binds to a chlorotoxin target, such as Annexin A2 and
Calpactin. In some embodiments, the peptide includes a knotted peptide, such as the D-amino
acid chlorotoxin and/or D-amino acid chlorotoxin variants described herein. In certain
embodiments, the peptide can include an amino acid sequence that is the same as the amino acid
sequence of natural chlorotoxin. The detectable label can, e.g., be conjugated to the N-terminus
of the peptide and/or to a lysine residue in the peptide.

[00111] The D-amino acid chlorotoxin peptides can be used for a variety of other applications,
such as therapeutic and/or diagnostic applications. In some embodiments, the D-amino acid
chlorotoxin and D-amino acid chlorotoxin variants can be used for methods of treating diseases.
In some embodiments, the D-amino acid chlorotoxin peptides can be used to deliver drugs via a
chlorotoxin-drug conjugate to, e.g., tumors in the brain of a subject.

[00112] The present invention also provides compositions for administering the D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin variants, or conjugates thereof, described herein to
a subject to facilitate diagnostic and/or therapeutic applications. In certain embodiments, the
compositions can include a pharmaceutically acceptable excipient. Pharmaceutical excipients
useful in the present invention include, but are not limited to, binders, fillers, disintegrants,
lubricants, coatings, sweeteners, flavors and colors. One of skill in the art will recognize that
other pharmaceutical excipients are useful in the present invention. The term “pharmaceutical
composition” as used herein includes, e.g., solid and/or liquid dosage forms such as tablet,

capsule, pill and the like.

-32.-



[00113] The D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants, or conjugates
thereof, of the present invention may be administered by any suitable technique available in the
art, e.g., as compositions. The D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, or conjugates thereof, of the present invention can be administered as frequently as
necessary, including hourly, daily, weekly or monthly. The D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants, or conjugatés thereof, utilized in the methods of the invention
can bé, e.g., administered at dosages that may be varied depending upon the requirements of the
method being employed. The D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, or conjugates thereof, described herein can be administered to the subject in a variety of
ways, including parenterally, subcutaneously, intravenously, intratracheally, intranasally,
intradermally, intramuscularly, colonically, rectally, urethrally or intraperitoneally. In some |
embodiments, the pharmaceutical compositions can be administered parenterally, intravenously,
intramuscularly or orally. In some embodiments, the D-amino acid chlorotoxin and/or D-amino
acid chlorotoxin variants, or conjugates thereof, can be administered systemically. In some
embodiments, the compositions can be administered intratumorally and/or intranodally, such as
delivery to a subject’s lymph node(s). In certain embodiments, administration can include
enteral administration including oral administration, rectal administration, and administration by
gastric feeding tube or duodenal feeding tube. Administration can also be including intravenous
injection, intra-arterial injection, intra-muscular injection, intracerebral, intracerebroventricular
or subcutaneous (under the skin) administration. In some embodiments, administration can be
achieved by topical means including epicutaneous (application to skin) and inhalation.

[00114] The oral agents comprising a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, or conjugates thereof, described herein can be in any suitable form for oral
administration, such as liquid, tablets, capsules, or the like. The oral formulations can be further
coated or treated to prevent or reduce dissolution in stomach. The compositions of the present
invention can be administered to a subject using any suitable methods known in the art. Suitable
formulations for use in the present invention and methods of delivery are generally well known
in the art. For example, the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
or conjugates thereof, described herein can be formulated as pharmaceutical compositions with a
pharmaceutically acceptable diluent, carrier or excipient. The compositions may contain
pharmaceutically acceptable auxiliary substances as required to approximate physiological
conditions including pH adjusting and buffering agents, tonicity adjusting agents, wetting agents
and the like, such as, for example, sodium acetate, sodium lactate, sodium chloride, potassium

chloride, calcium chloride, sorbitan monolaurate, tricthanolamine oleate, etc.

-33 -



[00115] As used herein, a “subject” is a human or non-human animal. In some embodiments, a
subject can include, but is not limited to, a mouse, a rat, a rabbit, a human, or other animal. In
another embodiment, a subject is a human, such as a human having or at risk of having a cancer.
In some embodiments, a subject or biological source may Be suspected of having or being at risk
for having a disease, di‘éorder or condition, including a malignant disease, disorder or condition
(e.g., cancer). In certain embodiments, a subject or biological source may be suspected of having
or being at risk for having a hyperproliferative disease (e.g., carcinoma, sarcoma), and in certain
other embodiments of this disclosure a subject or biological source may be known to be free of a
risk or presence of such disease, disorder, or condition.

[00116] “Treatment,” “treating” or “ameliorating” refers to either a therapeutic treatment or
prophylactic/preventative treatment. A treatment is therapeutic if at least one symptom of
disease (e.g., a hyperproliferative disorder, such as cancer) in an individual receiving treatment
improves or a treatment may aelay worsening of a progressive disease in an individual, or
prevent onset of additional associated diseases (e.g., metastases from cancer).

[00117] A “therapeutically effective amount (or dose)” or “effective amount (or dose)” of a
composition including D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants
described herein, refers to that amount of compound sufficient to result in amelioration of one or
more symptoms of the disease being in a statistically significant manner. When referring to an
individual active ingredient, administered alone, a therapeutically effective dose refers to that
ingredient alone (e.g., a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant
described herein). When referring to a combination, a therapeutically effective dose refers to
combined amounts of the active ingredients that result in the therapeutic effect, whether
administered serially or simultaneously (in the same formulation or in separate formulations).
[00118] The term “pharmaceutically acceptable” refers to molecular entities and compositions
that do not produce allergic or other serious adverse reactions when administered to a subject
using routes well known in the art.

[00119] A “patient in need” or “subject in need” refers to a patient or subject at risk of, or
suffering from, a disease, disorder or condition (e.g., cancer) that is amenable to treatment or
amelioration with a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant described
herein.

[00120] In one aspect, the present invention includes methods of treating a disease associated
with cells expressing a chlorotoxin target. The methods can include administering, to a subject in
need thereof, a therapeutically effective amount of a pharmaceutical composition comprising a

D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant, thereby treating the disease.
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In some embodiments, the chlorotoxin target can include Annexin A2, Calpactin, or a
combination thereof.

[00121] In some embodiments, the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variant can further include other agents to facilitate treatment. For example, a D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin variants can further include cytotoxic agents (e.g.,
mitotic inhibitors), toxins, antisense nucleotides, cancer treatment drugs (e.g., alkylating agents),
nucleotide drugs, anti-metabolites, metabolic modulators, radiosensitizers, peptide therapeutics,
peptide-drug conjugates, radionuclides, or a combination thereof.

[00122] Cytotoxic agents can include drugs that can be used to treat cancer, ¢.g., by inhibiting
cell proliferation. Some example cytotoxic agents can include, e.g., the vinca alkaloids,
mitomycins, bleomycins, cytotoxic nucleosides, taxanes, and epothilones, Meinbers of those
classes include, for example, doxorubicin, carminomycin, daunorubicin, aminopterin,
methotrexate, methopterin, dic;hloromethotrexate, mitomycin C, porfiromycin, 5-fluorouracil, 6-
mercaptopurine, gemcitabine, cytosine arabinoside, podophyllotoxin or podo- phyllotoxin
derivatives, such as etoposide, etoposide phosphate or teniposide, melphalan, vinblastine,
vineristine, leurosidine, vindesine, leurosine, paclitaxel and therapeutically effective analogs and
derivatives of the same. Other useful antineoplastic agents include estramustine, cisplatin,
carboplatin, cyclophosphamide, bleomycin, gemcitibine, ifosamide, melphalan, hexamethyl
melamine, thiotepa, cytarabin, idatrexate, trimetrexate, dacarbazine, L- asparaginase,
camptothecin, CPT-11, topotecan, ara-C, bicalutamide, flutamide, leuprolide, pyridobenzoindole
derivatives, interferons and interleukins.

[00123] Suitable metabolic modulators can include, but are not limited to, lonidamine,
dichloroacetate, alpha-tocopheryl succinate, methyl jasmonate, betulinic acid, and resveratrol
[00124] Radiosensitizers are known to increase the sensitivity of cancerous cells to the toxic
effects of electromagnetic radiation, e.g., x-rays. Examples of x-ray activated radiosensitizers
include, but are not limited to, metronidazole, misonidazole, desmethylmisonidazole,
pimonidazole, etanidazole, nimorazole, mitomycin C, RSU 1069, SR 4233, EO9, RB 6145,
nicotinamide, S-bromodeoxyuridine (BUdR), 5-iododeoxyuridine (IUdR), bromodeoxycytidine,
fluorodeoxyuridine (FudR), hydroxyurea, cisplatin, and therapeutically effective analogs and
derivatives of the same.

[00125] In some embodiments, the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants can include radionuclides and/or complexed radionuclides. Suitable radionuclides can

include, but are not limited to, Sc-47, Ga-67, Y-90, Ag-111, In-111, Sm-153, Tb-166, Lu-177,
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Bi-213, Aé-225, Cu-64, Cu-67,Pd-109, Ag-111, Re-186, Re-188, Pt-197, Bi-212, Bi-213, Pb-
212 or Ra-223.

[00126] In certain embodiments, the present invention can include treating diseases, disorders,
and/or conditions, such as gliomas, astrocytomas medulloblastomas, choroids plexus carcinomas,
ependymomas, other brain tumors, neuroblastoma, head and neck cancer, lung cancer, breast
cancer, intestinal cancer, pancreatic cancer, liver cancer, kidney cancer, sarcomas, osteosarcoma,
rhabdomyosarcoma, Ewing’s sarcoma, carcinomas, melanomas, ovarian cancer, cervical cancer,
lymphoma, thyroid cancer, anal cancer, colo-rectal cancer, endometrial cancer, germ cell tumors,
laryngeal cancer, multiple myeloma, prostate cancer, retinoblastoma, gastric cancer, testicular
cancer, and Wilm’s tumor. In some embodiments, the methods can including treating a disease,
disorder and/or condition including a glioma, a skin cancer, a lung cancer, a lymphoma, a '
medulloblastoma, a prostate cancer, a pancreatic cancer, or a combination thereof. In certain
embodiments, the methods can be used to treat breast and mammary cancers, colon, skin, lung,
lymphoma, glioma, medulloblastoma prostate, pancreatic cancers, oral squamous cell carcinoma,
and/or hemangiopericytoma.

[00127] The present invention further includes methods of administering a D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin variant described herein. For example, in one
aspect, the present invention includes a method comprising a step of administering an effective
dose of a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant described herein or
a composition including a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant
described herein to a subject with a tumor such that the peptide selectively targets tumor tissue
over normal tissue.

[00128] The methods can further include facilitating surgical removal of cancerous tissue (e.g., a
tumor) in a subjéct. For example, the present invention can include a method comprising
administering an effective dose of a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variant described herein or a composition including a D-amino acid chlorotoxin and/or D-amino
acid chlorotoxin variant described herein to a subject with cancerous tissue (e.g., a tumor) such
that the peptide selectively targets cancerous tissue (e.g., tumor tissue) over normal tissue. The
methods can include imaging the cancerous tissue by, e.g., detecting the tissue that shows
elevated binding of the peptides, thereby indicating the location of the cancerous tissue.
Identification of the location can provide a step of surgically removing the cancerous tissue from
the subject. The surgically removing can include, e.g., intraoperative visualization of the
cancerous tissue as identified by binding of the D-amino acid chlorotoxin and/or D-amino acid

chlorotoxin variants described herein.
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[00129] The present invention also provides compositions for administering the D-amino acid
chlorotoxin and D-amino acid chlorotoxin variants described herein to a subject to facilitate
diagnostic and/or therapeutic applications. In certain embodiments, the compositions can include
a pharmaceutically acceptable excipient. Pharmaceutical excipients useful in the present
invention include, but are not limited to, binders, fillers, disintegrants, lubricants, coatings,
sweeteners, flavors and colors. One of skill in the art will recognize that other pharmaceutical
excipients are useful in the present invention. The term “pharmaceutical composition” as used
herein includes, e.g., solid and/or liquid dosage forms such as tablet, capsule, pill and the like.
[00130] The D-amino acid chlorotoxin and D-amino acid chlorotoxin variants of the present
invention can be administered as frequently as necessary, including hourly, daily, weekly or
monthly. The D-amino acid chlorotoxin and D-amino acid chlorotoxin variants utilized in the
methods of the invention can be, e.vg., administered at dosages that may be varied depending
upon the requirements of the method being employed. The D-amino acid chlorotoxin and D-
amino acid chlorotoxin variants described herein can be administered to the subject in a variety
of ways, including parenterally, subcutaneously, intravenously, intratracheally, intranasally,
intradermally, intramuscularly, colonically, rectally, urethrally or intraperitoneally. In some
embodiments, the pharmaceutical compositions can be administered parenterally, intravenously,
intramuscularly or orally. In some embodiments, the compositions can be administered
intratumorally and/or intranodally, such as delivery to a subject’s lymph node(s). In certain
embodiments, administration can include enteral administration including oral administration,
rectal administration, and administration by gastric feeding tube or duodenal feeding tube.
Administration can also be including intravenous injection, intra-arterial injection, intra-muscular
injection, intracerebral, intracerebroventricular or subcutaneous (under the skin) administration.
[00131] The oral agents comprising a drug candidates (e.g., peptides) described herein can be in
any suitable form for oral administration, such as liquid, tablets, capsules, or the like. The oral
formulations can be further coated or treated to prevent or reduce dissolution in stomach. The
compositions of the present invention can be administered to a subject using any suitable
methods known in the art. Suitable formulations for use in the present invention and methods of
delivery are generally well known in the art. For example, the drug candidates (e.g., peptides)
described herein can be formulated as pharmaceutical compositions with a pharmaceutically
acceptable diluent, carrier or excipient. The compositions may contain pharmaceutically
acceptable auxiliary substances as required to approximate physiological conditions including pH

adjusting and buffering agents, tonicity adjusting agents, wetting agents and the like, such as, for
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example, sodium acetate, sodium lactate, sodium chloride, potassium chloride, calcium chloride,
sorbitan monolaurate, triethanolamine oleate, etc.

[00132] The present invention further includes functional assays of the D-amino acid chlorotoxin
and/or D-amino acid chlorotoxin variants. The capacity of D-amino acid chlorotoxin and/or D-
amino acid chlorotoxingvariants and conjugates thereof, to bind to tumor or cancerous tissue can
be assayed by in vitro binding, ex vivo imaging, animal models, and other assays known in the art
and as previously described. See, for example, US Patent Publication Number US20080279780
and WO 2011/142858, both of which are incorporated by reference herein for the description of
functional assays to detect and measure binding to tumor cells and tumor tissue.

[60133] One skilled in the art will be knowledgeable about animal models that are useful for
measuring the in vivo activity of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, and conjugates thereof. For example, the National Cancer Institute maintains a database
of specific cancer models. See the “Cancer Models Database™ at the National Cancer Institute
website. All animals are handled in strict accordance with the National Institutes of Health
Guide for the Care and Use of Laboratory Animals. ND2:SmoA1 medulloblastoma mice,
TRAMP prostate cancer mice and Apc'®*" intestinal adenoma and adenocarcinoma mice have
been previously described. See, Fodde, R., et al., A targeted chain-termination mutation in the
mouse Apc gene results in multiple intestinal tumors. Proc. Natl. Acad. Sci. U.S.A., 1994.
91(19): p. 8969-73; Greenberg, N. M., et al., Prostate cancer in a transgenic mouse. Proc. Natl.
Acad. Sci. U.S.A., 1995. 92(8): p. 3439-43; Kaplan-Lefko, P. J., et al., Pathobiology of
autochthonous prostate cancer in a pre-clinical transgenic mouse model. Prostate, 2003. 55(3): p.
219-37; Hallahan, A. R., et al., The SmoA1 mouse model reveals that notch signaling is critical
for the growth and survival of sonic hedgehog-induced medulloblastomas. Cancer Res., 2004.

- 64(21): p. 7794-800; each expressly incorporated herein by reference in its entirety.

[00134] One example of a mouse model of cancer is the autochthonous mouse model of
medulloblastoma, ND2:SmoAl. See A.R. Hallahan, et al., “The SmoAl Mouse Model Reveals
That Notch Signaling is Critical for the Growth and Survival of Sonic Hedgehog-Induced
Medulloblastomas,” Cancer Research (54:7794-7800, 2004), and B.A. Hatton, et al. “The
Smo/Smo Model: Hedgehog-Induced Medulloblastoma With 90% Incidence and
Leptomeningeal Spread,” Cancer Research (58: 1768-1776, 2008). A C57M/6 background is
used and the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants, and conjugates
thereof is or are administered to evaluate the preferential binding of the peptides or peptide
conjugates to cancerous tissue over normal tissue. Hemizygous or homozygous (referred as

ND2:SmoAl) mice with symptomatic medulloblastoma are selected for enrollment in these

-38-



studies. Symptoms are detected using an open field cage evaluation. Symptoms may include
head tilt, hunched posture, ataxia, protruding skull, and weight loss. Positive results in this assay
would include a lessening, diminishment, reduction or inhibition of these symptoms by -
administration of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants and
conjugates thereof.

[00135] Such assays can be used to show the effects of the D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants, and conjugates thereof in a variety of cancers, including, for
example, cancerous tissue associated with gliomas, astrocytomas medulloblastomas, choroids
plexus carcinomas, ependymomas, other brain tumors, neuroblastoma, head and neck cancer,
lung cancer, breast cancer, intestinal cancer, pancreatic canc‘er, liver cancer, kidney cancer,
sarcomas, osteosarcoma, rhabdomyosarcoma, Ewing’s sarcoma, carcinomas, melanomas
(including amelanotic melanoma), OVarian cancer, cervical cancer, lymphoma, thyroid cancer,
anal cancer, colo-rectal cancer, endometrial cancer, germ cell tumors, laryngeal cancer, multiple
myeloma, prostate cancer, retinoblastoma, gastric cancer, testicular cancer, and Wilm’s tumor.

In some embodiments, the cancerous tissue can be associated with a glioma, a skin cancer, a lung
cancer, a lymphoma, a medulloblastoma, a prostate cancer, a pancreatic cancer, or a combination
thereof. In some embodiments, the cancerous tissue can be associated with breast and mammary
cancers, colon, skin, lung, lymphoma, glioma, medulloblastoma prostate, pancreatic cancers, oral
squamous cell carcinoma, and/or hemangiopericytoma.

[00136] The capacity of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
and conjugates thereof to target a detectable label to cancerous or tumor tissue preferentially over
normal tissue can be assayed by in vifro binding, ex vivo imaging, animal models, and other
assays known in the art and as described above. For example, the D-amino acid chlorotoxin
and/or D-amino acid chlorotoxin variants, can be conjugated to a detectable label, as described
herein, to produce a D-amino acid chlorotoxin conjugate or D-amino acid chlorotoxin variant
conjugate. An appropriate amount of the D-amino acid chlorotoxin conjugate or D-amino acid
chlorotoxin variant conjugate can be injected into the tail vein of mice that show clinical signs
consistent with advanced tumors. After three days the mice can be sacrificed and their brains can
be imaged using a biophotonic imaging system, such as the Caliper/Xenogen Spectrum or the
Odyssey Near-Infrared imaging system. A positive result will show that the peptide conjugate
preferentially illuminates or identifies the cancer tissue compared with normal tissue. In an
embodiment, the preferential binding of the D-amino acid chlorotoxin conjugate or D-amino acid
chlorotoxin variant conjugate to the cancerous tissue over the normal tissue is substantially the

same as that of the native chlorotoxin conjugate. In another embodiment, the preferential binding
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of the D-amino acid chlorotoxin conjugate or D-amino acid chlorotoxin variant conjugate to the
cancerous tissue over the normal tissue is less than that of the native chlorotoxin conjugate, but
more than that of normal tissue.

[00137] One skilled in the art will be knowledgeable about ex vivo models that are useful for
measuring the activity 6f a D-amino acid peptides, including D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variant, and conjugates thereof described herein. For example, for
detecﬁon of medulloblastoma, ND2:SmoAl animals exhibiting symptoms of medulloblastoma
are injected with the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants or
conjugates through the tail vein. Mice are euthanized using C0, inhalation three days after
injection and ex vivo biophotonic images of their brain are obtained using the Xenogen Spectrum
Imaging System (Caliper). The brains are then frozen in Tissue-Tek Optimal Cutting
Temperature (OCT) Compound (Sakura), sliced in 12 pm sections and Hemotoxylin and Eosin
(H&E) stained according to standard brocedures. A positive result will show that the D-amino
acid chlorotoxin and/or D-amino acid chlorotoxin variants, or conjugates thereof preferentially
illuminates or identifies the cancer tissue compared with normal tissue. In an embodiment, the
preferential binding of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
or conjugates thereof to the cancerous tissue over the normal tissue is substantially the same as
that of the native chlorotoxin or native chlorotoxin conjugate. In another embodiment, the
preferential binding of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
or conjugates thereof to the cancerous tissue over the normal tissue is less than that of the native
chlorotoxin or native chlorotoxin conjugate, but more than that of normal tissue.

[00138] Another example relates to prostate tissue imaging. Normal and cancerous human
prostate tissue samples are collected and handled in accordance with Human Subjects IRB
approved protoéols. Sections are incubated with an amount of the D-amino acid chlorotoxin
conjugate and/or D-amino acid chlorotoxin variant conjugate, in 5% normal goat serum buffer
for 45 minutes. Unbound conjugate is reduced by washing slides 3 times for 5 minutes in PBS
buffer. Signal is detected by fluorescence microscopy and correlated to adjacent sections stained
with hematoxylin and eosin (H&E). A positive result will show that the D-amino acid
chlorotoxin conjugate or the D-amino acid chlorotoxin variant conjugate preferentially
illuminates or identifies the cancer tissue compared with normal tissue. In an embodiment, the
preferential binding of the D-amino acid chlorotoxin conjugate or D-amino acid chlorotoxin
variant conjugate to the cancerous tissue over the normal tissue is substantially the same as that
of the native chlorotoxin conjugate. In another embodiment, the preferential binding of the D-

amino acid chlorotoxin conjugate or D-amino acid chlorotoxin variant conjugate to the cancerous
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tissue over the normal tissue is less than that of the native chlorotoxin conjugate, but more than
that of normal tissue.

[00139] One skilled in the art will be knowledgeable about in vitro models that are useful for
measuring the activity of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant,
and conjugates thereof 'described herein. For example, 9L/lacZ gliosarcoma cells (ATCC, VA)
and primary human foreskin fibroblast (HFF) are maintained in DMEM and RPMI medium both
supplemented with 1% sodium pyruvate, 1% streptomycin/penicillin and 10% FBS (Hyclone,
UT), respectively. 2 x 10° cells are seeded on sterile cover slips 36 hrs prior to labeling and
confocal microscopy. Cells are cultured with 1 ml of CTX:CY5.5 conjugate (1 uM) for 2 hours
ina 37°C. humidiﬁed incubator maintained at 5% CO,. Cover slips are washed 2 times in cell
culture medium and 2 times in PBS buffer. Following this step, cell membranes are stained with
1 uM solution of FM 1-43FX (Molecular Probes, OR) for 20 min in dark at room temperature,
washed 2 times in PBS and fixed in 4% paraformaldehyde. Cellular nuclei are stained with 4°,6-
diamidino-2-phenylndole (DAPI, Sigma Aldrich, MO). Confocal images are acquifed using a
DeltaVision SA3.1 Wide-Field Deconvolution Microscope (Applied Precision, WA) equipped
with DAPI, TRITC, and CyS5 filters. Image processing is performed using SoftWoRX (Applied
Precision, WA). A positive result will show that the D-amino acid chlorotoxin or the D-amino
acid chlorotoxin variant, or conjugates thereof preferentially illuminates or identifies the cancer
tissue compared with normal tissue. In an embodiment, the preferential binding of the D-amino
acid chlorotoxin or D-amino acid chlorotoxin variant , or conjugates thereof, to the cancerous
tissue over the normal tissue is substantially the same as that of the native chlorotoxin or native
chlorotoxin conjugate. In another embodiment, the preferential binding of the D-amino acid
chlorotoxin or D-amino acid chlorotoxin variant, or conjugates thereof, to the cancerous tissue
over the normal tissue is less than that of the native chlorotoxin or the native chlorotoxin
conjugate, but more than that of normal tissue.

[00140] Another model includes the use of subcutaneous xenografts established in nu/nu (nude)
mice using 9L, a rat gliosarcoma cell line (ATCC), and RH30, a rhabdomyosarcoma cell line.
The xenografts are established using 1 million 9L or RH30 cells suspended in serum free media
and matrigel at a 1:1 ratio. Intracranial xenografts are established by stereotaxic injection of 1
million 9L cells suspended in 10 ul PBS into the brain 3 mm lateral and posterior to the bregma.
Methods of Making Libraries

[00141] In yet another aspect, the present invention includes methods for making potential drug
candidates. For example, methods that are generally well known in the art can be used to make

small molecule libraries and larger biologics (e.g., antibody) libraries.
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[00142] In some embodiments, the present invention includes methods of making peptides for
the generated peptide libraries. A wide variety of methods are suitable for making the peptide
libraries. As described further herein, the present invention includes scaffolds that can be used as
a starting point for generating peptide libraries. These scaffolds as well as a large diversity of
scaffold variants can bé made using several different approaches. In some aspects, the peptide
libraries can be produced using peptide synthesis techniques generally well known in the art.
Conventional oligonucleotide synthesis techniques (e.g., chip-based oligonucleotide synthesis)
can also be used. In some instances, the synthetic approaches can be combined with a variety of
expression systems. in one example embodiment, particular residue positions in a scaffold can
be targeted for random mutagenesis using degenerate codons to generate a diverse set of DNAs
that can be made using, e.g., chip-based oligonucleotide synthesis and can code for a large library
of scaffold variants.

In some embodiments, the method further comprises generating a peptide library comprising the
at least some of the peptides having the pharmacological property. In certain embodiments, the
methods further comprise screening the at least some of the peptides to identify which peptides
exhibit an activity for inhibiting a protein:protein interaction, inhibiting antagonism of a receptor,
inhibiting binding of an agonist to a receptor, modulating an ion channel, inhibiting a signaling
pathway, activating a signaling pathway, and/or a inhibiting a protein:small molecule interaction.
In some embodiments, the protein:protein interaction is associated with a disease or disorder
selected from the group consisting of a cancer, an infectious disease, an inflammatory disease, an
immune disease, a metabolic disease, a cardiac disease, an aging-related disease, and a
neurologic disease. In certain embodiments, the protein:protein interaction is associated with
cancer. In some embodiments, the method further comprises obtaining from the subject a
plurality of samples, each sample being obtained at a different time point after administering the
plurality of peptides. In certain embodiments, at least one peptide of the plurality of peptides
comprises a detectable label for tracing the at least one peptide in the subject. In certain

embodiments, the detectable label comprises a near infrared dye.

[00143] In some embodiments, the molecules coding for the scaffolds and scaffold variants can
be expressed in various expression systems, and can, in some embodiments, be combined as part
of a fusion system. The DNA molecules encoding the scaffolds and scaffold variants, e.g., can
be combined with fusion systems that éan be expressed in several different cell types, e.g., 293
HEK or E. coli. Fusions for 293 HEK cells, e.g., can include but are not limited to, IgK leader
sequences and/or secreted fusion proteins, such as siderocalin, lipocalin 2, and human serum

albumin.
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[00144] In some embodiments, the peptides described herein (e.g., knotted peptides) can be
expressed as fusions with lipocalin proteins. In one aspect, the present invention includes a
method for producing a peptide that can include expressing, in a cell, a fusion protein including a
peptide (e.g., a knotted peptide) and a lipocalin protein. The method can further include
separating the peptide from the lipocalin protein, thereby producing the peptide (e.g., the knotted
peptide). The present invention further includes compositions of the fusion protein including the
lipocaﬂin protein and the peptidé (e.g., the knotted peptide). This fusion system offers a variety
of advantages for producing peptides (e.g., knotted-peptides) over traditional fusion systems. By
way of background, and not to be limiting in any way, the lipocalins are a class of proteins that
can have a conserved fold characterized by an eight-stranded beta barrel with a flanking alpha
helix. The expression levels of lipocalin proteins, like Len2, NGAL and Siderocalin, in '
mammalian cells equal or surpass many other fusion systems, including Fc fusions.

[00145] The peptides described herein (e.g., knotted peptides) can be expressed using a variety of
lipocalin proteins. In some embodiments, siderocalin is used as a secretion partner. Siderocalin
is useful as a fusion partner larger proteins because, e.g., of the small size of siderocalin relative
to larger proteins (the mature protein is 178 amino acids and has a molecular weight of 20547
Da). Also, a C87S mutation in siderocalin can prevent dimerization and yields pure monomeric
fusion protein. A single intramolecular disulfide bond present in siderocalin increases its
stability. Also, siderocalin only has a single N-linked glycosylation site, which involves correct
processing in the ER before secretion. In some embodiments, the peptides can also be expressed
as fusion peptides with Murine Len2 (also known as 24p3), which also works very well as a
secretion partner. Other homologs can also be used. In addition, the peptides (e.g., knotted
peptides) provided herein can also be expressed as fusion systems with the other members of the
lipocalin family ‘including Lenl, Len6, Len8, Len9, Lenl0, Lenl2, LenlS.

[00146] In some embodiments, the expression of peptides (e.g., knotted peptides) as fusions with
Len?2 can be utilized with a self-cleaving Len2, with RARYKR (SEQ ID NO: 48) right after the
CIDG (SEQ ID NO: 49), and an exogenously cleaved one, with ENLYFQ (SEQ ID NO: 50) in
that position. The former can be cleaved by the mammalian cells during protein export (e.g., by
furin), and the free Len2 and knotted peptide can be secreted into surrounding media. ENLYFQ
(SEQ ID NO: 50) is a tobacco etch protease site, which is not found endogenously in mammalian
cells. The constructs in this system can be secreted as fusions, allowing for the knotted peptide
to be cleaved off later by adding exogenous TEV protease. This can be useful for recovering the
knottins. In some embodiments, purification “handles” such as poly-histidine or poly-arginine

can be added to the Len2 and subsequently removed by proteolysis. In addition to the knotted
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peptides, these fusion systems can also used for difficult-to-express proteins of medical interest
such as chemokines, interleukins, and peptide hormones.

[00147] The lipocalin fusions (e.g., siderocalin and/or Len2 fused with a knotted peptide) can be
used in several ways different ways. It could be used to increase the size of the target protein (for
example a potential therapeutic) in order to increase its half-life. It could be used to secrete the
target protein where the target protein is haturally expressed in the cytoplasm. Lcn2 also has
unique ligand specificity and tightly binds catecholate siderophores (bacterial iron chelators).
This opens the possibility of loading the Len2 fusion with specific ligands, such as a
chemotherapeutic or radioactive reagent or some type or a compound that has beneficial
properties. Len2, when loaded with siderophores and iron, has a deep red color that can aid in
chromatography or other purification steps.

[00148] In addition to several other advantages, the lipocalin fusion systems can be used to make
large amounts of protein over relatively short time frames. In some embodiments, the amount of
peptide obtained can be less than about 10 mg/L, less than about 20 mg/L, less than about 40
mg/L, less than about 50 mg/L, less than about 100 mg/L, less than about 150 mg/L, less than
about 180 mg/L, or less than about 200 mg/L. In some embodiments, the amount of peptide
obtained can be between about 10 mg/L and 200 mg/L, between about 50 mg/L and 200 mg/L,
between about 100 mg/L and 200 mg/L, and between about 150 mg/L and 200 mg/L.

[00149] In other embodiments, some of the peptides described herein can be expressed in a
variety of ways known in the literature. For example, the peptides are expressed in bacterial
systems including £. Coli, corynebacterium, and pseudomonas fluoresceins. Expression
platforms for E. coli can include periplasmic expression or cytoplasmic expression. For
periplasmic expression, fusions can include pelB, dsbA, and ExFABP fusion. Cytoplasmic
fusions can include Small Ubiquitin-like Modifier (SUMO) fusions. The peptides can also be
expressed in yeast systems including Saccharomyces cerevisiae and Pichia pastoris. The
peptides can also be expressed in insect cell systems and eukaryotic systems including plant and
mammalian systems.

[00150] In some aspects, the peptides disclosed herein can be synthesized by transfection, a
technique that involves introduction of foreign DNA into the nucleus of the eukaryotic cells. In
some aspects, the peptides can be synthesized by transient transfection (DNA does not integrate
with the genome of the eukaryotic cells, but the genes are expressed for 24-96 hours). Various
methods can be used to introduce the foreign DNA into the host cells, and transfection can be
achieved by chemical-based means including by the calcium phosphate, by dendrimers, by

liposomes, and by the use of cationic polymers. Non-chemical methods of transfection include
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electroporation, sono-poration, optical transfection, protoplast fusion, impalefection, and
hydrodynamic delivery. In some embodiments, transfection can be achieved by particle-based
methods including gene gun where the DNA is coupled to a nanoparticle of an inert solid which
is then “shot” directly into the target cell’s nucleus. Other particle-based transfection methods
include magnet assisted transfection and impalefection.

[00151] DNA can also be introduced into cells using virus as a carrier (viral transduction) using
reteroViruses or lentiviruses. In some embodiments, the peptides of the present invention can be
prepared using a Daedalus expression system. Ashok D. Bandaranayake et al., Nucleic Acids
Res. 2011 November; 39(21): €143, which is incorporated herein by reference in its entirety.
This technique may also be combined with a serum free mammalian culture system. And, it is
also possible to express tagless proteins, which can be purified in a single size exclusion step
directly from the media, at high levels.

[00152] In one aspect, the present invention provides a method of making hundreds to thousands
or more of peptide variants at high levels. Conventional methods of making knotted peptides can
be limited in that activity of knotted peptides can depend on proper folding of the peptides.
There has been limited success in making knotted peptides that fold properly during manufacture.
The present invention overcomes these problems with other techniques known in the art. FIG. 4
shows an example method for making the peptide libraries of the present invention. As shown,
viruses can be produced by packaging of specific oligonucleotides sequences, transferring the
sequences to the viruses, and expressing the peptides. Recovery and scale up of the peptides can
be conducted, and then the sample can be purified and assayed. The process can be conducted
efficiently (e.g., in three weeks) and large amounts of peptide can be produced (e.g., 200
mg/liter). In some instances, purification by chromatography may not be needed due to the
purity of mamifécture according the methods described herein.

[00153] In an example embodiment, the present invention includes fusion proteins of a knotted
peptide fused to siderocalin via a cleavable linker. FIG. 5 shows an example fusion system that
can be used to make the knotted peptide libraries. As shown, the fusion system includes a
sequence including an [gK SP, sFLAG, HIS, siderocalin, TEV, and the knotted peptide sequence
of interest. In some embodiments, these fusions can be combined with the Daedalus expression
systems. Ashok D. Bandaranayake et al., Nucleic Acids Res. 2011 November; 39(21): €143,
which is incorporated herein by reference in its entirety. A lentivirus can be used to gain rapid,
stable expression in HEK293 cells, a human kidney cell line. The siderocalin can be highly
expressed in this system and, e.g., serves to help the knotted peptide to be expressed as well. The

nature of the cleavable linker allows the fusion to be cleaved as the protein is being expressed or
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later via an exogenously added protease. The siderocalin fusion partner can, e.g., be a
generalizable expression enhancement system for any difficult-to-express protein, can be used as
a tag to increase the size of a smaller peptide, and/or to improve a peptide’s serum half-life (e.g.,
by increasing the size of the final fusion protein above the glomerular filtration limit.

[00154] Although HEK?293 cells are robust and used for general protein expression, the lentivirus
can infect a wide variety of cells. Combining this with a system that allows proteins to be
cleavc%d as they are expressed enébles a set of powerful assays that rely upon the secreted peptide
to act in an autocrine or pafacrine manner (i.e., they act on the cell that is secreting them or on
nearby cells). An ex’ample of this would be to infect cancer target cells with a library of peptide-
expressing lentiviruses and then screen those cells by flow cytometry for those that showed signs
of apoptosis (e.g., Annexin V expression). The cells showing signs of apoptotic stress could be
sorted out and the viruses sequencéd, essentially looking for cells that were expressing a peptide
that was inducing apoptosis in an autocrine fashion. A related set of screens could be done in a
diffusion-limited matrix (e.g., soft agar), where peptide-expressing cells were mixed with target
cells and the agar limited diffusion of the peptide. Areas of target cell death would be an
indication of an active secreted peptide. Screens done in this manner could employ very large
libraries, as the deconvolution would be as simple as sequencing the gene from which the peptide
came.

[00155] In some embodiments, the present invention can include methods for producing knottins
such that the knottin protein can remain tethered to the surface of the mammalian cell for use in
conventional binding screens (e.g., those in which the target molecule is tethered to a column or
beads and candidate drugs are identified by affinity to the target). In contrast to other known
methods (e.g., phage or yeast display), the methods described herein use fusion systems (e.g., a
siderocalin systém of the present invention) to express libraries of peptides that have been
designed according to the “rules” described above (e.g., ratio of acid/basic amino acids in a
peptide) and that can be established through the in vivo drug discovery process and/or that have
already been prescreened for specific biophysical and pharmacological properties. In these
methods, e.g., all DNA sequences and protein products are already known and have already been
validated (e.g., the peptides all fold properly and have improved serum half lives). The methods
of present invention are in direct contrast to other known display technologies where the
displayed proteins are not known and previously validated, and instead have their sequences
randomized (using mutagenic oligonucleotides and degenerate NNN codons) yielding libraries of
immense size (generally greater than 107), where many of the proteins do not fold properly due to

deleterious mutations.
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[00156] In some embodiments, the present invention relates to methods of generating a mass-
defined drug candidate library where the method comprises producing a plurality of drug
candidates, at least some of the drug candidates each having a unique mass signature or digest
fragment mass signature and analyzihg the plurality of drug candidates using mass spectrometry
to measure the unique mass signature or digest fragment mass signature for the at least some of
drug candidates. In certain embodiments, the methods include generating a mass-defined drug
candidate library comprising the at least some of the plurality of drug candidates, the drug
candidate library being generated based on a pharmacological property, wherein the identity of
the drug candidates in the mass-defined drug candidate library can be determined with the unique
mass signature or digest fragment mass signature of each of the drug candidates.

[00157] The invention further provides methods of generating mass-defined drug candidate
libraries, where the method comprises, producing a plurality of drug candidates, at least some of
the drug candidates each having a unique mass signature or digest fragment mass signature;
analyzing the plurality of drug candidates using mass spectrometry to measure the unique mass
signature or digest fragment mass signature for the at least some of drug candidates; and
generating a mass-defined drug candidate library comprising the at least some of the plurality of
drug candidates, the drug candidate library being generated based on a pharmacological property,
wherein the identity of the drug candidates in the mass-defined drug candidate library can be
determined with the unique mass signature or digest fragment mass signature of each of the drug
candidates.

[00158] In some embodiments, at least one of the drug candidates in the plurality comprises a
pre-defined number of a heavy isotope atom to modify the unique mass signature or digest
fragment mass signature of the at least one drug candidate. In certain embodiments, the heavy
isotope atom coinprises 13C or deuterium. In some embodiments, the unique mass signature or
digest fragment mass signature of at least one of the knotted-peptides in the plurality is defined
by a moiety conjugated to the at least one knotted-peptide. In certain embodiments, the moiety is
conjugated to the N-terminus of the at least one knotted-peptide. In some embodiments, the
moiety comprises a pre-defined number of a heavy isotope atom to modify fhe unique mass
signature or digest fragment mass signature of the at least one knotted-peptide. In certain
embodiments, the heavy isotope atom comprises 3¢ or deuterium. In some embodiments, the
plurality of knotted peptides comprises greater than 100 peptides, greater than 1000 peptides, or
greater than 10000 peptides.

[00159] In some embodiments, the plurality of drug candidates comprise knotted-peptides. In

certain embodiments, the unique mass signature or digest fragment mass si gnature of the knotted-

_47 -



peptides are defined by the natural amino acid sequence of the knotted peptides. In certain
embodiments, at least one of the drug candidates in the plurality comprises a pre-defined number
of a heavy isotope atom to modify the unique mass signature or digest fragment mass signature
of the at least one drug candidate. In certain embodiments, the heavy isotope atom comprises Be
or deuterium. ’

[00160] In some embodiments, the unique mass signature or digest fragment mass signature of at
least 6ne of the knotted-peptides in the plurality is defined by a moiety conjugated to the at least
one knotted-peptide. In certain embodiments, the moiety is conjugated to the N-terminus of the at
least one knotted-peptide. In certain embodiments, the moiety comprises a pre-defined number of
a heavy isotope atom to modify the unique mass signature or digest fragment mass signature of
the at least one knotted-peptide. In certain embodiments, the heavy isotope atom comprises Be
or deuterium. In certain embodiments, the plurality of knotted peptides comprises greater than
100 peptides. In certain embodiments, the plurality of knotted peptides comprises greater than
1000 peptides. In certain embodiments, the plurality of knotted peptides comprises greater than
10000 peptides.

[00161] The invention further provides methods of determining a distribution profile of knotted-
peptides administered to a subject by different administration pathways where the method
comprises administering to the subject a light knotted-peptide, the light knotted-peptide being
administered by a first route of delivery and having a lower molecular weight than a heavy
knotted-peptide having the same sequence as the light knotted-peptide; administering to the
subject the heavy knotted-peptide, the heavy knotted-peptide being administered by a second
route of delivery that is different than the first route of delivery; and comparing a quantity of the
light knotted-peptide to a quantity of the heavy knotted-peptide obtained from a tissue or fluid
sample of the sﬁbj ect, thereby determining the distribution profile of the light and heavy knotted-
peptides in the subject based on the first and second routes of delivery, respectively.

[00162] In some embodiments, the light knotted peptide comprises fewer heavier isotopes than
the light knotted peptide. In some embodiments, the heavy knotted-peptide comprises at least one
more °C atom or deuterium atom thar the light knotted-peptide. In certain embodiments the first
knotted-peptide is conjugated to a first moiety and the heavy knotted-peptide is conjugated to a
second moiety. In other embodiments, the first moiety, second moiety, or both is conjugated to
the N-terminus of the light and heavy knotted peptide, respectively. In certain embodiments, the
first moiety, second moiety, or both comprises a hydrophobic moiety.

[00163] In some embodiments, the light knotted peptide comprises fewer heavier isotopes than

the light knotted peptide. In other embodiments, the heavy knotted-peptide comprises at least one
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more °C atom or deuterium atom than the light knotted-peptide. In certain embodiments, the first
knotted-peptide is conjugated to a first moiety and the heavy knotted-peptide is conjugated to a
second moiety. In certain embodiments, the first moiety, second moiety, or both is conjugated to
the N-terminus of the light and heavy knotted peptide, respectively. In some embodiments, the
first moiety, second moiety, or both comprises a hydrophobic moiety. In some embodiments, at
least one >C atom is present in the first moiety, the second moiety, or both. In some
embodiments, the light knotted-peptide, the heavy knotted-peptide, or both have unique mass
signature or digest mass signature when analyzed by mass spectrometry.

[00164] In some embodiments, at least one °C atom is present in the first moiety, the second
moiety, or both. In other embodiments, wherein the light knotted-peptide, fhe heavy knotted-
peptide, or both have unique mass signature or digest mass signature when analyzed by mass
spectrometry. |

[00165] In some embodiments, at least one peptide of the plurality of peptides comprises a
hydrophobic moiety conjugated to the N-terminus of the at least one peptide, wherein the at least
one peptide exhibits an increased half-life as compared to the at least one peptide lacking the
hydrophobic moiety. In certain embodiments, the hydrophobic moiety comprises a hydrophobic
fluorescent dye or a saturated or unsaturated alkyl group.

[00166] In some embodiments, at least one peptide of the plurality of peptides comprises a
detectable label for tracing the at least one peptide in the subject. In certain embodiments, the
detectable label comprises a near infrared dye.

Methods of Analyzing Libraries

[00167] The generated libraries provided by the present invention can be analyzed using a variety
of methods and used to determine information for a range of applications. The methods provided
herein further cdmprise analyzing at least some samples of the plurality of samples to determine
the identity of the at least some of the peptides having the pharmacological property in each
sample of the plurality. In some embodiments, the identity of the at least some of the peptides is
determined using mass spectrometry, wherein each of the peptides comprise a unique mass
signature or digest fragment mass signature detected by a mass spectrometer. In other
embodiments, the plurality of drug candidates comprises greater than 5 drug candidates, greater
than 10 drug candidates, greater than 100 drug candidates, greater than 1000 drug candidates, or
greater than 10000 drug candidates. In certain embodiments, at least one peptide of the plurality
of peptides comprises a detectable label for tracing the at least one peptide in the subject. In

certain embodiments, the detectable label comprises a near infrared dye.
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[00168] In one aspect, the methods include generating peptide libraries in which some or all of
the peptides in a library have a unique mass signature or digest fragment signature (e.g., by
trypsin). In certain aspects, peptides of a generated peptide library are digested into smaller,
more manageable fragments using enzymes such as trypsin. By doing so, peptides samples can
more readily be analyzed by mass spectrometry.

[00169] As shown in FIG. 6, a generated peptide library can be analyzed using mass
spectrometry to individually identify all the peptides in the library. Each of the peptides can
have, e.g., a unique tryptic fragment. Visualization can be obtained for the peptides in several
charge states, and MS/MS makes identity unambiguous, thereby inherently adding quality
control into the process.

[00170] In some embodiments, pooled, mass-defined libraries of peptides can be used for
various applications. Using methods disclosed herein (e.g., chip-based oligonucleotides),
libraries of thousands of peptides can be completely defined and used to create libraries in which
every member has a unique mass signature or digest fragment mass signature. In some instances,
the identity of each peptide can be coded by its mass, allowing for assays, e.g., that cannot be
achieved with display methods that encumber the peptide with a bulky identifier. For example, it
is not feasible to use display methods to find peptides that cross the blood-brain barrier or interact
with intracellular targets due to a lack of cell penetration, as the sheer size of the element (phage,
yeast, RNA) displaying the peptide dominates the behavior of the combination. Since the
peptides contain little or nothing extra (except, possibly, biotin, dyes, tags or other minor
modifications), their behavior is a true measure of the qualities of the peptide itself. This feature
is a particular advantage in in vivo systems that can be used to simultaneously test thousands of
peptides for oral bioavailability, serum half-life, blood brain barrier penetration, and homing to
particular organé or tumors.

[00171] In one aspect, the present invention can include methods of generating maés—deﬁned
drug candidate libraries. The methods can include, e.g., producing a plurality of drug candidates,
at least some of the drug candidates each having a unique mass signature or digest fragment mass
signature. The methods can also include analyzing the plurality of drug candidates using mass
spectrometry to measure the unique mass signature or digest fragment mass signature for the at
least some of drug candidates. The methods can further include generating a mass-defined drug
candidate library comprising the at least some of the plurality of drug candidates, the drug
candidate library being generated based on a pharmacological property, wherein the identity of
the drug candidates in the mass-defined drug candidate library can be determined with the unique

mass signature or digest fragment mass signature of each of the drug candidates.
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Pharmacological properties can include, e.g., oral bioavailability, capability to pass the blood-
brain barrier, exclusion by the blood-brain barrier, serum half-life, capability to penetrate cells,
capability to enter subcellular organelles or other cellular domains, or a combination thereof.
[00172] In some aspects, analysis of large peptide libraries by mass spectroscopy can include
analyzing a lafge num‘ber of peptide énd/or peptide fragments that can have similar molecular
weights, thereby resulting in a relatively crowded mass spectrum that can hinder the
unambiguous identification of peptides. In some embodiments, the libraries being analyzed can
be divided into sub-libraries having drug candidates (e.g., peptides) that are disparate in mass
such that the mass spectrum is less crowded and allowing more efficient identification of the

| unique mass signatures.
[00173] In some embodiments, the libraries of peptides having unique mass signatures could
also be generated by replacing one or more atoms in the scaffold by an isotope having an atomic
mass or mass number different from the atomic mass or mass number usually found in nature. In
some embodiments, the masses of the peptides in the library can be modified by addition of an
isotopically labeled conjugate or tag described further herein. Examples of isotopes that can be
incorporated into the present peptide libraries include isotopes of nitrogen, oxygen, hydrogen,
carbon, fluorine and chlorine, bromine, sulfur and silicon. For example the peptides of the
libraries generates herein differ from each other by least one 15N atom, at least one '’O atom, at
least one '*0 atom, at least one *H atom, at least one 3H atom, at least one °C, *C, '*F, *'C], at

2951 atom, or at least one *°Si

least one 76Br, at least one >*S atom, g atom, 365 atom, at least one
atom.

| [00174] In some embodiments, the peptides and/or peptide conjugates of the generated libraries
can differ from each other by isotopic substitution of at least 1 atom, at least 2 atom, at least 3
atom, at least 4 étoms, at least 5 atoms, at least 6 atoms, at least 7 atoms, at least 8 atoms, at least
9 atoms, or at least 10 atoms. In some embodiments greater than about 10, greatervthan about 15,
greater than about 20, greater than about 25, greater than about 30, greater than about 35, greater
than about 40, greater than about 45, greater than about 50 atoms can be substituted by isotopic
atoms. In some embodiments, the peptides and/or peptide conjugates can differ by isotopic

- substitution of all 1H,v 12C, 14N, 160, or? 2S, or any combination thereof.

[00175] The peptide libraries of the presént invention can include peptides in which some or all

of the peptides have a unique mass signature. The peptide libraries of the invention can be

analyzed by MS or tandem mass spectral (MS/MS) analysis. A variety of mass spectrometry

methods can be employed in the methods of invention for identifying and/or quantifying the

peptides. Different ionization methods specially the soft ionization techniques like electrospray
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ionization (ESI), matrix assisted laser desorption/ionization (MALDI), desorption/ionization on
silicon (DIOS), flat atom bombardment (FAB) and liquid secondary ion mass spectroscopy
(LSIMS) can be used for examination of the generated peptide libraries. The ionization
techniques can be combined in various ways with different mass analyzers including quadrupole
mass analyzers, time of flight (TOF) analyzers, quadrupole ion traps, hybrid quadrupole — TOF
and Fourier transform ion cyclotron resonance (FTICR) MS. In some embodiments the peptide
libraries can be analyzed using liquid chromatography (e.g., by integrated liquid-chromatography
mass spectrometer systems (LC-MS) or LC-MS/MS) and/or other separation techniques

[00176] Using the methods of the present invention, scaffold variant libraries with wide
diversity (e.g., thousands) can be produced. Moreover, each of the peptides can be designed to
have a unique mass signature or digest fragment mass signature that can be used to screen and
individually identify the peptides in the library having at least one of the following
pharmacological properties: oral bioavailability, capability to pass the blood-brain barrier, serum
half-life, capability to p’enetrafe cells, or capability to enter subcellular organelles or other
cellular domains. Conjugates can be employed for mass based analysis of the peptide libraries,
as well. In some embodiments, conjugates can be used to label a library with two identical
hydrophobic moieties that can be discriminated by mass spectrometry. For example, conjugates
having differing isotopes can be used to produce peptides having different mass but, e.g., the
same or different amino acid sequence.

[00177] In some aspects of the present disclosure, peptides in a peptide library are conjugated.
Conjugation can occur at any suitable location within a peptide, for example, the peptide can be
conjugated at any amino acid residue making up the peptide or at either its N-terminus or C-
terminus. In various aspects, peptides of the present disclosure are conjugated at their N-termini.
In some aspects of the present disclosure, peptide libraries can include conjugated peptides.
[00178] Conjugation can be done by a variety of ways known in art. In some examples, the
conjugates are added to the N-terminal of the peptide libraries. N-conjugation can be achieved
by reaction of the peptide libraries with amine reactive esters including succinimidyl esters. In
some aspects, conjugation can be done by using pH to selectively conjugate to the N-terminus
without hitting internal lysine residues in the peptides. In some embodiments, the peptides can
be designed so that they do not contain conjugatable lysine residues. In some aspects,
conjugation of peptides with N-terminal serine or threonine residues can be achieved via
oxidative coupling. In some embodiments, the conjugation can be accomplished by conjugating

a moiety to a lysine in the peptides in the peptide libraries.
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- [00179] In some aspects of the present disclosure, conjugated peptides can be isolated from a
pool of tryptically digested peptide fragments in the peptide library by binding the conjugate.
For example, conjugated peptides can be immobilized onto a surface by selectively binding the
conjugate. In certain aspects, the N-terminus of a peptide is conjugated with biotin or palmitic
acid for recovery following proteolysis with trypsin. Any suitable conjugation-binding agent
combination can be used to isolate peptides of the present disclosure.

[00180] In various aspects of the present disclosure, the conjugated peptide fragments have
unique mass spectral signatures relative to other conjugated peptide fragments in the library. In
further aspects, the mass spectral signature of a conjugated peptide is different from the mass
spectral signature of the corresponding unconjugated peptide. In various aspects, the mass
spectral signature of a peptide lacking N-terminal conjugation is different than the mass speétral
signature of the corresponding peptide having N-terminus conjugation.

[00181] In various aspects, conjugation of a peptide can be performed at a single amino acid. In
some aspects, the amino acid may be cysteine, histidine, isoleucine, leucine, lysine, methionine,
phenylalanine, threonine, tryptophan, valine, alanine, arginine, asparagines, aspartic acid,
glutamic acid, glutamine, glycine, ornithine, proline, selenocysteine, serine or tyrosine. In an
exemplary case, the amino acid may be cysteine. In other aspects, the conjugation can be
performed at more than one amino acid. In some aspects, the more than one amino acid may be
cystéine, histidine, isoleucine, leucine, lysine, methionine, phenylalanine, threonine, tryptophan,
valine, alanine, arginine, asparagines, aspartic acid, glutamic acid, glutamine, glycine, ornithine,
proline, selenocysteine, serine or tyrosine.

[00182] In some aspects of the present disclosure, peptides can be conjugated to prevent
oxidation. For example, cysteine residues can be conjugated following reduction in order to
prevent re-oxidation of the cysteine residues. Any suitable thiol-alkylating agent can be used to
prevent re-oxidation of cysteine residues following reduction. In certain aspects, cysteine
residues are conjugated with iodoacetamide, N-ethylmaleimide, or iodoacetic acid to prevent re-
oxidation of cysteine residues following reduction. In various aspects, cysteine residues are
conjugated with iodoacetamide. In certain aspects, peptides can be conjugated with “heavy”
iodoacetamide, thereby enabling its use as a reference standard for material conjugated to
standard (i.e., “light”) iodoacetamide. This strategy is particularly useful for knottin peptide
libraries due to the large numbers of cysteine residues in those peptides.

[00183] In various aspects of the present disclosure, the conjugate atoms can be either “heavy” or
“light,” depending on the relative atomic mass of the atom. For example, the BC atom is a

“heavy” atom and the '*C atom is a “light” atom. In some aspects, for example, a conjugate that
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contains at least one °C atom is heavy relative to a conjugate that contains only 12C atoms. For
example, in some aspects, a conjugate that contains more than two BC atoms is heavy relative to
a conjugate that contains only one 3C atom. In some aspects, atoms besides carbon may be used
for heavy and light conjugates.

[00184] In some embodiments, conjugates can be added having at least one '°C atom. These
heavier conjugates can be otherwise identical to conjugates only having 12C atoms, thereby
makihg a difference that can be detected, e.g., by mass spectrometry. For example, two identical
libraries can be administered to a subject; one library can be N-terminally labeled with palmitic
acid (a light peptide), and the other can be N-terminally labeled with palmitic acid containing
five °C atoms (a heavy peptide).

[00185] The library with the B¢ atoms will be about five atomic mass units heavier but since it
is chemically identical it can have the same ionization properties (peak height) in mass
spectrometry. Material recovered from a tissue sample could be doped with some of the heavy
library and the 5+ shifted peaks used to quantitate the relative amount of each unshifted peak.
This is important because generally peak heights in mass spectrometry are not quantitative but
instead reflect the ionizability of a peptide.

[00186] In various aspects of the present disclosure, a heavy library can be spiked into samples
containing an unknown quantity of light library members. The heavy library peaks observed
during mass spectral analysis can then be used to help quantitate the light library peaks appearing
in the same sample.

[00187] A heavy library is also useful to monitor the relative amounts of candidates in a library
following a particular procedure. For example, a small amount of heavy library can be mixed
into a standard library to determine a baseline of relative peak heights. Because the heavy library
is chemically identical but different in mass, in this mixture every member of the standard library
will be seen by LC/MS/MS to have a heavy peak adjacent to it. The heights of these heavy peaks
will form a gauge by which the amounts of members of the standard library can be judged. So
the standard library could be, for example, incubated in serum to test for susceptibility to serum
proteases. Following incubation in serum, the material could be heated to inactivate the serum
proteases, and the heavy library doped in as a standard. The LC/MS/MS peak heights of the
heavy material can then be compared to the peak heights of the standard library to determine
which library members were subject to proteolysis. The central point here is that heavy libraries
can be doped into standard ones to provide reference peaks. The different peptides will “fly”
differently just based upon their innate qualities, affecting their peak heights independent of

concentration, but they will fly the same as their heavy counterparts, except that the heavy ones
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will be shifted by their mass. So the peak heights of the heavy ones can be used to calibrate the
peak heights of the standard ones to provide concentration from peak heights.

[00188] In certain aspects, the present invention can utilize the analysis of light and heavy
peptides by a variety of ways. For example, the present invention includes methods of
determining a distribuﬁon profile of knotted-peptides administered to a subject by different
administration pathways. The ihethods can include, e.g., administering to the subject a light
knotted-peptide, the light knotted-peptide being administered by a first route of delivery and
having a lower molecular weight than a heavy knotted-peptide having the same sequence as the
light knotted-peptidé. The methods can also include administering to the subject the heavy
knotted-peptide, the heavy knotted-peptide being administered by a second route of delivery that
is different than the first route of delivery. The methods can further include comparing a qué‘ntity
of the light khottqd-peptide to a quantity of the heavy knotted-peptide obtained from a tissue or
fluid sample of thé subject, thereby determining the distribution profile of the light and heavy
knotted—peptides%in the subject based on the first and second routes of delivery, respectively.
[00189] In some embodiments, the conjugates used for analysis of the peptide libraries can
differ from each other by least one N atom, ai: least one 'O atom, at least one %0 atom, at least
one 2H atom, at least one °H atom, at least one '*C, 1*C, '8F, *’Cl, at least one "*Br, at least one 39

2981 atom, or at least one 39S atom. In various embodiments,

atom, g atom, 36g atom,.at least one
the conjugates attached to the peptides of the generated libraries can differ from each other by an
isotopic substitution of at least 1 atom, at least 2 atom, at least 3 atom, at least 4 atoms, at least 5
atoms, at least 6 atoms, at least 7 atoms, at least 8 atoms, at least 9 atoms, or at least 10 atoms. In
some embodiments, the present invention can include methods that can provide a quantitative
assessment of peptides that survive experimental testing (e.g., BBB penetration, oral
bioavailability). For these methods, an isotope doping strategy'can be employed. A’Relative
masses of the various peptides can be modified byﬂa variety of ways. For example; the present
invention includes use of moieties that contain several different isotopic biases in order to
compare the relative abundance of peptides in more than two samples. It is also possible to use
isotopes other than carbon (e.g., hydrogen/deuterium). In one example, a library of peptides can
be split into two parts: some peptides can be conjugated to a moiety of normal isotopic
distribution (e.g., mostly or all '*C atoms) while other peptides can be conjugated to an identical
but isotopically heavier moiety(e.g., containing a known number of 13C atoms). These two
pools of light and heavy peptides can be nearly identical from a chemical perspective (e.g.,
identical chromatographic elution time), but the ¢ containing pool of peptides will be mass

shifted to heavier mass. Peak heights in mass spectrometry can be a function not only of peptide
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abundance but also the ionizability of the peptides. As such, the heavy versions of each peptide
can possess the same ionizability as their normal, lighter counterparts. By doping a normal (e.g.,
mostly or all "*C atoms) peptide sample recovered in an experiment (e.g., from an animal’s
blood) with a portion of the heavy library just before LC/MS, the mass shifted heavy library will
form a set of reference;peaks to which to compare the recovered sample. These reference peaks
will appear in the same MS plot but will be shifted heavier-according to the number of 3¢ atoms
in the conjugate. Because the heavy and normal (light) peptides are chemically similar, they will
elute at the same time from the LC (liquid chromatography) column and have the same
ionizability. Relative peak heights from the heavy and normal samples will then reflect
accurately the relative abundance of the peptides in the two samples. In some embodiments, the
peptides can further include moieties to facilitate purification from tissue or fluid from a subject.
For example, biotin can be conjugated to the peptides to aid recovery, or fluorescent or
“warhead” conjugates could be recovered with an antibody to the conjugate. In certain
embodiments, the peptides can also include therapeutic molecules, such as a cytotoxic agent
and/or a toxin. In some embodiments, the peptides can also include candidate drugs and/or or
candidate linkers.

Methods of Using Libraries

[00190] The libraries generated and produced by the ﬁethods and systems described herein can
be used for a range of applications. For example, the potential drug candidate libraries can be
used for therapeutic and/or diagnostic purposes. Some example uses include, but are not limited
to, conjugating the peptides to radiolabels and/or fluorescent molecules for bioimaging, linking
the peptides to cytotoxic agents, using the peptides for in vitro diagnostics for biochemical
assays, as well as, e.g., for veterinary uses, insecticides, antibiotics, herbicides, antifreeze
compositions, and antivenoms.

[00191] As will be appreciated by one of ordinary skill in the art, the generated peptide libraries
described herein can be tailored for a wide range of targets (e.g., therapeutic targets). In some
embodimenté, the targets are associated with a variety of diseases or disorders. Some targets, for
example, can include but are not limited to glypican-2 (GPC2), protocadherin (1a(PCDHAL),
Ca,2.2, K,1.3, Na,1.2, NaV1.1, NaV1.7, NaV1.8, CIC-3, nAChR, NMDA-R, NPRA, GLP-1R,
os-AR, NT-R-1, ACE, NET mTor, cMet, VEGF/VEGFR, c-Kit, PDGF/PDGFR, PI3K, HER2,
EGFR, Orail, CD47, Raf, NFxB, Bromodomains, HATS, HDAC, LDH, IDH2, CD22, MIC, c-
Myc, n-Myc, PHF5A, BUB1B, Bcl-2, k-Ras, Notchl, p53, a5p3, NKG2D, CTLA4/CD28, and/or
Mecl-1.

The present invention also provides compositions for administering the drug candidates
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described herein to a subject to facilitate diagnostic and/or therapeutic applications. In certain
embodiments, the compositions can include a pharmaceutically acceptable excipient.
Pharmaceutical excipients useful in the present invention include, but are not limited to, binders,
fillers, disintegrants, lubricants, coatings, sweeteners, flavors and colors. One of skill in the art
will recognize that othér pharmaceutical excipients are useful in the present invention. The term
“pharmaceutical composition” as used herein includes, e.g., solid and/or liquid dosage forms
such as tablet, capsule, pill and the like.

[00192] In some embodiments, the drug candidates are selected from the group consisting of
small chemical molecules, biologics, and peptides. In certaiﬁ embodiments, the plurality of drug
candidates comprises a plurality of peptides.

[00193] The drug candidates (e.g., peptides) of the present invention can be administered as |
frequently as necessary, including hourly, daily, weekly or monthly. The drug candidates (e.g.,
peptides) utilized in the methods of the invention can be, e.g., administered at dosages that may
be varied depending upon the requirements of the method being employed. The drug candidates
(e.g., peptides) described herein can be administered to the subject in a variety of ways, including
parenterally, subcutaneously, intravenously, intratracheally, intranasally, intradermally,
intramuscularly, colonically, rectally, urethrally or intraperitoneally. In some embodiments, the
pharmaceutical compositions can be administered parenterally, intravenously, intramuscularly or
orally. In some embodiments, the drug candidates can be administered systemically. In some
embodiments, the compositions can be administered intratumorallyv and/or intranodally, such as
delivery to a subject’s lymph node(s). In certain embodiments, administration can include
enteral administration including oral administration, rectal administration, and administration by
gastric feeding tube or duodenal feeding tube. Administration can also be including intravenous
injection, intra-arterial injection, intra-muscular injection, intracerebral, intracerebroventricular
or subcutaneous (under the skin) administration. In some embodiments, administrétion can be
achieved by topical means including epicutaneous (application to skin) and inhalation.

[00194] The oral agents comprising a drug candidates (e.g., peptides) described herein can be in
any suitable form for oral administration, such as liquid, tablets, capsules, or the like. The oral
formulations can be further coated or treated to prevent or reduce dissolution in stomach. The
compositions of the present invention can be administered to a subject using any suitable
methods known in the art. Suitable formulations for use in the present invention and methods of
delivery are generally well known in the art. For example, the drug candidates (e.g., peptides)
described herein can be formulated as pharmaceutical compositions with a pharmaceutically

acceptable diluent, carrier or excipient. The compositions may contain pharmaceutically
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acceptable auxiliary substances as required to approximate physiological conditions including pH
adjusting and buffering agents, tonicity adjusting agents, wetting agents and the like, such as, for
example, sodium acetate, sodium lactate, sodium chloride, potassium chloride, calcium chloride,
sorbitan monolaurate, triethanolamine oleate, etc.

[00195] The drug candidates used in the methods of the present invention may be administered
by any suitable technique available in the art. In some embodiments, the entire library or sub-
library of the drug candidates can be administered into a single subject. Such administration can
provide, e.g., a rapid analysis of pharmacological properties of a large number of drug
candidates. After administration to a subject, samples can be obtained and analyzed, e.g., by any
 suitable assay method, such as liquid chromatography coupled to tandem mass spectroscopy.
[00196] The administration of the libraries and the sub-libraries of the present invention can
include administration via multiple routes. In some examples, the libraries or sub-libraries of the
candidates obtained from the methods of the present invention can be administered by more than
one route, e.g., sub-libraries of drug candidates (e.g., knotted peptides) that can be administered
both orally and intravenously. Different administration routes of the same drug can, e.g., have
different effects including different drug absorption rate, different time of onset and duration of
action. In some embodiments, the libraries of the present invention can be administered through
more than one route and the results can be compared for desirable properties including maximum
drug concentration at the site of action, minimum drug concentration elsewhere, and prolonged
drug adsorption and for avoiding fast-pass metabolism. In certain embodiments, a library can be
administered to a subject both orally and intravenously and then brain tissue can be analyzed
(e.g., by mass spectrometry) to determine the route of administration that leads to improved
concentration of the candidates past the blood brain barrier.

[00197] The présent invention further relates to methods for identifying a library of drug
candidates having a pharmacological property where the method comprises analyzing an isolated
sample from a subject following administration of a plurality of drug candidates to the subject. In
certain embodiments, the library of drug candidates are from the mass-defined drug candidate
library provided herein. In certain embodiments, the methods include identifying in the isolated
sample at least one drug candidate having the pharmacological property.

[00198] In some embodiments, the methods further comprise using the pharmacological property
common to the drug candidates to generate additional drug candidates having the
pharmacological property.

[00199] In some embodiments, the pharmacological property comprises oral bioavailability,

capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,
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capability to penetrate cells, capability to enter subcellular organelies or other cellular domains,
or a combination thereof. In certain embodiments, the pharmacological property comprises oral
bioavailability.

[00200] In some embodiments, the present invention relates to methods for identifying library
drug candidates having a pharmacological property where the method comprises administering to
a subject a plurality of library drug candidates, wherein the library drug candidates are from the
mass-defined drug candidate library provided herein, obtaining, from the subject, a sample
comprising at least some of the plurality of library drug candidates; and analyzing the sample to
determine the identity of the at least some of the plurality of library drug candidates having the
pharmacological property.

[00201] In some embodiments, the invention provides methods for identifying drug candidates
having a pharmacological property, the method comprising: administering, to a subject, a
composition comprising a plurality of drug candidates; oBtaining, ’from the subject, a sample
comprising at least some of the drug candidates in the plurality; and analyzing the sample to
determine the identity of the at least some of the drug candidates having the pharmacological
property.

[00202] In some embodiments, the pharmacological property comprises oral bioavailability,
capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,
capability to penetrate cells, capability to enter subcellular organelles or other cellular domains,
capability to target organs or tissue, capability to target cancerous tissue, or a combination
thereof. In certain embodiments, the method further comprises generating a peptide library
comprising the at least some of the peptides having the pharmacological property.

[00203] In some embodiments, the first route and second route of delivery are independently
selected from an oral route, a topical route, a transmucosal route, an intravenous route, an
intramuscular route, and an inhalation route. In certain embodiments, the either the first route or
the second route of delivery comprises an oral route.

[00204] The samples for analysis of the libraries or sub-libraries of the current invention include
any sample obtained from a subject. These samples including sample of biological tissue or fluid
origin obtained in vivo or in vitro. Non limiting examples of such samples include body fluid
(e.g., blood, blood plasma, serum, mucous, spinal fluid, or urine), organs, tissues, fractions, and
cells isolated from a subject. Samples also include sections of the biological sample for e.g.,
sectional portions of an organ or tissue. Tissue samples from subjects can include biopsy and/or
necropsy tissue. The tissue samples can also include tissue from a brain, a lung, a kidney, a

muscle, a liver, a heart, a stomach, a pancreas, or any other organ. Samples may also include

-59.



extracts from a biological sample, for example, an antigen from a biological fluid (e.g., blood or
urine). In some examples the libraries of the current disclosure can be administered via 3, 4, or 5
administration routes. In some embodiments, the biological sample is mammalian (e.g., rat,
mouse, or human). In certain embodiments, the biological sample is of human origin.

[00205] In some embbdiments, the method further comprises using the pharmacological property
common to the drug candidates to generate additional drug candidates having the
phafmacological property. In some embodiments, the subject is an animal. In certain
embodiments, the subject is a human.

- [00206] In some embodiments, the sample comprises a tissue sample or a fluid sample. In
certain embodiments, the fluid sample comprises blood, urine, mucous or spinal fluid. In certain
embodiments, the sample comprises blood. In some embodiments, the tissue sample compﬁses
biopsy or necropsy tissue. In certain embodiments, the tissue comprises tissue from a brain, a
lung, a kidney, a muscle, a liyer, a heart, a stomach, a pancreas, or an organ. In some
embodiments, the subject is an animal. In some embodiments, the subject is a human.

[00207] In some embodiments, the sample comprises a tissue sample or a fluid sample. In some
embodiments, the fluid sample comprises blood, urine, mucous or spinal fluid. In certain
embodiments, the sample comprises blood. In some embodiments, the tissue sample comprises
biopsy or necropsy tissue. In other embodiments, the tissue comprises tissue from a brain, a lung,
a kidney, a muscle, a liver, a heart, a stomach, a pancreas, or an organ.

[00208] In some aspects of the present disclosure, the method further comprises establishing a
relationship between the structure and the pharmacological property of the drug candidates, and
in further aspects, a subset of drug candidates based on that relationship.

[00209] In some aspects of the present disclosure, the methods further comprise obtaining a
plurality of samples at a selected time interval for a selected duration of time following
administration. In certain aspects, the time intervals are 5 minutes, 10 minutes, 20 minutes, 30
minutes, 40 minutes, SO minutes, or 60 minutes. In still further aspects, the selected duration of
time is 1 hour, 2 hours, 3 hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11
hours, 12 hours, 15 hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120
hours.

[00210] In some embodiments, the methods further comprise obtaining from the subject a
plurality of samples, each sample being obtained at a different time point after administering the
plurality of peptides. In some embodiments, the methods further comprise analyzing at least
some samples of the plurality of samples to determine the identity of the at least some of the

peptides having the pharmacological property in each sample of the plurality. In certain
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embodiments, the identity of the at least some of the peptides is determined using mass
spectrometry, wherein each of the peptides comprise a unique mass signature or digest fragment
mass signature detected by a mass spectrometer. In certain embodiments, the plurality of drug
candidates comprises greater than five drug candidates. In other embodiments, the plurality of
drug candidates compﬁses greater than 10 drug candidates. In other embodiments, the plurality
of drug candidates comprises greater than 100 drug candidates. In other embodiments, the
plurality of drug candidates comprises greater than 1000 drug candidates. In other embodiments,
the plurality of drug candidates comprises greater than 10000 drug candidates. In other
embodiments, the plurality of peptides comprises greater than 100 peptides. In other
embodiments,‘"the ‘plurality of peptides comprises greater than 1000 peptides. In other
embodiments, the plurality of peptides comprises greater than 10000 peptides.

[00211] In some embodiments, the plurality of drug candidates comprises greater than five drug
candidates, greater than 10 drug candidates, greater than 100 drug candidates, greater than 1000
drug candidates, or greater thén 10000 drug candidates. In some embodiments, the plurality of
drug candidates comprise knotted-peptides. In certain embodiments the unique mass signature or
digest fragment mass signature of the knotted-peptides are defined by the natural amino acid
sequence of the knotted peptides.

[00212] A method for identifying a drug candidate having a pharmacological property, the
method comprising, analyzing an isolated sample from a subject following administration of a
plurality of drug candidates to the subject; and identifying in the isolated sample at least one drug
candidate having the pharmacological property. In some embodiments, the drug candidates are
selected from the group consisting of small chemical molecules, biologics, and peptides. In
certain embodiments, the plurality of drug candidates comprises a plurality of peptides. In other
embodiments, the pharmacological property comprises oral bioavailability, capability to pass the
blood-brain barrier, exclusion by the blood-brain barrier, serum half-life, capability to penetrate
cells, capability to enter subcellular organelles or other cellular domains, capability to target
organs or tissue, capability to target cancerous tissue, or a combination thereof.

[00213] A method for identifying drug candidates having a pharmacological property, the
method comprising, administering, to a subject, a composition comprising a plurality of drug
candidates; obtaining, from the subject, a sample comprising at least some of the drug candidates
in the plurality; and analyzing the sample to determine the identity of the at least some of the
drug candidates having the pharmacological property. In some embodiments, the drug candidates
are selected from the group consisting of small chemical molecules, biologics, and peptides. In

certain embodiments, the plurality of drug candidates comprises a plurality of peptides. In other
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embodiments, the pharmacological property comprises oral bioavailability, capability to pass the
blood-brain barrier, exclusion by the blood-brain barrier, serum half-life, capability to penetrate
cells, capability to enter subcellular organelles or other cellular domains, capability to target
organs or tissue, capability to target cancerous tissue, or a combination thereof. In some
embodiments, the method further comprises obtaining from the subject a plurality of samples,
each sample being obtained at a different time point after administering the plurality of peptides.
" In ceftain embodiments, at least one peptide of the plurality of peptides comprises a detectable
label for tracing the at least one peptide in the subject. In certain embodiments, the detectable
label comprises a near infrared dye.
[00214] In some embodiments, the first route and sécond route of delivery are independently
selected from an oral route, a topical route, a transmucosal route, an intravenous route, an '
intramuscular route, and an inhalation route. In certain embodiments, the either the first route or
the second route of delivery comprises an oral route. »
[00215] In some embodiments, the method further comprises screening the at least some of the
peptides to identify which peptides exhibit an activity for inhibiting a protein:protein interaction,
inhibiting antagonism of a receptor, inhibiting binding of an agonist to a receptor, modulating an
ion channel, inhibiting a signaling pathway, activating a signaling pathway, and/or a inhibiting a
protein:small molecule interaction. In other embodiments, the protein:protein interaction is
associated with a disease or disorder selected from the group consisting of a cancer, an infectious
disease, an inflammatory disease, an immune disease, a metabolic disease, a cardiac disease, an
aging-related disease, and a neurologic disease. In certain embodiments, the protein:protein
interaction is associated with cancer.
EXEMPLARY ASPECTS
EXAMPLE 1
Expressing Peptide Constructs for Knottin Generation
[00216] This example describes a method for expressing peptide constructs in culture and greatly
facilitating their development, particularly as drugs.
[00217] As shown in FIG. 7, the various knottins can be expressed, e.g., in a lentivirus
expression-based method that can include packaging, transfer, and then expression followed by
isolation and/or purification of the expressed knottin peptides. Several coding constructs can be
used. In this example, the encoding of the knottin peptides included a polynucleotide construct
including IgK SP-sFLAG-HIS-Siderocalin-TEV-Knottin. Specific sequences of some example
constructs are disclosed in the SEQUENCE section below. FIG. 8 shows gel data of a number

of example knottins that were made according to the method described in FIG. 7. As shown,
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chlorotoxin (CTX), chymotrypsin inhibitor (CTI), epiregulin (EPI), hefutoxin (HTX), bubble
protein (BUB), potato carboxypeptidase inhibitor (PCI) were properly folded.

[00218] FIG. 9 shows a schematic describing production of a pooled library of knottins. In this
example, sequences of thousands of knottins can be encoded in an oligonucleotide pool (1) and

~ selectively amplified uéing unique primer pairs (2). DNA sublibraries can be cloned into the
expression vector, Which results in the knottin variants that can, e.g., have unique parental mass
signatures and unique tryptic fragment mass signatures that can be resolvable using current
techniques, such as mass spectroscopy.

[00219] FIG. 10 includes example knottin variants that describe representative sequencing from a
cloned knottin library. The sequences show raw sequencing data from a single round of library
cloning. The sequence portions highlighted in grey are full length chlorotoxin variants, and the
errors in oligonucleotide synthesis can explain the truncated and extended peptide sequences.
[00220] Using the methods described in this example, variants of several knottin scaffolds were
generated and analyzed. FIG. 11 shows an SDS-PAGE analysis of 3000 member knottin
libraries for, e.g., hefutoxin, chlorotoxin and chymotrypsin inhibitor. Each column of the SDS-
PAGE gel shows a purified sample of a pool of 3000 knottin protein variants run under native
and reducing conditions. The migration shift between the paired bands indicates disulfide
formation.

[00221] Four scaffolds were selected for the generation of defined libraries: hefutoxin, CTI,
chlorotoxin, and epiregulin. A list of target amino acid sequences was generated in silico such
that every member of each library would have a tryptic fragment with a unique mass; mutations
were selected to be structurally adjacent in order to generate binding epitopes. The cysteines
were not mutated, and lysine was speciﬁcally avoided in order to make N-terminal conjugation
unambiguous. 3000 variants of each scaffold were generated, and each scaffold was flanked by a
unique set of PCR primer sites so that each of the four sublibraries could be amplified
independently. All constructs had an N-terminal BamHI site and a C-terminal NotlI site, and
following PCR amplification of each sublibrary from the pool of 12000 oligonucleotides, each
sublibrary was restriction digested and cloned into cut parental vector (both the furin-cleaved and
TEV-cleaved versions) as an Len2 fusion protein using standard techniques. HEK293 cells were
transfected with this plasmid library as well as the accessory plasmids needed for Daedalus
expression, and the virus in the media harvested 3-4 days later. Virus was concentrated by
centrifugation and used to infect HEK293 cells for protein production using standard procedures.
We have found that the TEV-cleavable construct is technically easier to handle when producing

libraries because it allows for facile recovery of the fusion by IMAC on nickel resin. Following
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IMAC, the fusion protein was dialyzed into PBS and allowed to cleave overnight with 6xHis
tagged (SEQ ID NO: 51) TEV protease, and the Lcn2 and protease were subsequently removed
by running the material through nickel resin again. The ﬂow—through containing the cleaved
peptide libraries was further purified and buffer exchanged by size exclusion chromatography
(SEC) into 10mM arﬁmonium formate, and the fractions containing the peptides were pooled and
lyophilized.
[00222] There were two approaches taken to cloning, Seamless Cloning (Invitrogen) and
restriction/ligation based methods. Seamless cloning was employed for making single
constructs, typically using synthesized “gBlocks” from IDT. The manufacturer’s instructions
were followed. Restriction/ligation methods were standard and were used for cloning libraries as
follows: the pooled oligonucleotides from CustomArray were subjected to PCR in order tol
amplify the relevant sublibrary. The amplified pool was agarose gel purified and cleaned of
agarose using a Qiagen column. The purified fragment was digested with FaastDigest
(Fermentas) BamHI and Notl and ligated into the parental vector which had been cut with the
same two restriction endonucleases. Singleton clones were sequence verified, and 48 members
of each library were sequenced in order to verify library quality.
[00223] The cloned knottin or library was cotransfected into HEK293 cells and media was
collected as described (Daedalus: a robust, turnkey platform for rapid production of decigram
quantities of active recombinant proteins in human cell lines using novel lentiviral vectors.
Bandaranayake AD, Correnti C, Ryu BY, Brault M, Strong RK, Rawlings DJ. Nucleic Acids
Res. 2011 Nov;39(21):e143. doi: 10.1093/nar/gkr706. Epub 2011 Sep 12.) Fusion protein was
isolated using nickel IMAC and cleaved with recombinant TEV protease. Excess siderocalin was
removed via size exclusion chromatography, a process which also allowed the buffer to be
switched to 10mM ammonium formate. The knottin containing fractions were then lyophilized.
Proper folding and peptide uniformity was demonstrated via SEC chromatography, reverse-phase
HPLC, mass spectrometry, and a gel shift in reduced versus non-reduced samples in SDS-PAGE.
[00224] Conjugation to palmitic acid, ICG, or biotinidase-resistant biotin was performed using a
3-10 fold excess of commercially available, activated ester conjugate in PBS. Acetonitrile was
added when there were solubility problems. The final material was purified by RP-HPLC for
singletons, and excess conjugate was removed from libraries by dialysis.
EXAMPLE 2
Generating Mass-Indexed Peptide Libraries and Peptides for Drug Development
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[00225] This example describes a method for generating peptide libraries that contain mass-
indexed peptides for the generation of knottins. This example also describes the analysis of
mass-indexed peptides in a sample.

[00226] A mass-indexed library of 3,000 variants of the peptide Chayote Trypsin Inhibitor was
created in silico, All lysine residues in the peptide were changed to arginine residues. The
resulting sequence was: CPRILMRCRLDTDCFPTCTCRPSGFCG (SEQ ID NO: 52). G1 and
S2 of this sequence were added to the molecule’s N-terminus. The molecular structure of the
scaffold was analyzed manually to identify portions of the sequence that may be altered without
disrupting scaffold structure. The identified amino acid resides included M8, R9, .12, D13, T14,
F17, P18, T19, T21, R23, P24, S25, G26. The identified amino acids were R23, P24, S25, and
G26 and were located at positions 1 through 4 of a beta turn, respectively.

[00227] Python software was used to create a pool of five million sequences, such that each
sequence was a unique variant. The sequences were created by altering the amino acids of each
member in the pool such that éach member contained a fully-tryptic peptide in the range of 7-30
amino acids in length. The fully-tryptic peptide was within the mass range 800-3500Da when
reduced and alkylated with iodoacetamide.

[00228] The number of amino acid alterations from the starting amino acid sequence for each
variant was chosen from a distribution of between 4 and 8. The distribution was weighted as
follows: 4: 15%, 5: 50%, 6: 20%, 7: 10%, 8: 5%. The positions that were altered were chosen
randomly from the list of possibly alterable positions. For each amino acid alteration, the amino
acid to be substituted was selected from a set of amino acids. The set of amino acids was
appropriate for the structure of the scaffold in a given position and weighted appropriately to
favor amino acids that were more likely to favor proper folding. The weights for each amino
acid in the different structural classifications were as follows:

Beta turn position 1: D: 15, G: 11, H: 13, N: 10, Q: 15, S: 13, T: 10, Y: 10

Beta turn position 2: D: 12, E: 14, G: 10, N: 10, Q: 10, S: 12, P: 35

Beta turn position 3: D: 18, G: 21, H: 12, N: 10, Q: 21, S: 10

Beta turn position 4: G: 16, N: 10, Q: 10, S: 10, T: 12, Y: 10

All other positions: A: 4,D: 8, E: 4, F: 7, G: §, H: §, : 8, L.: 2, M: 4, N: 4, Q: 4,R: 8, S: 7, T: 4,
V:4,W:6,Y:10

[00229] There were no variants with more than 3 tryptophan residues retained in the pool.
Reverse translations of each member of the pool were chosen for DNA synthesis. During DNA
synthesis, the coding of the n-terminal GS portion was changed to GGATCC. Further, the 5’
sequence AACTGCCATGTGCAACTCGTAAG (SEQ ID NO: 53) and the 3° sequence
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TAATGCGGCCGCGTTCTTAGTCACCTTGCATGGAC (SEQ ID NO: 54) were added to each
member of the pool. The reverse translations were chosen so as not to contain BamHI
(GGATCC) or Notl (GCGGCCGC) restriction sites unless selected for specific members of the
pool.

[00230] From the pool" of possible variants, the members of the mass-indexed library were
randomly chosen. The members were added to the library one at a time until the desired number
of members was reached. Members were only added if addition of a member preserved the
following criteria for the library:

e cach member had at most 2 neighbors within 0.15 Daltons and 2.75 minutes of predicted

’ liquid chromatography (LC) rétention time in a 90-minute gradient;

e cvery member had at least one tryptic peptide of 7-25 amino acids that also had at most 2
neighbors within 2.1 Thompsons and 2.75 minutes of predicted LC retention time that is
unique in sequence within the library.

Subsequently, 3,000 sense-strand oligonucleotides as well as 3,000 full reverse-complement
oligonucleotides were ordered for library members. |
[00231] Members of the libraries were screened for protein expression. Samples of the members
of the library were prepared as protein mixtures. The samples of the protein mixture was reduced
with 20 mM DTT and blocked with 25 mM iodoacetamide. The proteins were digested with
trypsin at a trypsin to protein ratio: 1/50 overnight (or approximatelyl6—18 hours) and purified
using a C18 desalting column. One pg of purified peptide sample was injected into an Orbitrap
Elite hybrid mass spectrometer (Thermo Fisher Scientific, Waltham, MA) that was coupled with
nano-flow HPLC. The liquid chromatography/mass spectrometry apparatus and method
consisted of a trap column (100um X 1.5cm) made from an IntegraFrit (New Objective, Woburn,
MA) packed with Magic C18AQ resin (Sum, 200A particles; Michrom Bioresources, Auburn
CA), followed by an analytical column (75um x 27cm) made from a PicoFrit (New Objective)
packed with Magic C18AQ resin (5um, 100A particles; Michrom Bioresources). The columns
were connected in-line to an Eksigent 2D nano-HPLC (Eksigent Technologies, Dublin, CA) in a
vented column configuration to allow fast sample loading at 3ul/min.

[00232] The peptide samples were analyzed by LC-MS/MS using a 90-minute non-linear
gradient as follows: start at 5% acetonitrile with 0.1% formic acid (against water with 0.1%
formic acid), change to 7% over 2 minutes, then to 35% over 90 minutes, then to 50% over 1
minute, hold at 50% for 9 minutes, change to 95% over 1 minute, hold at 95% for 5 minutes,
drop to 5% over 1 minute and recondition at 5%. The flow rate for the peptide separation was

300 nL/min.
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[00233] A spray voltage of 2.25 kV was applied to the nanospray tip. The mass spectrometry
experiment consisted of a full MS scan in the Orbitrap (AGC target value 16, resolution 60K,
and one microscan, FT preview scan on) followed by up to 5 MS/MS spectra acquisitions in the
linear ion trap. The five most intense ions from the Orbitrap scan were selected for MS/MS
using collision—induced dissociation (isolation width 2 m/z, target value 1e4, collision energy
35%, max injection time 100 ms). ‘Lower abundance peptide ions were interrogated using
dynamic exclusion (repéat count 1, repeat duration 30 sec., exclusion list size 100, exclusion time
45 sec., exclusion mass width —0.55 m/z low to 1.55 m/z high). Charge state screen was used,
allowing for MS/MS of any ions with identifiable charge states +2, +3, and +4 and higher.
[00234] For samples that contained the peptides of interest, the following data analysis methods
were used. A FASTA database was constructed for database search, containing the entire
UniProt human proteome (2012/12/19), the expected 3,000 proteins from the chayote trypsin
inhibitor library, and a set of commonly observed contaminant proteins. Raw machine output
files from all MS runs were converted to mzXML files and searched with X!Tandem (version
2011.12.01.1) configured with the k-score scoring algorithm, against this FASTA database. The
search parameters were as follows: enzyme, trypsin; maximum missed deavages, 2; fixed
modification, carboxamidomethylation on cysteine; potential modification, oxidization on
methionine; parent monositopic mass error, -1.5Da to 2.5Da.
[00235] Peptide identifications were assigned probability by PeptideProphet (Trans-Proteomic
Pipeline version 4.6), and all identifications assigned probability <0.95 were discarded. Variants
present in the sample were inferred based on the peptide identifications of the tryptic peptides
unique to those variants. For mouse plasma and tissue samples, the methods above were
followed, using a FASTA database containing the sequences described above in addition to the
entire UniProt mouse proteome (2012/12/19).
EXAMPLE 3

Generating Mass-Indexed Peptide Libraries Using Conjugated Peptides
[00236] This example describes a method for generating peptide libraries that contain conjugated
mass-indexed peptides that can be used for the generation of knottins. This example further
describes the analysis of mass-indexed conjugated peptides in a sample.
[00237] Peptides were conjugated to biotin and retrieved from a peptide library following
proteolysis with trypsin. A library of 1000 Chayote Trypsin Inhibitor variants at 10mg/ml was
allowed to react with a 3x molar excess of N-hydroxy succinimide (NHS) ester of biotin in
phosphate buffered saline. The conjugation proceeded strictly at the N-terminus of the peptides

because the library was engineered to contain no lysine residues.
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[00238] Excess biotin and NHS were removed by ultrafiltration, and the resultant library
administered to mice with xenografted human tumors at 100mg/kg via tail vein injection. Mice
were sacrificed at 5, 10, 30, and 60 minutes and the tumor, brain, blood, and kidneys were
collected and mechanically homogenized. Cells and clotted material were removed by
centrifugation and the fesultant supernatant was incubated with avidin immobilized on beads for
30 minutes at room temperature with shaking. The beads were then washed extensively with
PBS énd boiled to release the biotinylated peptides. These peptides were then subjected to
reduction, alkylation (of cysteine residues), trypsinization, and LC/MS/MS analysis to determine
the identities of the peptides in the various tissues.

[00239] In a variation of this method, trypsin was added prior to the mechanical homogenization
to break up protein-protein interactions with knottin ’peptides, which may have formed during
sample trypsihization. Recovery of the peptides was the same, with avidin beads, except only the
N-terminus of the peptide was recovered.

[00240] In addition to conjugation with biotin, additional peptide libraries were generated by
isotopic labeling. Both types of libraries were quantified via mass spectrometry. A library of
1000 Chayote Trypsin Inhibitor variants at 10mg/ml was split into two halves. One half reacted
with a 3x molar excess of N-hydroxy succinimide (NHS) ester of isotopically normal palmitic
acid in phosphate buffered saline. The other half was treated in the same manner with palmitic
acid containing at four C13 (isotopically heavy) carbons. DMSO or DMF was added sufficient
to keep the palmitic acid in solution. Excess palmitic acid was removed by extraction with ethyl
acetate after an overnight (12-18 hour) incubation.

[00241] The isotopically heavy library is chemically identical to the isotopically normal library
but was differentiated by mass. The heavy library was administered to animals by I'V dosing at
100mg/kg and the isotopically normal library administered in the same animals by oral lavage.
The animals were sacrificed 20 minutes after library administration. The blood was collected
and allowed to clot. Cells and clotted material were removed by centrifugation and the resultant
plasma was reduced with 5mM TCEP, alkylated with iodoacetamide, and applied to a C18 solid
phase extraction column. The column was then rinsed with increasing percentages of acetonitrile
in 0.5% TFA. The N-terminally palmitylated peptides elute at 80% or higher acetonitrile. This
eluted material was then subjected to trypsinization and LC/MS/MS analysis, and the isotopically
normal and heavy peaks were compared directly. Normal peaks were observed and corresponded
to peptides with oral bioavailability.

[00242] In a variation of this protocol, the plasma was treated with trypsin after iodoacetamide

treatment and prior to applying it to the C18 column. With this method, only the N-terminal
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tryptic peptide of each library member was recovered and distinguishable based on unique
properties.
[00243] A library composed of 28 knottin peptides was screened for those that bind with high
affinity to the human derived rhabdomyosarcoma (e.g., cancer) cell line, A-204. Twenty-four
hours prior to exposure, the cells were plated on Poly-L-Lysine coated 6-well plates (Corning)
and grown in RPMI-1640 media (Life Technology) supplemented with 10% FBS (Hyclone) to
reach’ ~85% of confluency. The adherent cells were washed 3x with 3ml D-PBS (Life
Technology) and incubated with the knottin library (30pg/ml) in D-PBS for 1hr at 37C. The
unbound peptides were aspirated, and cells were washed 3x with D-PBS in which the last wash
was recoveréd for analysis. To elute the bound knottins, the cells were incubated in 1ml 280mM
NaCl in D-PBS for 5min at 37C, followed by 560mM and 1.12M NaCl. Following the final
elution, the cells were collected in HyPure Molecular Biology Grade Water (Hyclone).
The celis were lysed with three freeze thaw cycles, and Smin in a bath sonicator. The protein
concentration of the lysate was quantified based on the absorbance at 280nm using a Nanodrop
1000 and the sample was diluted to 100pg/ml total protein in water. The lysate and elution
samples were desalted using a Strata-X desalting column (Phenomenex). The recovered peptides
were then reduced, alkylated and trypsinized before being submitted for LC/MS-MS analysis.
Individual knottins were identified from each sample by their unique tryptic peptide signature.
EXAMPLE 4

Identifying Knottins with Serum Stability, Half Life and Tissue Homing Capabilities
[00244] This example describes a method for identifying knottin peptides that contain mass-
indexed peptides for the generation of knottins. This example further describes the analysis of
mass-indexed peptides in a sample.
[00245] Six mice were given a library of mass-indexed knottins via tail-vein injection. Three
mice were sacrificed at 5 minutes, three at 30 minutes. The blood was collected by cardiac
puncture and the organs (brain, liver, kidneys) dissected for analysis. Tissue was flash-frozen in
liquid nitrogen. Tissue was subsequently thawed, homogenized, and subjected to analysis by
mass spectrometry to determine tissue distribution and half-life estimation.

EXAMPLE 5
Parallel Assessment of Chymotrypsin Inhibitor Mutational Tolerance

[00246] This example describes the assessment of mutational tolerance of chymotrypsin inhibitor

(CTI) according to an aspect of the present disclosure.
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[00247] Chip-based oligonucleotide synthesis was performed in order to generate a set of 3000
mutants of CT1. The mutants were amplified by PCR and cloned by restriction digestion and
ligation into the lentiviral system. '
[00248] FIG. 12 depicts the assessment of mutational tolerance of CTI by reverse proteomics
3000 mutants of CTI with 4-8 mutations, each with a unique MS signature, were generated.
These viruses were used to inflect HEK293 cells as a pool, and the resulting peptides were
isolated, digested with trypsin, treated with iodoacetamide, and applied to an LC/MS/MS
Orbitrap Elite system, and 1595 proteins were observed. The over- or underrepresentation of
amino acids at each position, in the expressed and observed proteins versus the full set of
proteins ordered, is shown. Amino acids below the line at the bottom were not observed at all in
the set of produced and observed proteins. Globally, arginine and tryptophan amino acids were
less likely to be present in the produced and observed proteins than in the set of ordered proteins,
and glutamic acid was more likely to be present.
[00249] While preferred embodiments of the present invention have been shown and described
herein, it will be obvious to those skilled in the art that such embodiments are provided by way of
example only. Numerous variations, changes, and substitutions will now occur to those skilled in
the art without departing from the invention. It should be understood that various alternatives to
the embodiments of the invention described herein may be employed in practicing the invention.
It is intended that the following claims define the scope of the invention and that methods and
structures within the scope of these claims and their equivalents be covered thereby.
SEQUENCES
[00250] The following are DNA and/or amino acid sequences of genes of interest and constructs
identified herein.

Construction of parental construct for seamless cloning:

SEQ ID NO:1 - I[gK-SF-H6-GGS-1cn2C-GGS-ENLYFQ-GG-PARENTAL for Xho/Bam cut from
pUCS57 and ligation into pCVL
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCCGCTAAGGATCCCGGACCGCCTCTCC
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NotlI cut is AACCTGTATTTTCAGGGAGGC (SEQ ID NO: 55) -
GCTAAGGATCCCGGACCGCCTCTCC (SEQ ID NO: 56)

Fusion protein Sequences — original set of 10 — cloned into Notl cut parent above by seamless
cloning:

SEQ ID NO:2 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-BubbleProtein
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGATACCTGCGGCAGCGGCTATAATGTGGATCAGCGTCGTACCA
ATAGCGGCTGCAAAGCGGGCAATGGCGATCGTCATTTTTGCGGCTGCGATCGT
ACCGGCGCTGGTGGAATGCAAAGGCGGCAAATGGACCGAAGTGCAGGATTGCG
GCAGCAGCAGCTGCAAAGGCACCAGCAATGGCGGCGCGACCTGCTAATGCTAA
GGATCCCGGA

SEQ ID NOS3 & 57 -
atggagacagacacactcctgectatgggtactgetgectetgggttecaggttccactggt
M ¢ T D T L L L W V L L L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D ¥ K D EHHHHHHG G S Q D S T S D
ctgatcccagceccccacctetgagcaaggtcecectectgcagcagaacttecaggacaaccaa
L T P AP P L 8 K V P L 0 0 N F Q D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F O G K W Y vVvyv G L A G N A I L R E D K
gacccgcaaaagatgtatgeccaccatctatgagectgaaagaagacaagagctacaatgte
D P QO K M Y A T I Y E L K E D K S Y N V
acctcecgtceccectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T S v L ¥ R K K K ¢ D Y W I R T F V P G
tgccagececcggecgagttecacgetgggcaacattaagagttaccctggattaacgagttac
Cc Q P GE F TULGNTII K S Y P GUL T S Y
ctecgtcegagtggtgagcaccaactacaaccagcatgctatggtgttettecaagaaagtt
L v R VvV § T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagetgactteg
s ¢ N R E Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgcttctccaaatctctgggectcecectgaaaaccacate
E L, X E N F I R F 58 K 8 L 6 L P E N H I
gtcttccctgtcccaatcgaccagtgtatcgacggecggaggtagecgaaaacctgtatttt
v ¥ P V P I D @ ¢ I D G G G S E N L Y F
cagggaggcgatacctgcggcageggctataatgtggatcagegtegtaccaatagegge
6 6 b T C G s G Y NV D QR R T N S8 G
tgcaaagcgggcaatggcgatcgtcatttttgcggctgcgatcgtaccggcgtggtggaa
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¢ K A G N G D R H F C GG C DU R T G V V E
tgcaaaggcggcaaatggaccgaagtgcaggattgcggcagecagcagctgcaaaggcace
¢c K G 6 Kk w TT™ E V Q D C G s s s C K G T
agcaatggcggcgegacctge '

S N G G A T cC

SEQ ID NO:4 - 1gK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Attractin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGATCAGAATTGCGATATTGGCAATATTACCAGCCAGTGCCAGA
TGCAGCATAAAAATTGCGAAGATGCGAATGGCTGCGATACCATTATTGAAGAAT
GCAAAACCAGCATGGTGGAACGTTGCCAGAATCAGGAATTTGAAAGCGCGGCG
GGCAGCACCACCCTGGGCCCGCAGTAATGCTAAGGATCCCGGA

SEQ ID NOS 5 & 58 -
atggagacagacacactecctgctatgggtactgcectgcectctgggttccaggttccactggt
M E T D T L L L W V L L L. W VvV P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Yy XK D E H H HHHHG G S Q D S T 8 D
ctgatcccagcececccacctetgagcaaggtecctetgecagcagaactteccaggacaaccaa
L ¥ p A P P L S K V P L Q @ N F Q D N Q
tteccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y V V G L. A GG N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
b p Q K M ¥ A T I Y E L K E D K S Y N V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T 8 v L F R K K K ¢ b Y W I R T F V P G
tgeccagceccggegagttcacgetgggecaacattaagagttacectggattaacgagttac
¢c ¢ P G E F T L G N I K s Y P G L T S8 Y
ctegtecgagtggtgagecaccaactacaaccagcatgectatggtgttecttcaagaaagtt
L v R VvV Vv S T N Y N Q H A MYV F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagectgactteg
s ¢ N R E Y F K I T L ¥ G R T K E L T S
gaactaaaggagaacttcatccgetteteccaaatctectgggectececctgaaaaccacatce
E L, KX ENF I R F 8§ K S L G L P E NH I
gtctteccectgtecccaategaccagtgtatecgacggcggaggtagecgaaaacctgtatttt
v ¥ P V P I D Q C I D G G G S E N L Y F
cagggaggcgatcagaattgcgatattggcaatattaccagccagtgceccagatgcagceat
Q 6 6 b g N C DI G NI T S Q C Q M Q H
aaaaattgcgaagatgcgaatggctgegataccattattgaagaatgcaaaaccagcatg
K N ¢ E D A NGCDTTITIEE CIZ KT S M
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gtggaacgttgccagaatcaggaatttgaaagegeggegggcagecaccaccctgggeccg
vV E R C Q N Q E F E &S A A G S T T L G P
cag
Q

SEQ ID NO:6 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Hefutoxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTITTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCCATGCGTGCTATCGTAATTGCTGGCGTGAAGGCAATGATG
AAGAAACCTGCAAAGAACGTTGCTAATGCTAAGGATCCCGGACCGCC

SEQ ID NOS7 & 59 -
atggagacagacacactcctgctatgggtactgctgctetgggttccaggttecactggt
M ¢ 7T D T L L L W V L L L W V. P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H H H H H G G S Q D S T S D
ctgatcccagcecccacctetgagecaaggtcecectectgecagcagaactteccaggacaaccaa
L T P A P P L $S K V P L Q O N F Q D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F @ G K W Y vV v 6 L. AG N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagectgaaagaagacaagagctacaatgtce
b Pp Q K M YA TTI Y EL X EDI K S Y NV
acctccecgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
T $ v L F R K K K € D Y W I R T F V P G
tgccagcceggegagttecacgectgggecaacattaagagttaccctggattaacgagttac
c ¢ P G E F T L GGNTI K S Y P G L T S Y
ctcgtececgagtggtgagcaccaactacaaccagcatgcectatggtgttettcaagaaagtt
L v R V V §$ T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctectacgggagaaccaaggagctgactteg
S ¢ N R E Y F K I T L ¥ GG R T K E L T 8§
gaactaaaggagaacttcatccgettctceccaaatctectgggecctecectgaaaaccacate
E L XK EN F I R F 8 K S L 6 L P E N H I
gtcttcectgtcecccaatcgaccagtgtatcgacggeggaggtagegaaaacctgtatttt
v P P V P I D 9 C I D GG G GG S E N L Y F
cagggaggcggccatgcgtgctategtaattgctggegtgaaggcaatgatgaagaaacc
Q 6 G G H A C Y R N CWU R EGNDE E T
tgcaaagaacgttgce
c K E R C

SEQ ID NO:8 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Hanatoxin
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GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGAATGCCGTTATCTGTTTGGCGGCTGCAAAACCACCAGCGATT
GCTGCAAACATCTGGGCTGCAAATTTCGTGATAAATATTGCGCGTGGGATTTTA
CCTTTAGCTAATGCTAAGGATCCCGGA *

SEQ ID NOS9 & 60 -
atggagacagacacactcctgetatgggtactgetgectetgggtteccaggttecactggt
M E T D T L L, L W V L L L w VvV P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaageccaggactccacctcagac
D ¥ K D E H H H HHUHE G G S Q D s T S D
ctgatcccageccccacctetgagecaaggtecctetgecageagaacttccaggacaaccaa
L ¥ P A P P L S K V P L Q¢ Q N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F O G K W Y VvV Vv G L A G N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgtce
b P Q K M ¥ A T I Y E L K E D K S Y N V
acctcecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T 8 v L F R K K K ¢ D Y W I R T F Vv P G
tgccagcccggcgagttcacgctgggcaacattaagagttaccctggattaacgagttac
c ¢ P 6 E F T L G N I K S Y P G L T S Y
ctcgteccgagtggtgagcaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L v R Vv 5 T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctetacgggagaaccaaggagetgacttceg
s ¢ N R E Y ¥ K I T L Y G R T K E L T 8
gaactaaaggagaacttcatccgcttctceccaaatctctgggectcecctgaaaaccacate
FE L. X E N F I R F S K S L GG L P E N H I
gtcttcectgteccaatcecgaccagtgtatecgacggeggaggtagegaaaacctgtatttt
v F p V P I D Qg C I D GGG GG S E N L Y F
cagggaggcgaatgccgttatctgtttggecggectgcaaaaccaccagegattgctgecaaa
Q 6 G E ¢ R YL F G GG C K T T S D C C K
catctgggctgcaaatttcgtgataaatattgegegtgggattttacctttage
H L. 6 ¢ K F R D K Y ¢ A W D F T F S

SEQ ID NO:10 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-ChymotrypsinInhibitor
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
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GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGAAATTAGCTGCGAACCGGGCAAAACCTTTAAAGATAAATGCA
ATACCTGCCGTTGCGGCGCGGATGGCAAAAGCGCGGCGTGCACCCTGAAAGCG
TGCCCGAATCAGTAATGCTAAGGATCCCGGA

SEQ ID NOS11& 61 -
atggagacagacacactcctgctatgggtactgctgetetgggtteccaggttecactggt
M E T D T L L L W Vv L. L. L. w Vv P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D ¥ K D E H H HHHH G G S Q D s T s D
ctgatcccageccecccacctetgagcaaggtececctectgecagecagaacttccaggacaaccaa
L I P A P P L 8§ K V P L Q0 Q N F O D N O
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F ¢ G K W Y vV vV G L. A G N ATI L R E D K
gacccgcaaaagatgtatgccaccatctatgagcectgaaagaagacaagagctacaatgte
b Pp Q K M ¥y A TTI Y EL K E DK S Y N V
acctecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T $S Vv L F R K K XK CD Y W I R TF V P G
tgccagecceggegagttcacgetgggcaacattaagagttaccctggattaacgagttac
¢c ¢ P G E F TUL G NI K S Y P G L T S .Y
ctcegtecgagtggtgagcaccaactacaaccagecatgctatggtgttecttcaagaaagtt
L v R V VS T N Y N QO H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
S ¢ N R E Y F XK I T L Y ¢ R T K E L T S
gaactaaaggagaacttcatcecgecttcectecaaatctetgggectcecectgaaaaccacate
E L XK EN F I R F S K s L. 6 L P E N H I
gtcttecectgteccaatecgaccagtgtatcgacggeggaggtagegaaaacctgtatttt
v ¥ P V P I D @ C I D G G G S E N L Y F
cagggaggcgaaattagctgcgaacecgggcaaaacctttaaagataaatgcaatacctge
Q 6 G E I $s ¢ E P G K T F K D K C N T C
cgttgecggecgecggatggcaaaagecgeggcecgtgecaccctgaaagegtgeccgaatecayg
R ¢ G A D G XK S A A C T L K A C P N Q

SEQ ID NO:12 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-ToxinK

GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG

GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT -
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA

CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
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TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGTGTGCCGTGATTGGTTTAAAGAAACCGCGTGCCGTCATGCGA
AAAGCCTGGGCAATTGCCGTACCAGCCAGAAATATCGTGCGAATTGCGCGAAA
ACCTGCGAACTGTGCTAATGCTAAGGATCCCGGA

SEQ ID NOS13& 62 -
atggagacagacacactcctgctatgggtactgctgctetgggttceccaggtteccactggt
M E T D T L L L W VvV L. L L w Vv P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H HHHHHG G S Q D S T S D
ctgatcccagceccecccacctcectgagcaaggtececctetgecagecagaacttecaggacaaccaa
L T P A P P L S K V P L Q Q N F Q D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattetcagagaagacaaa
F 0 G X W Yy v v ¢ L A GG N A I L R E D K
gacccgcaaaagatgtatgeccaccatctatgagctgaaagaagacaagagctacaatgte
D P Q K M ¥ A T I Y E L K E D K S Y N V
acctececgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T S v L F R K K K ¢ D Y W I R T F V P G
tgccagcceggegagttcacgetgggcaacattaagagttaccectggattaacgagttac
¢c ¢ P G E F TL G NI K S Y P G L T S Y
ctcgtececgagtggtgagcaccaactacaaccagcatgctatggtgttettcaagaaagtt
L v R V V 8§ T N Y N Q@ H A M V F F K K V
tctcaaaacagggagtacttcaagatcacccectcectacgggagaaccaaggagctgactteg
s Q N R E Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgecttctceccaaatctectgggectecectgaaaaccacate
E L X EN F I R F $§$ K S L G L P E N H I
gtcttcecectgtecccaatecgaccagtgtategacggcggaggtagecgaaaacctgtatttt
v F P V P I D Q C I D G G G S E N L Y F
cagggaggcgtgtgcegtgattggtttaaagaaaccgecgtgecgtcatgecgaaaagectg
Q 6 G v ¢ R DWVF K E T A CIRHAIK S L
ggcaattgccgtaccageccagaaatatecgtgegaattgegecgaaaaccetgegaactgtge
G N ¢C R T S Q K Y R A N CA K T CE L C

SEQ ID NO:14 - IgK-SF-H6-GGS-len2C-GGS-ENLYFQ-GG-EGFepiregulinCore
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGTGAGCATTACCAAATGCAGCAGCGATATGAATGGCTATTGCC
TGCATGGCCAGTGCATTTATCTGGTGGATATGAGCCAGAATTATTGCCGTTGCG -
AAGTGGGCTATACCGGCGTGCGTTGCGAACATTTTITTTCTGTAATGCTAAGGAT
CCCGGA
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SEQ ID NOS15 & 63- '
atggagacagacacactcctgectatgggtactgctgectctgggtteccaggttecactggt
M E T D T L L L W V L. L L W V P G S8 T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H HHHUH G G S @ D S T S D
ctgatceccagecccacctetgagcaaggtececctcectgcagcagaacttceccaggacaaccaa
L T P A PP L S KV P L Q Q N F Q D N Q
ttccaggggaagtggtatgtggtaggcetggcagggaatgcaattctcagagaagacaaa
F 0 G KW Y V V GL A GDNATITULTZ RETDK
gacccgcaaaagatgtatgceccaccatctatgagectgaaagaagacaagagctacaatgte
b p Q KM Y A TTI Y EL K E DX S Y N V
acctecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
T S v L. F R K K K ¢ b Yy w I R T F V P G
tgccagececggegagttcacgetgggcaacattaagagttacectggattaacgagttac
c ¢ Pp G E F T L G N I K s Y P G L T S Y
ctcegtcecgagtggtgagcaccaactacaaccagcatgectatggtgttecttcaagaaagtt
L vV R V V § T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagcetgactteg
S ¢ N R E Y F K I T L Y G R T K E L T S8
gaactaaaggagaacttcatccgcttctcececaaatectectgggecteecctgaaaaccacatce
E L K E N F I R F S8 K & L G L P E N H I
gtcttecectgteccaatecgaccagtgtatecgacggecggaggtagecgaaaacctgtatttt
v ¥ P V P I D Q C I D G G G 8 E N L Y F
cagggaggcgtgagecattaccaaatgcagcagcgatatgaatggectattgectgecatgge
Q 6 G v &s 1 T K C S s D M NGY C L H G
cagtgcatttatctggtggatatgageccagaattattgeccgttgecgaagtgggctatacce
g ¢ I ¥y L. vopDM S Q NY C R CE V G Y T
ggcgtgcgttgecgaacatttttttetg
G V R C E H F F L

SEQ ID NO:16 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Circulin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCATTCCGTGCGGCGAAAGCTGCGTGTGGATTCCGTGCATTA
GCGCGGCGCTGGGCTGCAGCTGCAAAAATAAAGTGTGCTATCGTAATTAATGC
TAAGGATCCCGGA

SEQ ID NOS17 & 64 -
atggagacagacacactcctgctatgggtactgctgcectetgggtteccaggtteccactggt
M £ T b T L L L W V L L. L W V P G 8 T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
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b Yy X D EHUHHHUHEHGSG S QD S5 T § D
ctgatcccagceccecccacctetgagcaaggtcecectectgcagecagaacttceccaggacaaccaa
L T p A P P L S K V P L QO Q N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattectcagagaagacaaa
F ¢ G K W Y VvV 6 L. AGG N A I L R E D K
gacccgcaaaagatgtatgecaccatctatgagctgaaagaagacaagagctacaatgte
b P Q K M'Y A T I Y E L K E D K S Y N V
acctecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T S v L F R X K K ¢ DY W I R T F V P G
tgccageccecggecgagttcacgectgggcaacattaagagttacecctggattaacgagttac
c ¢ Pp G E FP T L G NI K S Y P G L T S5 Y
ctcegtecgagtggtgagcaccaactacaaccagcatgetatggtgttcttcaagaaagtt
L v R v Vv 8§ T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
s ¢ N R E Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatcecgcttcteccaaatctctgggectecectgaaaaccacate
E L X E N F I R F 8 K S L G L P E N H I
gtcttecectgteccaatecgaccagtgtategacggcggaggtagecgaaaacctgtatttt
v ¥ P V P I D Q C I D GG GG G S E N L Y F
cagggaggcggcatteccgtgeggegaaagectgegtgtggattecgtgecattagegeggeyg
Q 6 G 6 T P C G E S C V W I P C I S A A
ctgggctgcagctgcaaaaataaagtgtgctatcgtaat
L & ¢ s ¢ K N K V C Y R N

SEQ ID NO:18 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Brazzein
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCCAGGATAAATGCAAAAAAGTGTATGAAAATTATCCGGTGAGCA
AATGCCAGCTGGCGAATCAGTGCAATTATGATTGCAAACTGGATAAACATGCGC
GTAGCGGCGAATGCTTTTATGATGAAAAACGTAATCTGCAGTGCATTTGCGATT
ATTGCGAATATTAATGCTAAGGATCCCGGA

SEQ ID NOS19 & 65-
atggagacagacacactcctgectatgggtactgectgetetgggttecaggtteccactggt
M E T D T L L L W V L L L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactceccacctcagac
D Y K D E H HHUHUHUH G G S @ D s T s D
ctgatcccagcececcacctetgagcaaggtcectetgcagcagaacttccaggacaaccaa
L I P A P P L S K V P L Q Q N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y Vv 6 L A G N A I L R E D K
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gacccgcaaaagatgtatgeccaccatctatgagectgaaagaagacaagagctacaatgte
b p Q K M ¥y A T I Y EL K E D K S Y N V
accteccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttcecaggt
T S v L F R XK K K ¢ D Y W I R T F V P G
tgccageceggcegagttcacgetgggcaacattaagagttacectggattaacgagttac
¢ ¢ P G E F T L G N I K S ¥ P G L T S Y
ctcgtecgagtggtgagcaccaactacaaccagcatgctatggtgttecttcaagaaagtt
L v R VvV Vv s T NYDNOQ HAM V F F K K V
tctcaaaacagggagtacttcaagatcaccctcetacgggagaaccaaggagectgactteg
S 9 N R E Y ¥ K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgcttectceccaaatctectgggecteectgaaaaccacate
E L K EN F I R F 8 K 5 Lh G L P E N H I
gtcttecectgteccaatcgaccagtgtatecgacggeggaggtagegaaaacctgtatttt
v * P V P I D @ C I D G G G S BE N L Y F
cagggaggccaggataaatgcaaaaaagtgtatgaaaattatccggtgagecaaatgecag
Q 6 G g b K ¢C K K VvV Y E N Y P V 8 K C Q
ctggcgaatcagtgcaattatgattgcaaactggataaacatgcgcgtagecggcgaatge
L A N QQ CDN Y D C K L. DK HA AR S G E C
ttttatgatgaaaaacgtaatctgcagtgcatttgcgattattgecgaatat
F ¥y D E K R N L Q C I C D Y C E Y

SEQ ID NO:20 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Chlorotoxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCATGTGCATGCCGTGCTTTACCACCGATCATCAGATGGCGCGTA
AATGCGATGATTGCTGCGGCGGCAAAGGCCGTGGCAAATGCTATGGCCCGCAG
TGCCTGTGCCGTTAATGCTAAGGATCCCGGA

SEQ ID NOS21 & 66-
atggagacagacacactccectgctatgggtactgetgetetgggttccaggttecactggt
M E T D T L L L W V L L. L W VvV P G s T G
gactacaaggacgagcatcaccatcatcaccatggtggaageccaggactceccaccteagac
D ¥ K D E H H H HUHH G G s Q D S T S D
ctgatccecagccceccacctcectgagcaaggtecctctgcagcagaacttecaggacaaccaa
L T Pp A P P L §$ K V P L Q Q N F Q D N 9Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F 0 G K WY V V ¢ L AGNA ATITLRE D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
bD P Q K M Yy A T I Y E L K E D K S Y N V
acctcegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T™ 8 v L F R K K K ¢ DY w I R T F V P G
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tgccagcccggegagttcacgetgggcaacattaagagttaccetggattaacgagttac
¢ ¢ P G E F T L G N I K S Y P G L T S Y
ctegtecgagtggtgagcaccaactacaaccagcatgctatggtgttettcaagaaagtt
L vV R V. V S T N Y N QO H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
S ¢ N R E.Y F K I T L Y G R T K E L T 8§
gaactaaaggagaacttcatccgettetceccaaatctctgggectecctgaaaaccacatce
E L X E N F I R F §8 K 8 L G L. P E N H T
gtcttcectgteccaatcgaccagtgtatcgacggecggaggtagecgaaaacctgtatttt
v F P V P I D ¢ ¢ I D G G GG S E N L Y F
cagggaggcatgtgcatgcegtgetttaccaccgatcatcagatggecgegtaaatgegat
Q 6 6 M C M P C F T TDHOQMAUR K C D
gattgctgcggcecggcaaaggecgtggcaaatgetatggeeccgcagtgectgtgeegt

b ¢ ¢ G G K G R G K C Y @G P @ C L CR

Construction of parental construct for BamH1/NotI cloning:

SEQ ID NO:22 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GS-PARENTAL
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGATCCTAATGTTGGCCATGATGTTAGGCGGCCGCTAAGGATCCCGGA

BamHI site: GGATCC
Notl site: GCGGCCGC

A BamH]I site adds “GS” before a knottin. This construct can be used for cloning libraries.

Construction of parental construct for furin cleavage, BamHI/Notl cloning can include an
idealized furin cut site is RARYKRS (SEQ ID NO: 67) -RARYKRGS (SEQ ID NO: 68) can be
used for a Bam HI site.

SEQ ID NO:23 - IgK-SF-H6-GGS-1cn2C-GGS-furin-GS-PARENTAL
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG -
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA

-80 -



CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCcgcegegegctataaacgcG
GATCCTAATGTTGGCCATGATGTTAGGCGGCCGCTAAGGATCCCGGA

SEQ ID NO:24 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GS-MIDKINE
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGAGCGATTGCAAATATAAATTTGAAAACTGGGGCGCGTGCGATGGCGGCACC
GGCACCAAAGTGCGCCAGGGCACCCTGAAAAAAGCGCGCTATAACGCGCAGTGCCA
GGAAACCATTCGCGTGACCAAACCGTGCTAATGCTGGATCCCGGACCGCCTCTCC

SEQ ID NOS25 & 69-
atggagacagacacactcctgetatgggtactgetgetcectgggttccaggttecactggt
M E T DT L L L W V L. L L. w V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D ¥ K D E H HH HHH G G S Q D s T s D
ctgatcccagcecccacctetgagecaaggtceectectgcagecagaacttecaggacaaccaa
L T P A P P L S K V P L Q 0 N F Q D N 9O
ttccaggggaagtggtatgtggtaggecctggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y Vv Vv 6 L. A G N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
b p Q X M ¥y AT I Y E L K E DK 8 Y N V
acctecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttecaggt
T s v L F R K K K ¢ b Y W I R T F V P G
tgccagcccggegagttcacgetgggcaacattaagagttacecctggattaacgagttac
¢ ¢ P G E F T L G N I K S8 Y P G L T S5 Y
ctegtcecgagtggtgagecaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L vV R V Vs T N ¥ N QO H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
S ¢ N R E Y F XK I 7T L Y G R T K E L T S
gaactaaaggagaacttcatccgettcecteccaaatectectgggectecctgaaaaccacate
E L K EN F I R F 88 K S L GG L P E N H I
gtcttecectgteccaatcgaccagtgtatcgacggeggaggtagecgaaaacctgtatttt
v ¥ P V P I D Q C I D GG G G 85 E N L Y F
cagagcgattgcaaatataaatttgaaaactggggcgcgtgecgatggecggecacecggeacce
Q 8 b ¢ K ¥ K ¥F E N W G A C D G G T G T
aaagtgcgccagggcaccctgaaaaaagcgegctataacgecgcagtgeccaggaaaccatt
K v R ¢ G T L XK K A R Y N A Q C Q E T I
cgcgtgaccaaaccgtge
R v T K P C
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SEQ ID NO:26 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Violacin A
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTITAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCAGCGCCATCAGCTGCGGCGAGACCTGCTTCAAGTTCAAGTGCTAC
ACCCCCAGATGCAGCTGCAGCTACCCCGTGTGCAAGTAAGCTAAGGATCCCGGACC
GCC

SEQ ID NOS27 & 70-
atggagacagacacactcctgctatgggtactgctgctctgggttccaggttccactggt
M E T D» T L L L W V L L. L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H H H HHG G S Q D S T S D
ctgatcccagceccecccacctectgagecaaggteectcectgecagecagaactteccaggacaaccaa
L T P A P P L S K V P L Q Q N F Q D N Q
ttccaggggaagtggtatgtggtaggecctggcagggaatgcaattctcagagaagacaaa
F 0 G K w Y Vv v 6 L A G N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
D P Q K MY A T I Y E L K E D K S Y N V
accteccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T §$ v L F R K K K ¢ D Y W I R T F V P G
tgccagceccggegagttcacgectgggcaacattaagagttaccctggattaacgagttac
¢ Q P G E F T L GGN I K S Y P G L T S ¥
ctegtececgagtggtgagcaccaactacaaccagcatgectatggtgttettcaagaaagtt
L v R VvV v 5§ T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
s ¢ N R E Y F K I T L ¥ G R T K E L T S
gaactaaaggagaacttcatcecgettectecaaatetectgggecteecctgaaaaccacate
E L X E N F I R F 8 K S L ¢ L P E N H I
gtcttceccecctgteccaategaccagtgtatcgacggeggaggtagegaaaacctgtatttt
v ¥ P V P I D ¢ ¢ I D GG GG G S E N L Y F
cagggaggcagcgccatcagctgecggegagacctgettcaagttcaagtgetacaccecece
Q 6 G s A I 858 ¢C G E T CUVF K F K C Y T P
agatgcagctgcagctaccccegtgtgeaag
R ¢ s ¢ s Y P V C K

SEQ ID NO:28 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Lambda Toxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
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GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGTGTGCTGCGGCTACAAGCTGTGCCACCCCTGCTAAGCTAAGGATC
CCGGACC

SEQ ID NOS29 & 71-
atggagacagacacactcctgctatgggtactgctgectectgggttecaggtteccactggt
M E T D T L L L W V L L L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D ¥ K D E H H HHHUHG G S Q D S T S D
ctgatcccagceccecccacctetgagcaaggtceecctetgecagecagaactteccaggacaaccaa
L T Pp A P P L S K V P L ©Q 0 N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K WYV V GGLAGNA ATITULTZ RE DK
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
b p QO K M Yy A T I Y E L K E DI K S Y N V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
T 8 v L. » R XK K K ¢ D Y W I R T F V P G
tgccagccecggcgagttcacgctgggcaacattaagagttaccectggattaacgagttac
c o Pp G E F T L G NI K S Y P G L T S Y
ctcgtecgagtggtgagecaccaactacaaccagcatgetatggtgttecttcaagaaagtt
L v R VV S T NYNOQHAMV F F K K V
tctcaaaacagggagtacttcaagatcaccctectacgggagaaccaaggagctgactteg
s ¢ N R E Y F K I T L Y G R T K E L T 8
gaactaaaggagaacttcatccgcttctccaaatectectgggectecctgaaaaccacate
E L K E N F I R F S K 8 L G L P E N H I
gtcttceccectgteccaatcgaccagtgtatecgacggeggaggtagegaaaacctgtatttt
v ¥ PV P I D @ ¢C I D G GG G S E N L Y F
cagggaggcgtgtgctgcggectacaagctgtgccaccectge ‘

Q 6 G v ¢ C G Y K L ¢ H P C

SEQ ID NO:30 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Lambda Toxin NG
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
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TTCAGGGAGGCAACGGCGTGTGCTGCGGCTACAAGCTGTGCCACCCCTGCTAAGCT
AAGGATCCCGGACC

SEQ ID NOS 31 & 72- :
atggagacagacacactcctgectatgggtactgctgectetgggttccaggtteccactgg
M E T D T L L L W V L L. L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D ¥ K D E HHHHHH G G S Q D sS T s D
ctgatcccagccccacctctgagéaaggtccctctgcagcagaacttccaggacaaccaa
L I p A P P L S K YV P L Q O N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y Vv VvV ¢ L AGGNATIUL R E D K
gacccgcaaaagatgtatgeccaccatctatgagectgaaagaagacaagagctacaatgte
b P Q K M Y AT I Y E L K E D K S Y N V
acctecegtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
T §$ v L ¥ R K K K ¢ D Y W I R T F V P G
tgccageccggegagttcacgetgggcaacattaagagttaccecctggattaacgagttac
¢ ¢ P G EF T L G N I K S Y P G L T S ¥
ctcgtecgagtggtgagcaccaactacaaccagcatgctatggtgttcecttcaagaaagtt
L VRV V S T N Y N Q HA MV F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgactteg
s 9 N R E Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgecttctecaaatctectgggectecctgaaaaccacate
E L K ENF I R F §$ K S L G L P E N H I
gtctteccctgteccaatecgaccagtgtatecgacggeggaggtagegaaaacctgtatttt
vV F P VP IDOQOQT CTIUDGT GG GSETNTL Y F
cagggaggcaacggegtgtgectgeggctacaagectgtgecacccctge
Q 6 G N GV C C GG Y K L C H P C

SEQ ID NO:32 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Potato Carboxypeptidase Inhibitor
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCcagcagcatgcggatccgatitgcaacaaaccgtgcaaaacccatgatgattgcageggcgcgtggtttigee
agocotoctogaacagegcgescacctgegeccegtatgtggsc TAATGCTAAGGATCCCGGACCG

SEQ ID NOS33 & 73-
atggagacagacacactcctgctatgggtactgctgectetgggtteccaggttecactggt
M E T D T L L L W V L L L W Vv P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H HHHHG G S Q D S T S D
ctgatcccagecccacctetgagecaaggtecctetgecagecagaactteccaggacaaccaa
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L I p A P P L S KV P L Q Q N F Q D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F O G K W YV Vv 66 L AG N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
b P Q K M Y A T T1I Y E L K E D K S Y N V
acctccecgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
T S v L. F'R K K K ¢ b Y W I R T F V P G
tgccagccecggecgagttcacgetgggcaacattaagagttaccectggattaacgagttac
C Q P G E F T LGN I K S Y P G L T S Y
ctcgtcecgagtggtgagecaccaactacaaccagcatgctatggtgttettcaagaaagtt
L v R V VS T NY N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctectacgggagaaccaaggagctgactteg
S ¢ N R E ¥ F K I T L Y G R T K E L T 8
gaactaaaggagaacttcatcecgecttctceccaaatctectgggectecectgaaaaccacate
E L XK E N F I R F § K § L G L P E N H T
gtcttecectgteccaatcecgaccagtgtatecgacggcecggaggtagecgaaaacctgtatttt
v ¥ P V P I D ©QQ ¢ I D GG G G S E N L Y F
cagggaggccagcagcatgcggatccgatttgcaacaaaccgtgcaaaacccatgatgat
G & Qg O H A D P I C N K P CI K TH DD
tgcagcggegegtggttttgeccaggegtgectggaacagegegegcacctgeggeeccgtat
c s G A W F C Q A C W N S A R T C G P Y

gtgggctaa
vV G

_85-



CLAIMS
WHAT IS CLAIMED IS:
1. A method for identifying a drug candidate having a pharmacological property,

the method comprising:

analyzing an isolated sample from a subject following administration of a plurality of

drug candidates to the subject; and

identifying in the isolated sample at least one drug candidate having the

pharmacological property.

2. A method for identifying drug candidates having a pharmacological property, the

method comprising:
administering, to a subject, a composition comprising a plurality of drug candidates;

obtaining, from the subject, a sample comprising at least some of the drug candidates in

the plurality; and

analyzing the sample to determine the identity of the at least some of the drug candidates

having the pharmacological property.

3. The method of claim 1 or 2, wherein the drug candidates are selected from the

group consisting of small chemical molecules, biologics, and peptides.

4. The method of claim 1 or 2, wherein the plurality of drug candidates comprises a
plurality of peptides.
5. The method of claim 1 or 2, wherein the plurality of drug candidates comprises a

plurality of small chemical molecules.

6. The method of claim 1 or 2, wherein the plurality of drug candidates comprises a
plurality of biologics.
7. The method of any one of the preceding claims, wherein the pharmacological

property comprises oral bioavailability, capability to pass the blood-brain barrier, exclusion by
the blood-brain barrier, serum half-life, capability to penetrate cells, capability to enter
subcellular organelles or other cellular domains, capability to target organs or tissue, capability to

target cancerous tissue, or a combination thereof.
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8. The method of claim 6, further comprising generating a peptide library comprising

the at least some of the peptides having the pharmacological property.

9. The method of any one of the preceding claims, further comprising screéning the
at least some of the peptides to identify which peptides exhibit an activity for inhibiting a
protein:protein interaction, inhibiting antagonism of a receptor, inhibiting binding of an agonist
to a receptor, modulating an ion channel, inhibiting a signaling pathway, activating a signaling

pathway, and/or a inhibiting a protein:small molecule interaction.

4 10.  The method of claim 9, wherein the protein:protein interaction is associated with a
disease or disorder selected from the group consisting of a cancer, an infectious disease, an
inflammatory disease, an immune disease, a metabolic disease, a cardiac disease, an aging-

related disease, and a neurologic disease.

11.  The method of claim 9 or 10, wherein the protein:protein interaction is associated

with cancer.

12.  The method of any one of the preceding claims, further comprising obtaining from
the subject a plurality of samples, each sample being obtained at a different time point after

administering the plurality of peptides.

13. The method of claim 12, further comprising analyzing at least some samples of
the plurality of samples to determine the identity of the at least some of the peptides having the
pharmacological property in each sample of the plurality.

14. The method of any one of the preceding claims, wherein the identity of the at least
some of the peptides is determined using mass spectrometry, wherein each of the peptides
comprise a unique mass signature or digest fragment mass signature detected by a mass

spectrometer.

15. The method of any one of the preceding claims, wherein the plurality of drug
candidates comprises greater than 5 drug candidates, greater than 10 drug candidates, greater
than 100 drug candidates, greater than 1000 drug candidates, or greater than 10000 drug

candidates.

16. The method of any one of the preceding claims, wherein at least one peptide of the
plurality of peptides comprises a detectable label for tracing the at least one peptide in the

subject.
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17.  The method of claim 16, wherein the detectable label comprises a near infrared

dye.

18.  The method of any one of the preceding claims, wherein at least one peptide of the
plurality of peptides comprises a hydrophobic moiety conjugated to the N-terminus of the at least
one peptide, wherein the at least one peptide exhibits an increased half-life as compared to the at

least one peptide lacking the hydrophobic moiety.

19.  The method of claim 18, wherein the hydrophobic moiety comprises a

hydrophobic fluorescent dye or a saturated or unsaturated alkyl group.

20. The method of any one of the preceding claims, wherein the sample comprises a

tissue sample or a fluid sample.

21.  The method of claim 20, wherein the fluid sample comprises blood, urine, mucous

or spinal fluid.
22.  The method of claim 21, wherein the sample comprises blood.

23.  The method of claim 20, wherein the tissue sample comprises biopsy or necropsy

tissue.

24.  The method of claim 20 or 23, wherein the tissue comprises tissue from a brain, a

lung, a kidney, a muscle, a liver, a heart, a stomach, a pancreas, or an organ.

25. The method of any one of the preceding claims, further comprising using the
pharmacological property common to the drug candidates to generate additional drug candidates

having the pharmacological property.
26. The method of any one of the preceding claims, wherein the subject is an animal.
27.  The method of claim 26, wherein the subject is a human.

28.  The method of any one of the preceding claims, further comprising establishing a

relationship between the structure and the pharmacological property of the drug candidates.

29.  The method of claim 28, further comprising selecting a subset of drug candidates

based on the relationship.
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30. The method of any one of the preceding claims, further comprising obtaining a
plurality of samples at a selected time interval for a selected duration of time following

administration.

31.  The method of claim 30, wherein selected time intervals are 5 minutes, 10

minutes, 20 minutes, 30 minutes, 40 minutes, 50 minutes, or 60 minutes.

32.  The method of claim 30, wherein selected duration of time is 1 hour, 2 hours, 3
hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11 hours, 12 hours, 15

hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120 hours.

33. A method of generating a mass-defined drug candidate library, the method

comprising:
producing a plurality of drug candidates, at least some of the drug candidates each

having a unique mass signature or digest fragment mass signature;

analyzing the plurality of drug candidates using mass spectrometry to measure the
unique mass signature or digest fragment mass signature for the at least some of drug candidates;
and

generating a mass-defined drug candidate library comprising the at least some of the
plurality of drug candidates, the drug candidate library being generated based on a
pharmacological property, wherein the identity of the drug candidates in the mass-defined drug
candidate library can be determined with the unique mass signature or digest fragment mass

signature of each of the drug candidates.

34. A method for identifying library drug candidates having a pharmacological
property, the method comprising:
analyzing an isolated sample from a subject following administration of a plurality of
drug candidates to the subject, wherein the library drug candidates are from the mass-defined
drug candidate library of claim 33;
identifying in the isolated sample at least one drug candidate having the

pharmacological property.

35. A method for identifying library drug candidates having a pharmacological
property, the method comprising:
administering to a subject a plurality of library drug candidates, wherein the library drug

candidates are from the mass-defined drug candidate library of claim 26;
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obtaining, from the subject, a sampie comprising at least some of the plurality of library
drug candidates; and
analyzing the sample to determine the identity of the at least some of the plurality of

library drug candidates having the pharmacological property.

36. The method of any one of claims 33 to 35, wherein the pharmacological property
comprises oral bioavailability, capability to pass the blood-brain barrier, exclusion by the blood-
brain barrier, serum half-life, capability to penetrate cells, capability to enter subcellular

organelles or other cellular domains, or a combination thereof.

37.  The method of claim 36, wherein the pharmacological property comprises oral

bioavailability.

'38.  The method of any one of claims 33 to 37, wherein the plurality of drug
candidates comprises greater than five drug candidates, greater than 10 drug candidates, greater
than 100 drug candidates, greater than 1000 drug candidates, or greater than 10000 drug

candidates.

39. The method of any one of claims 33 to 35, wherein the plurality of drug

candidates comprises knotted-peptides.

40. The method of claim 39, wherein the unique mass signature or digest fragment
mass signature of the knotted-peptides are defined by the natural amino acid sequence of the

knotted peptides.

41. The method of any one of claims 33 to 35, wherein at least one of the drug
candidates in the plurality comprises a pre-defined number of a heavy isotope atom to modify the

unique mass signature or digest fragment mass signature of the at least one drug candidate.

42.  The method of claim 41, wherein the heavy isotope atom comprises '°C or

deuterium.

43.  The method of claim 39 or 40, wherein the unique mass signature or digest
fragment mass signature of at least one of the knotted-peptides in the plurality is defined by a
moiety conjugated to the at least one knotted-peptide.

44.  The method of claim 40, wherein the moiety is conjugated to the N-terminus of

the at least one knotted-peptide.

- 90 -



45.  The method of claim 43 or 44, wherein the moiety comprises a pre-defined
number of a heavy isotope atom to modify the unique mass signature or digest fragment mass

signature of the at least one knotted-peptide.

46.  The method of claim 45, wherein the heavy isotope atom comprises BCor

deuterium.

47.  The method of claim 39, wherein the plurality of knotted-peptides comprises
greater than 100 peptides, greater than 1000 peptides, or greater than 10000 peptides.

48.  The method of claims 33 to 47, further comprising establishing a relationship

between the structure and the pharmacological property of the drug candidates.

49.  The method of claim 48, further comprising selecting a subset of drug candidates

based on the relationship.

50. The method of any one of claims 33 to 49, further comprising obtaining a plurality

of samples at a selected time interval for a selected duration of time following administration.

51. The method of claim 50, wherein selected time intervals are 5 minutes, 10

minutes, 20 minutes, 30 minutes, 40 minutes, 50 minutes, or 60 minutes.

52. The method of claim 50, wherein selected duration of time is 1 hour, 2 hours, 3
hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11 hours, 12 hours, 15

hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120 hours.

53. A method of deterfnining a distribution profile of knotted-peptides administered to

a subject by different administration pathways, the method comprising:

administering to the subject a light knotted-peptide, the light knotted-peptide being
administered by a first route of delivery and having a lower molecular weight than a heavy
knotted-peptide having the same sequence as the light knotted-peptide;

administering to the subject the heavy knotted-peptide, the heavy knotted-peptide being
administered by a second route of delivery that is different than the first route of delivery; and

comparing a quantity of the light knotted-peptide to a quantity of the heavy knotted-
peptide obtained from a tissue or fluid sample of the subject, thereby determining the distribution *
profile of the light and heavy knotted-peptides in the subject based on the first and second routes
of delivery, respectively.
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54. A method of determining a distribution profile of knotted-peptides administered to
a subject by different administration pathways, the method comprising:

analyzing an isolated sample from a subject following administration to the subject of a
composition comprising a light knotted-peptide, the light knotted-peptide being administered by
a first route of delivery and having a lower molecular weight than a heavy knotted-peptide
having the same sequence as the light knotted-peptide;

analyzing an isolated sample from a subject following administration to the subject ofa
composition comprising the heavy knotted-peptide, the heavy knotted-peptide being administered
by a second route of delivery that is different than the first route of delivery; and

comparing a quantity of the light knotted-peptide to a quantity of the heavy knotted-
peptide obtained from a tissue or fluid sample of the subject, thereby determining the distribution
profile of the ylight and heavy knotted-peptides in the subject based on the first and second routes

of delivery, respectively.

55. The method of claim 53 or 54, wherein the light knotted peptide comprises fewer
heavier isotopes than the light knotted peptide.

56. The method of any one of claims 53 to 55, wherein the heavy knotted-peptide

comprises at least one more °C atom or deuterium atom than the light knotted-peptide.

57. The method of any one of claims 53 to 56, wherein the first knotted-peptide is

conjugated to a first moiety and the heavy knotted-peptide is conjugated to a second moiety.

58.  The method of claim 57, wherein the first moiety, second moiety, or both is

conjugated to the N-terminus of the light and heavy knotted peptide, respectively.

59. The method of claim 57, wherein the first moiety, second moiety, or both

comprises a hydrophobic moiety.

60. The method of any one of claims 53 to 59, wherein the first route and second
route of delivery are independently selected from an oral route, a topical route, a transmucosal

route, an intravenous route, an intramuscular route, and an inhalation route.

61. The method of any one of claims 53 to 60, wherein the either the first route or the

second route of delivery comprises an oral route.

62. The method of claim 57, wherein at least one *C atom is present in the first

moiety, the second moiety, or both.
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63. The method of any one of claims 53 to 62, wherein the light knotted-peptide, the
heavy knotted-peptide, or both have unique mass signature or digest mass signature when

analyzed by mass spectrometry.

64. The method of claims 53 to 63, further comprising establishing a relationship
between the structure and the pharmacological property of the drug candidates.

65. The method of claim 64, further comprising selecting a subset of drug candidates

based on the relationship.

66. The method of any one of claims 53 to 65, further comprising obtaining a plurality

of samples at a selected time interval for a selected duration of time following administration.

. 67. The method of claim 66, wherein selected time intervals are 5 minutes, 10

minutes, 20 minutes, 30 minutes, 40 minutes, 50 minutes, or 60 minutes.

68. The method of claim 66, wherein selected duration of time is 1 hour, 2 hours, 3
hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11 hours, 12 hours, 15

hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120 hours.

69. A method for identifying drug candidates having a pharmacological property, the
method comprising:

administering, to a subject, a composition comprising a plurality of drug candidates;

obtaining, from the subject, a sample comprising at least some of the drug candidates in

the plurality; and

analyzihg the sample to determine the identity of the at least some of the drug candidates

having the pharmacological property.

70.  The method of claim 69, wherein the drug candidates are selected from the group

consisting of small chemical molecules, biologics, and peptides.

71.  The method of claim 69, wherein the plurality of drug candidates comprises a

plurality of peptides.

72.  The method of claim 69, wherein the pharmacological property comprises oral
bioavailability, capability to pass the blood-brain barrier, exclusion by the blood-brain barrier,

serum half-life, capability to penetrate cells, capability to enter subcellular organelles or other
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cellular domains, capability to target organs or tissue, capability to target cancerous tissue, or a

combination thereof.

73.  The method of claim 71, further comprising generating a peptide library

comprising the at least some of the peptides having the pharmacological property.

- 74.  The method of claim 71, further comprising screening the at least some of the
peptides to identify which peptides exhibit an activity for inhibiting a protein:protein interaction,
inhibiting antagonism of a receptor, inhibiting binding of an agonist to a receptor, modulating an
ion channel, inhibiting a signaling pathway, activating a signaling pathway, and/or a inhibiting a

protein:small molecule interaction.

75.  The method of claim 74, wherein the protein:protein interaction is associated with
a disease or disorder selected from the group consisting of a cancer, an infectious disease, an
inflammatory disease, an immune disease, a metabolic disease, a cardiac disease, an aging-

related disease, and a neurologic disease.

76.  The method of claim 75, wherein the protein:protein interaction is associated with

cancer.

77.  The method of claim 71, further comprising obtaining from the subject a plurality
of samples, each sample being obtained at a different time point after administering the plurality

of peptides.

78.  The method of claim 77, analyzing at least some samples of the plurality of
samples to determine the identity of the at least some of the peptides having the pharmacological

property in each sample of the plurality.

79.  The method of claim 71, wherein the identity of the at least some of the peptides
is determined using mass spectrometry, wherein each of the peptides comprise a unique mass

signature or digest fragment mass signature detected by a mass spectrometer.

80. The method of claim 69, wherein the plurality of drug candidates comprises

greater than five drug candidates.

81. The method of claim 69, wherein the plurality of drug candidates comprises

greater than 10 drug candidates.
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82.  The method of claim 69, wherein the plurality of drug candidates comprises

greater than 100 drug candidates.

83.  The method of claim 69, wherein the plurality of drug candidates comprises

greater than 1000 drug candidates.

84.  The method of claim 69, wherein the plurality of drug candidates comprises

greater than 10000 drug candidates.

85.  The method of claim 71, wherein the plurality of peptides comprises greater than
100 peptides. '

86. The method of claim 71, wherein the plurality of peptides comprises greater than
1000 peptides.

87.  The method of claim 71, wherein the plurality of peptides comprises greater than
10000 peptides.

88.  The method of claim 71, wherein at least one peptide of the plurality of peptides

comprises a detectable label for tracing the at least one peptide in the subject.

89.  The method of claim 88, wherein the detectable label comprises a near infrared

dye.

90. The method of claim 71, wherein at least one peptide of the plurality of peptides
comprises a hydrophobic moiety conjugated to the N-terminus of the at least one peptide,
wherein the at least one peptide exhibits an increased half-life as compared to the at least one

peptide lacking the hydrophobic moiety.

91. The method of claim 90, wherein the hydrophobic moiety comprises a

hydrophobic fluorescent dye or a saturated or unsaturated alkyl group.

92.  The method of claim 69, wherein the sample comprises a tissue sample or a fluid

sample.

93.  The method of claim 92, wherein the fluid sample comprises blood, urine, mucous

or spinal fluid.

94. The method of claim 69, wherein the sample comprises blood.
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95. The method of claim 92, wherein the tissue sample comprises biopsy or necropsy

tissue.

96. The method of claim 92, wherein the tissue comprises tissue from a brain, a lung,

a kidney, a muscle, a liver, a heart, a stomach, a pancreas, or an organ.

97.  The method of claim 69, further comprising using the pharmacological property
common to the drug candidates to generate additional drug candidates having the

pharmacological property.
98.  The method of claim 69, wherein the subject is an animal.
99.  The method of claim 69, wherein the subject is a human.

100. A method of generating mass-defined drug candidate libraries, the method
comprising: |

producing a plurality of drug candidates, at least some of the drug candidates each
having a unique mass signature or digest fragment mass signature;

analyzing the plurality of drug candidates using mass spectrometry to measure the
unique mass signature or digest fragment mass signature for the at least some of drug candidates;
and

generating a mass-defined drug candidate library comprising the at least some of the
plurality of drug candidates, the drug candidate library being generated based on a
pharmacological property, wherein the identity of the drug candidates in the mass-defined drug
candidate library can be determined with the unique mass signature or digest fragment mass

signature of each of the drug candidates.

101. The method of claim 100, wherein the pharmacological property comprises oral
bioavailability, capability to pass the blood-brain barrier, exclusion by the blood-brain barrier,
serum half-life, capability to penetrate cells, capability to enter subcellular organelles or other

cellular domains, or a combination thereof.

102. The method of claim 100, wherein the pharmacological property comprises oral

bioavailability.

103. The method of claim 100, wherein the drug candidates are selected from the group

consisting of small chemical molecules, biologics, and peptides.
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104. The method of claim 100, wherein the plurality of drug candidates comprises

greater than five drug candidates.

105. The method of claim 100, wherein the plurality of drug candidates comprises
greater than 10 drug candidates.

106. The method of claim 100, wherein the plurality of drug candidates comprises
greater than 100 drug candidates.

107. The method of claim 100, wherein the plurality of drug candidates comprises

greater than 1000 drug candidates.

108. The method of claim 100, wherein the plurality of drug candidates comprises

greater than 10000 drug candidates.

109. The method of claim 100, wherein the plurality of drug candidates comprise
knotted-peptides.

110. The method of claim 109, wherein the unique mass signature or digest fragment
mass signature of the knotted-peptides are defined by the natural amino acid sequence of the

knotted peptides.

111. The method of claim 100, wherein at least one of the drug candidates in the
plurality comprises a pre-defined number of a heavy isotope atom to modify the unique mass

signature or digest fragment mass signature of the at least one drug candidate.

112. The method of claim 101, wherein the heavy isotope atom comprises BCor

deuterium.

113. The method of claim 109, wherein the unique mass signature or digest fragment
mass signature of at least one of the knotted-peptides in the plurality is defined by a moiety

conjugated to the at least one knotted-peptide.

114. The method of claim 113, wherein the moiety is conjugated to the N-terminus of

the at least one knotted-peptide.

115. The method of claim 113, wherein the moiety comprises a pre-defined number of
a heavy isotope atom to modify the unique mass signature or digest fragment mass signature of

the at least one knotted-peptide.
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116. The method of claim 115, wherein the heavy isotope atom comprises *C or

deuterium.

117. The method of claim 109, wherein the plurality of knotted peptides comprises
greater than 100 peptides.

118. The method of claim 109, wherein the plurality of knotted peptides comprises
greater than 1000 peptides.

119. The method of claim 109, wherein the plurality of knotted peptides comprises
greater than 10000 peptides.

120. A method of determining a distribution profile of knotted-peptides administefed to
a subject by different administration pathways, the method comprising:

administering to the subject a light knotted-peptide, the light knotted-peptide being
administered by a first route of delivery and having a lower molecular weight than a heavy
knotted-peptide having the same sequence as the light knotted-peptide;

administering to the subject the heavy knotted-peptide, the heavy knotted-peptide being
administered by a second route of delivery that is different than the first route of delivery; and

comparing a quantity of the light knotted-peptide to a quantity of the heavy knotted-
peptide obtained from a tissue or fluid sample of the subject, thereby determining the distribution
profile of the light and heavy knotted-peptides in the subject based on the first and second routes

of delivery, respectively.

121. The method of claim 120, wherein the light knotted peptide comprises fewer
heavier isotopes than the light knotted peptide.

122. The method of claim 120, wherein the heavy knotted-peptide comprises at least

one more °C atom or deuterium atom than the light knotted-peptide.

123. The method of claim 120, wherein the first knotted-peptide is conjugated to a first

moiety and the heavy knotted-peptide is conjugated to a second moiety.

124. The method of claim 123, wherein the first moiety, second moiety, or both is

conjugated to the N-terminus of the light and heavy knotted peptide, respectively.

125. The method of claim 123, wherein the first moiety, second moiety, or both
comprises a hydrophobic moiety.
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126. The method of claim 120, wherein the first route and second route of delivery are
independently selected from an oral route, a topical route, a transmucosal route, an intravenous

route, an intramuscular route, and an inhalation route.

127. The method of claim 120, wherein the either the first route or the second route of

delivery comprises an oral route.

128. The method of claim 120, wherein at least one '*C atom is present in the first

moiety, the second moiety, or both.

129. The method of claim 120, wherein the light knotted-peptide, fhe heavy knotted-
peptide, or both have unique mass signature or digest mass signature when analyzed by mass

spectrometry.

130. A peptide for imaging a tumor in a subject, the peptide comprising a chlorotoxin
comprising an amino acid sequence having at least three D-amino acids and the peptide having a
secondary structure configured to bind to the tumor, wherein the peptide further comprises a

detectable label.

131. The peptide of claim 130, wherein at least 10%, at least 20%, at least 30%, at least
40%, at least 50%, at least 60%, at least 70%, at least 80%, or at least 90% of the amino acids in

the peptide are D-amino acids.

132. The peptide of claim 130 or 131, having an amino acid sequence at least 80%,
83%, 86%, 89%, 90% or 92 % identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR (SEQ ID NO: 47), wherein X is
selected from K, A and R.

133. A peptide comprising an amino acid sequence having at least 80% identical to the
following sequence of MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR (SEQ ID
NO: 47), wherein at least three of the amino acids in the amino acid sequence are D-amino acids,

wherein X is selected from K, A and R.

134. The peptide of claim 133, wherein at least 50%, at least 60%, or at least 70% of

the amino acids in the peptide are D-amino acids.
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135. The peptide of any of claims 133-134, further comprising a detectable label.

136. The peptide of any of claim 130-135, wherein all the amino acids in the peptide

are D-amino acids.

137. The peptide any of claims 130-132 or 135-137, wherein the detectable label is

conjugated to the N-terminus of the peptide or conjugated to a lysine residue in the peptide.

138. The peptide of claim 137, wherein the detectable label comprises a near-infrared

dye.
139. The peptide of claim 137, wherein the detectable label comprises a cyanine dye.

140. A composition comprising the peptide of any one of claims 130-139, or a

combination thereof.

141. A method of detecting a peptide in a subject, the method comprising:
administering to the subject an effective amount of the peptide according to any of
claims 130-132 or the peptide according to any of claims 135-139 or the composition according

to claim 126, and detecting detectable label.

142. The method of claim 141, wherein the detecting comprises obtaining an image of

a region in the subject by detecting the detectable label.

143. The method of claim 142, wherein the detecting comprises intra-operative

visualization of cancerous tissue.

144. The method of claim 142, wherein visualization of the detectable label guides

surgical removal of a tumor in the subject.

145. A method of treating a disease associated with cells expressing a chlorotoxin

target, the method comprising:
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administering, to a subject in need thereof, a therapeutically effective amount of a
pharmaceutical composition comprising the peptide according to claims 130-139 or the

composition of claim 140, thereby treating the disease.

146. The method of claim 145, wherein the peptide of the composition further
comprises a cytotoxic agent, a toxin, an antisense nucleotide, a cancer drug, a nucleotide drug, a
metabolic modulator, a radiosensitizer, a peptide therapeutic, a peptide-drug conjugate, or a

combination thereof.

147. The method of claim 145 or of claim 146, wherein the disease comprises
cancerous tissue associated with glioma, skin cancer, lung cancer, lymphoma,
medulloblastoma, prostate cancer, pancreatic cancer, breast cancer, mammary cancer, colon

cancer, sarcoma, oral squamous cell carcinoma, hemangiopericytoma, or a combination thereof.
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ABSTRACT OF THE DISCLOSURE
Methods and systems for discovering drug candidates are disclosed. Methods and systems can
include generating libraries of potential drug candidates (e.g., libraries of peptides) that can be
screened to identify sub-libraries of potential drug candidates (e.g., sub-libraries of peptides)
having selected pharmécological properties. Methods of making and using peptide libraries are
also provided. D-amino acid chlorotoxins and D-amino acid chlorotoxin variants are also

provided.
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METHODS FOR SCREENING

CROSS REFERENCES TO RELATED APPLICATIONS

[0001] The present application claims the benefit of U.S. Provisional Application No.
61/735,516 filed December 10, 2012 and U.S. Provisional Application No. 61/794,685 filed
March 15, 2013, both of which are incorporated by reference in their entirety.

STATEMENT AS TO FEDERALLY SPONSORED RESEARCH
[6002] This invention was made with the support of the United States government under
Contract numbers RO1CA135491, NIH ROI A1059543, A1094419, and 97786 by the
National Institutes of Health.

BACKGROUND OF THE INVENTJON
[0003] Efforts towards drug discovery continue to use vast techsiical and financial resources to
identify and develop new and useful drugs. Unfortunately, fihding new drugs has continued to
be difficult. For example, the development of less damaging, more precisely targeted cancer
therapies is essential in order to relieve patients’ suffeping and improve treatment success. But
even after decades of rescarch, scientists still struggle to identify therapeutic compounds with the
right mix of medicinal and cancer-targeting properties.
[0004] A wide variety of types of compoundg have been studied and pursued for different
therapeutic purposes. For example, small €hemical molecules and larger biologics (e.g.,
antibodies) have been used for a plethora of therapeutic applications with varied success. Some
smaller peptides have also been shoyn to be useful as drugs, e.g., by virtue of their natural
potency.
[0005] Despite the numerous gxamples of drugs that have been discovered, there is still a need
for new drug discovery platforms, further identification of useful drugs that have, e.g., improved
pharmacological properti€s, and improved methods for making and analyzihg potential drug

candidates.

SUMMARY OF THE INVENTION
[0006] The présent invention relates to drug discovery platforms and methods. In some aspects,
the present/nvention relates to methods of generating libraries of potential drug candidates (e.g.,
libraries/of peptides) that can be screened to identify sub-libraries of potential drug candidates

(e.g.,Aub-libraries of peptides) having selected pharmacological properties. In certain aspects,
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the present invention relates to methods of identifying drug candidates (e.g., peptides) that can be
lead compounds for further drug development by additional modification of the pharmacological
properties of the identified candidates. The present invention also includes methods of making
libraries of potential drug candidates (e.g., libraries of peptides). In various aspects, the pres ht
disclosure relates to methods for identifying a drug candidate having a pharmacological property,
the method comprising, analyzing an isolated sample from a subject following adminigtration of

a plurality of drug candidates to the subject; and identifying in the isolated sample g# lcast one

drug candidate having the pharmacological property.
[0007] In some aspects, the present disclosure relates to methods for identifyjfig drug candidates
having a pharmacold gical property, the method comprising, administering/to a subject, a
composition comprising a plurality of drug candidates; obtaining, from/the subject, a sample
comprising at least some of the drug candidates in the plurality; and Analyzing the sample to
determine the identity of the at least some of the drug candidates having the pharmacological
property.
[0008] In some aspects, the present disclosure relates to mgthods of generating a mass-defined
drug candidate library where the method comprises progducing a plurality of drug candidates, at
least some of the drug candidates each having a unigde mass signature or digest fragment mass
signature and analyzmg(fche plurality of drug candidates using mass spectrometry to measure the
unique mass signature or digest fragment masy/signature for the at least some of drug candidates.
In certain embodiments, the methods inclugé generating a mass-defined drug candidate library
comprising the at least some of the plurafity of drug candidates, the drug candidate library being
generated based on a pharmacologica! property, wherein the identity of the drug candidates in the
mass-defined drug candidate libra; can be determined with the unique mass signature or digest
fragment mass signature of each of the drug candidates.

[0009] In some aspects, the present disclosure relates to methods for identifying a library of drug
candidates having a pharpdacological property where the method comprises analyzing an isolated
sample from a subject following administration of a plurality of drug candidates to the subject. In
certain embodimengs, the library of drug candidates are from the mass-defined drug candidate
library provided fierein. In certain embodiments, the methods include identifying in the isolated
sample at leagt one drug candidate having the pharmacological property.

[0010] In gome aspects, the present disclosure relates to methods for identifying library drug
candidafes having a pharmacological property where the method comprises administering to a

subject a plurality of library drug candidates, wherein the library drug candidates are from the
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mass-defined drug candidate library provided herein, obtaining, from the subject, a sample
comprising at least some of the plurality of library drug candidates; and analyzing the sample t
determine the identity of the at least some of the plurality of library drug candidates having the

pharmacological property.

[0011] In some aspects, the present disclosure provides methods of determining a distribution

peptide being administered by a first route of delivery and having a lower molécular weight than
a heavy knotted-peptide having the same sequence as the light knotted-peptide; administering to
the subject the heav& knotted-peptide, the heavy knotted-peptide being gdministered by a second
route of delivery that is different than the first route of delivery; and gomparing a quantity of the
light knotted-peptide to a quantity of the heavy knotted-peptide obtained from a tissue or fluid
sample of the subject, thereby determining the distribution profile of the light and heavy knotted-
peptides in the subject based on the first and second routes of delivery, respectively.

[6012] In some aspects, the present disclosure provides péptides for imaging a tumor in a subject,
the peptide comprising a chlorotoxin comprising an amfino acid sequence having at least three D-
amino acids and the peptide having a secondary struCture configured to bind to the tumor,
wherein the peptide further comprises a detectable label.

[0013] In some aspects of the present disclosgdre, methods are provided for treating a discase
associated with cells expressing a chlorotgXin target, the method comprising: administering, to a
subject in need thereof, a therapeutically effective amount of a pharmaceutical composition
comprising a peptide according to thé present disclosure or a composition comprising a peptide

of the present disclosure, thereby treating the disease.

CORPORATION BY REFERENCE
[0014] All publications, patents, and patent applications mentioned in this specification are
herein incorporated by pference to the same extent as if each individual publication, patent, or

patent application wgs specifically and individually indicated to be incorporated by reference.

BRIEF DESCRIPTION OF THE DRAWINGS
[0015] The ngvel features of the invention arc sct forth with particularity in the appended claims.
A better upderstanding of the features and advantages of the present invention will be obtained
by referénce to the following detailed description that sets forth illustrative embodiments, in

the principles of the invention are utilized, and the accompanying drawings of which:
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[0016] FIG. 1 provides a gel image showing a variety of scaffolds, in accordance with an
embodiment of the present invention.

[0017] FIG. 2 depicts a schematic of initial library creation from PCR assembly to protein
harvesting. One potential patch of surface residues (DHQ loop) is shown to illustrate the ra; ciom
mutagenesis approach for the initial peptide libraries. Residues K15 and K23 have been hutated
to alanine to facilitate chemical conjugations. /

[0018] FIG. 3 illustrates an cxample method of generating peptide libraries, in accotdance with
an ¢mbodiment of the present invention.

[0019] FIG. 4 shows an example method of producing peptide libraries, in agtordance with an
embodiment of the pfesent invention.

[0020] FIG. 5 depicts an example fusion system that can be used to mgke knottins (e.g., bubble
protein), in accordance with an embodiment of the present inventiop.

[0021] FIG. 6 shows analysis of a large library using mass spectrometry, in accordance with an
embodiment of the bresent invention.

[0022] FIG. 7 shows an example method of using siderocgdin fusions to express knottin variants,
in accordance with an embodiment of the present invention. ’

[0023] FIG. 8 depicts SDS-PAGE analysis of expregéing knottin scaffolds, in accordance with
embodiments of the present invention.

[6024] FIG. 9 provides a schematic of pooled fibrary production, in accordance with an
embodiment of the present invention. FIG,9B is an expanded view of FIG. 9A.

[0025] FIG. 10 describes representative Aequencing data from a cloned knottin library, in
accordance with an embodiment of th€ present invention.

[0026] FIG. 11 shows SDS-PAGE analysis of 3000 member knottin libraries, in accordance with
embodiments of the present inyéntion.

[0027] FIG. 12 shows an asgessment of mutational tolerance by reverse proteomics, in

accordance with embodirgents of the present invention.

ETAILED DESCRIPTION OF THE INVENTION
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Generating Selected Libraries

[0029] In one aspect, the present invention relates to methods and systems for generating
libraries of potential drug candidates (c.g., librarics of small chemical molecules, biologics,
peptides, and any derivatives or ﬁégmcnts thereof) that can be screened to identify sub-libra es
of potential drug candidates (e.g., sub-libraries of small chemical molecules, biologics, peptides,

and any derivatives or fragments thereof) having selected pharmacological properties. /In

contrast to conventional drug screening methods that screen one potential drug cangdate at a
time, the present invention first screens a library of potential drug candidates (¢.g., greater than
100 candidates) to search for certain drug-like qualities for some or all of the andidates in the
library. Screening of the library can include administering some or all of the potential drug
candidates in the library to a subjéct and determining which of the drug/candidates possess a
pharmacological property of interest. For example, large libraries of potential drug candidates
can be screened for certain pharmacological properties, such as, put not limited to, oral
bioavailability, phafmacokinetics, distribution, targeting capapility, serum half-life, tissue
penetration, tumor penetration, and/or blood-brain barrier penetration. The initial screen of the
library can be used to identify sub-libraries of potential drug candidates that share at least one
pharmacological prbperty, thereby generating panels/0f optimized drug candidates for subsequent
target-based or phenotypic screens. In some embgdiments, the screening of the libraries can be
used to identify potentia'l. drug candidates that ghare more than one pharmacological property. In
some embodiments, at least one peptide of the plurality of peptides comprises a hydrophobic
moiety conjugated to the N-terminus of the at least one peptide, wherein the at least one peptide
exhibits an increased half-life as compgared to the at least one peptide lacking the hydrophobic
moiety. In certain embodiments, the hydrophobic moiety comprises a hydrophobic fluorescent

dye or a saturated or unsaturated alkyl group.

[0030] In some aspects of ghe present disclosure, the plurality of drug candidates comprises a

plurality of peptides.

[6631] In some aspécts of the present disclosure, the plurality of drug candidates comprises a

plurality of sma}t chemical molecules.

[0032] In sgme aspects of the present disclosure, the plurality of drug candidates comprises a

plurality/6f biologics.
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[0033] In some embodiments, the pharmacological property comprises oral bioavailability,
capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,

capability to penetrate cells, capability to enter subcellular organelles or other cellular domain,

or a combination thereof. In certain embodiments, the pharmacological property comprises 6ral
bioavailability. ,
[0034] As used herein, the term “drug candidate” means any agent that could potenti iy elicit an
effect on a target or subject. In some aspects, the drug candidate may have a thergpeutic effect.
Exemplary drug candidates may include, but are not limited to, small chemical fmolecules,
biologics, peptides, and any derivatives or fragments thereof.
[0035] As used heréin, a “pharmacological property” is a property of a dylig candidate that can be -
used to characterize the potential of a drug candidate to elicit an effect/on a target or subject.
Exemplary pharmacologic properties may include, but are not limiféd to, oral bioavailability,
capability to passthe blood-brain barrier, exclusion by the bloog-brain barrier, serum half-life,
capability to penetrate cells, capability to enter subcellular ogganelles or other cellular domains,
and the like.
[0036] In some embodiments, the screening of the librafies can be used to identify candidates
that share 2 pharmacological properties, 3 pharmacglogical properties, 4 pharmacological
properties, 5 pharmacological properties, 6 pharpfacological properties, 7 pharmacological
properties, 8 pharmacological properties, 9 phdrmacological properties or 10 pharmacological
properties. In some embodiments, the screéning of the libraries can be used to identify potential
drug candidates sharing more than 10 pfarmacological properties.

[0037] Large numbers of drug candidates can be administered to a subject and screened to
determine, ¢.g., which drug candidates have pharmacological properties of interest. For example,
the methods can include admindstering more than five drug candidates, more than ten drug
candidates, more than 50 drig candidates, more than 100 drug candidates, more than 500 drug
candidates, more than 1000 drug candidates, more than 1500 drug candidates, more than 2000
drug candidates, moreAhan 3000 drug candidates, more than 5000 drug candidates, more than
8000 drug candidatgs, or more than 10000 drug candidates.

[0038] In some, £mbodiments the library screens can be used to identify candidates with an
ability to crosé the blood brain barrier. In certain embodiments, the screens can be used to
identify caddidates based on serum half-life, oral bioavailability, proteolytic degradation,
toxicity/clearance, capability to penetrate cells or capability to enter sub cellular organelles. In

somg’examples, the screening can be used to identify members of the library with more than one
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desired pharmacological properties. For example, the screening can be used to identify
candidates that exhibit two or more of the properties, such as the ability to cross the blood brai

barrier, exclusion by the blood-brain barrier, optimum serum half-life, oral bioavailability,

reduced proteolytic degradation, capability to penetrate cells or a capability to enter sub c¢llular
organelles, capability to target organs or tissue, and/or capability to target cancerous tiggue. In
some embodiments, screening of the peptides can be performed to identify which p ;tides
exhibit an activity for inhibiting a protein:protein interaction, inhibiting antagonigm of a receptor,
inhibiting binding of an agonist to a receptor, modulating an ion channel, inhjbiting a signaling
pathway, activating a signaling pathway, and/or a inhibiting a protein:smalymolecule interaction.
The activity of the peptides (¢.g., the protein:protein interaction) can be dssociated with a disease
or disorder, such as, e.g., a cancer, an infectious disease, an inflammafory disease, an immune
disease, a metabolic disease, a cardiac disease, an aging-related digease, and a neurologic disease.
[6039] As used herein, the term “protein:protein interaction” myéans a physical contact between
one protein and another which can be transient or permaneny/ The interaction of a first protein
with a second protein may cause an effect on either the figst or the second protein such that the
effect changes either the first or the second or both profeins in a detectable manner.

[0040] In some aspects, the methods of generating Mbraries of the present invention can include
iterative processes that progressively enrich for gtib-libraries of drug candidates (e.g., small
chemical molecules, b{ologics, peptides, and dny derivatives or fragments thereof) having one or
more drug-like properties, such as those dg&cribed above. For example, in a first screen,
thousands of candidates (e.g., small chefnical molecules, biologics, peptides, and any derivatives
or fragments thereof) can be tested fgr one or more of the pharmacological properties, such as
cell penetration, oral bioavailabiljty, serum half-life, blood-brain barrier penetration, exclusion by
the blood-brain barrier, capability to target organs or tissue, and/or capability to target cancerous
tissue. The identified drug gandidates that possess certain properties can then be screened again
to generate a subsequent Hbrary of candidates possessing other pharmacological properties. The
subsequent screen can/dnclude any desired number of the identified drug candidates from the first
screen. Another suplibrary of candidates can be generated after the iteration from the first screen
and the second s¢reen. Any number of iterations can be used. In some embodiments, the

screening mephods of this invention include 1 iteration, 2 iterations, 3 iterations, 4, 5 iterations, 6

iterations, 7 iterations, 8 iterations, 9 iterations, 10 iterations, 11 iterations, 12 iterations, 13
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for every iteration. For example, in one round the library of the candidates (e.g., peptides) could
be tested for capability to cross the brain blood barrier. In the second iteration, the library could
be tested for one or more pharmacological properties including serum half-life. /
[0041] Furthermore, through, e.g., iterative modeling and structural analysis, rules can be | ,
identified to allow for better selection of drugs for lead compound identification. With péptide

libraries, e.g., the peptides can have a variety of common characteristics that cause the peptides

to have certain drug-like properties. Rules can be identified to help define which of the peptides
may be more likely to have the drug-like properties. For example, rules can ingfude acidic/basic
amino acid ratios, hydrophobic/hydrophilic ratios or absolute percentage, neighboring amino acid

substitutions, and/or leﬁgths of structural loops in the peptides.

[0042] In some aspects, the drug candidate is a small chemical molecyde. With small chemical
molecule libraries, e.g., the small chemical can have a variety of cofnmon characteristics that
cause the small chemical molecules to have certain drug-like properties. Rules can be identified
to help define which of the small chemical molecules may be/more likely to have the drug-like
properties. In various aspects, rules can include parametep$ for absorption, distribution,
metabolism, and excretion, which are indicative of utiljty as a potential drug. For example, rules
can include hydrogen bonding, lipophilicity, molecylar weight, pKa, polar surface area, shape,
reactivity, solubility, permeability, chemical stabflity, metabolism (phases I and II), protein and
tissue binding, transport (e.g., uptake, efflux),Clearance, half-life, bioavailability, drug-drug
interactions, LDs, and the like.

[0043] In some embodiments, a rule copld include having the first residue of the members of the
library to be glycine in order to faciljtate cleavage of fusion proteins. The rules could also
include that no proline and cysteipe residues be mutated or that glycine mutation in alpha helices
be avoided. The rule could ingfude avoiding mutation schemes that change all the amino acid
residues to highly hydrophgbic amino acids. Examples of hydrophobic acids include
phenylalanine, tryptophag, isoleucine, leucine, valine, and methionine. In other cases, rules
could indicate bias towards mutation of common protein-protein hotspot residues. Such residues
can include tyrosing, tryptophan, phenylalanine, isoleucine, histidine, aspartic acid and arginine
moieties. In sorde embodiments, rules could also favor mutation of structurally adjacent

residues. A pdle, e.g., could require that mutations in the alpha helices be biased towards the




WO 2014/093406 PCT/US2013/074218 /

could include mutations at structurally adjacent residues. The rules can also include retaining the
cysteine residues are not mutated and/or moved in order to preserve any cysteine knots that mig
be present in the peptides.

[0044] In some embodiments, the rules could also include identifying the number of mutagdons
per peptide construct. In some aspects, a rule might include a number of mutations in the range
of 4-8 amino acid mutations per peptide construct. In some aspects, a rule could inc ‘de about 4
amino acid mutations, about 5 amino acid mutations, about 6 amino acid mutatioms, about 7
amino acid mutations or about 8 amino acid mutations per peptide construct. Jfi some aspects,
the rules could include that no lysine be present in the peptide sequence in gfder to facilitate
conjugation of the péptide libraries at the N-terminus. The rules could al8o be designed to
facilitate easier identification and analysis of the peptide libraries. Fof example a rule could
include having every peptide be identifiable by a unique mass signdture or unique fragment mass
signature in order or-aid identification by MS.

[0045] As used herein, the term “fragment” refers to a portioh of a peptide or a protein which is
generated by cleavage of a peptide or protein from which/the fragment was derived.

[0046] As used herein, the term “mass signature” refepd to the pattern of peaks output by a mass
spectrometer by performing an analysis of fragmengs of at least one protein or at least one
peptide. The mass sigr}ature may be unique for gach fragment or the mass signature may be the
same for some fragments.

[0047] In addition to generating selected libraries, the present invention provides further
advancements to discovering drugs basgd on knottins (or knotted peptides). For example, the
present invention can provide knotted peptides having longer serum half life (¢.g., by
conjugation), knotted peptides haxing better solubility, time and cost efficient ways to produce
libraries diversities of variants/fanging from the tens to hundreds to thousands and more peptides,

methods for generating properly folded knotted peptides, and methods for producing high yields

focused selection of potential drug candidates that may have a higher probability of proving to be
a lead compoung for further drug development. Conventional drug discovery, for example,
typically focySes initially on a target and develops drug leads with potency in vitro.
Unfortunagely, the drug leads identified in vitro can have problems with, e.g., pharmacological
propertis or dosing when administered in vivo. For example, conventional approaches identify a

ical function of a particular drug candidate and then issues of blood-brain barrier
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penetration, serum half-life, etc. are left to fix later. In most cases, any éttempts to fix an active
molecule destroy the activity. The approaches of the present invention in a sense turn drug
discovery on its head by, ¢.g., screening for “pre-selected” libraries in vivo, sclected for /
biologically relevant properties, directing the modification/evolution of desired drug-like any .
pharmacological properties, and enabling efficient and rapid synthesis of thousands of variants
that can be further tested and screened to more efficiently and selectively identify lea '
compounds of interest. Limiting additional screening, e.g., molecules that already possess the
drug-like qualities required by the final molecule can assist with avoiding sclecti#on of drug
candidates lacking a necessary pharmacological property that might not be igéntified until later in
the conventional apﬁroaches.

[0049] The methods of generating libraries of the present invention cap’be applied to any type of
potential drug candidate. Examples of potential drug candidates cap/include, e.g., any
biologically, physiologically, or pharmacologically active substagces that act locally or
systemically in a subject. For example, libraries of small chepical molecules, peptides, and/or
larger biologics (e.g., antibodies) can be screened (e.g., in ¥itro or in vivo). For example, existing
libraries of small molecule drugs can be selected and adsinistered to a subject to identify sub- |
libraries of the small molecule drugs that have pharmpacological properties of interest. Similarly,
existing libraries of biologics (e.g., antibodies) carl be selected and administered to a subject to
identify sub-libraries of the small molecule drygs that have certain pharmacological properties.
As will be further described herein, the pregént invention further includes screening of peptides
that can provide unique properties as copipared to small chemical molecules and/or large
biologics (e.g., antibodies). In one exdmple, a particular target of interest could be screened
against libraries (e.g., peptide librgfies) that were already pre-selected to have drug-like
properties aligned with those ofthe target. For example, if the target was in the central nervous
system (CNS), a library of dfug candidates that passed the blood-brain barrier could be screened
for the CNS target. Alterdatively, a drug screen for osteoarthritis could use a library designed to
target cartilage. Once 4 lead was identified, then variants (e.g., thousands of variants) could be
synthesized and scrgened in the same way to narrow down the number of potential lead
compounds.

[0050] In som€ embodiments, the methods of the present invention can be used for generating
small molgéule libraries of potential drug candidates. For example, drug candidates can include
known drugs such as those described in well-known literature references such as the Merck

Indey, the Physicians Desk Reference, and The Pharmacological Basis of Therapeutics, and they
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include, without limitation, medicaments; vitamins; mineral supplements; substances used for the
treatment, prevention, diagnosis, cure or mitigation of a disease or illness; substances which
affect the structure or function of the body; or prodrugs, which become biologically active or

more active after they have been placed in a physiological environment. Candidates can alsg /

include, for example, small molecules, antibiotics, antivirals, antifungals, enediynes, heavy metal
complexes, hormone antagonists, non-specific (non-antibody) proteins, sugar oligomerg
aptamers, oligonucleotides (e.g., antisense oligonucleotides that bind to a target nucj€ic acid
sequence (¢.g., mRNA sequence)), siRNA, shRNA, peptides, proteins, radionuclides, and
transcription-based pharmaceuticals. In some embodiments, potential drug cghdidates can
include nucleic acids, peptides, small molecule compounds (e.g., pharmacgfitical compounds),
and peptidomimetics.

[0051] In certain aspects, drug candidates can be provided from largg libraries of synthetic or
natural compounds (e.g., pharmaceutical small molecule compourids and/or peptides). One
example is an FDA approved library of compounds that can bg’used by humans. In addition,
synthetic compound libraries are commercially available figm a number of companies including
Maybridge Chemical Co. (Trevillet, Cornwall, UK), Cofmgenex (Princeton, N.J.), Brandon
Associates (Mefrimack, N.H.), and Microsource (New Milford, Conn.), and a rare chemical
library is available from Aldrich (Milwaukee, Wig/). Combinatorial libraries are available and
can be prepared. Alterﬂatively, libraries of natdral compounds in the form of bacterial, fungal,
plant and animal extracts are also available, /Aor example, Pan Laboratories or MycoSearch, or
can be readily prepared by methods wellknown in the art. Compounds isolated from natural
sources, such as animals, bacteria, fupgi, plant sources, including leaves and bark, and marine
samples may be assayed as candiddtes for the presence of potentially useful pharmaceutical
agents. Several commercial libraries can immediately be used in the screens. Such libraries-can
include of analogues of natugally occurring or synthetic small molecules. Non limiting examples
of naturally occurring smgll molecules include alkaloids, glycoside, lipids, phenazines, phenols,
polyketide, terpenes, tefrapyrroles or nonribosomal peptides.

[0052] The small molecules to be screened as potential drug candidates can have molecular
weights in the radge if 200-1000 Da. In some embodiments, the potential drug candidates can
have a molecylar weight in the range of about 200-900 Da, about 200-800 Da, about 200-700 Da,
about 200-600 Da, about 200-500 Da, about 200-400 Da, about 200-300 Da, about 300-1000 Da,
about 390-900 Da, about 300-800 Da, about 300-700 Da, about 300-600 Da, about 300-500 Da,

aboyt 300-400 Da, about 400-1000 Da, about 400-900 Da, about 400-800 Da, about 400-700 Da,
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about 400-600 Da, about 400-500 Da, about 500-1000 Da, about 500-900 Da, about 500-800 Da,
about 500-700 Da, about 500-600 Da, about 600-1000 Da, about 600-900 Da, about 600-800 Da,
about 600-700 Da, about 700-1000 Da, about 700-900 Da, about 700-800 Da, about 800-1000,/
Da, about 800-900 Da, about 900-1000 Da, about 1000-1500 Da, about 1500-2000 Da, about
2000-2500 Da, about 2500-3000 Da, about 3000-3500 Da, about 3500-4000 Da, about 48900-
4500 Da, or about 4500-5000 Da. '

[0053] In some aspects, the present invention includes methods and systems for gofierating large
libraries of knotted peptides (also referred to as “knottins”). These kinds of pepfides arc often
found in the venom of poisonous animals and have evolved over millions of gears to have
remarkable serum sfability and to bind specific targets. In an example epdbodiment, the present
invention relates to knotted peptides that can include 135-40, or in somg’embodiments 11-57,
amino acid, toxin-like, disulfide-linked peptides as potential drug sgaffolds. Libraries of these
knotted peptides can be generated and then further categorized by in vivo selection from the
library of those peptide candidates with appropriate “drug like properties,” such as
pharmacokinetics, distribution, oral availability, specific tj$sue distribution or targeting capability
(e.g., tumor). Some selected properties of the generated peptide libraries and/or individual drug
peptides can include 1) GI stability/oral bioavailabiliy, 2) controllable/programmable
pharmacokinetics, 3) ability to disrupt protein/profein interactions, 4) ability to cross the blood-
brain barrier, 5) ability to penetrate cells, ability to penetrate specific organelles and/or cellular
compartments, 6) potential for selectable tigsue/organ targeting, 7) ability to be conjugated
specifically to imaging agents or drugs, £) “programmable diversity” (e.g., DNA encodes specific
positions that can be fixed, variable, gr selectively variable, 9) readily engineered (because the
peptides can be “programmed” by/DNA coding sequences), and 10) potential for programmable
intracellular targeting (e.g., incgrporation of nuclear translocation sequences).

[0054] The present inventiofl further includes pepﬁde scaffolds that, e.g., can be used as a
starting point for generatidg peptide libraries. In some embodiments, these scaffolds can be
derived from a variety0f knotted peptides (or knottins). As referred to herein, “knotted peptides”
or “knottins” includé, for example, small disulfide-rich proteins characterized by a disulfide
through disulfidg’knot. This knot can be, e.g., obtained when one disulfide bridge crosses the
macrocycle fofmed by two other disulfides and the interconnecting backbone. In some aspects,
the knotted/peptides can include, e.g., growth factor cystine knots or inhibitor cystine knots.
Other pefssible peptide structures include peptide having two parallel helices linked by two

disulfide bridges without - sheets (e.g., hefutoxin). Some suitable peptides for scaffolds can
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include, but are not limited to, chlorotoxin, brazzein, circulin, stecrisp, hanatoxin, midkine,
hefutoxin, potato carboxypeptidase inhibitor, bubble protein, attractin, a-GI, a-GID, p-PHIA, .
MVIIA, o-CVID, ¢-MrlA, p-TIA, conantokin G, contulakin G, GsMTx4, margatoxin, shK, t
K, chymotrypsin inhibitor (CTI), and EGF epiregulin core. As shown in FIG. 1, several ofthese
scaffolds, e.g., epiregulin, hefutoxin, bubble, chlorotoxin and CTI, can be produced using the
methods of the present invention and identified on a gel. }
[0055] Based on a particular scaffold, larger libraries of scaffold variants can be generated (e.g.,
with diversity of tens, hundreds, thousands, tens of thousands, hundreds of thodsands, or more
different scaffold variants). Random or predefined mutagenesis can be used, e.g., to design the

identification of

Iibraries of scaffold variants. In some instances, the methods can includ.
conserved amino acid residues in the peptide scaffold, and residues inwolved in forming tertiary
structures, then biosynthesis of peptides with controlled variability/ by encoding the peptides
with nucleotides designed to conserve necessary amino acids, while varying other positions. For
example, scans of the amino acids through the loop regions of a scaffold can be conducted
systematically, applying mutagenesis to three residue patghes and judging the outcome by
tandem mass spectrometry. Once the mutation-tolerant regions are defined, this information can
be used to make larger libraries through the mutatigh of larger numbers of residues.
[0056] In some embodiments, the methods descyibed herein can use more than 10 peptide
variants, 20 peptide variants, 30 peptide varignts, 40 peptide variants, 50 peptide variants, 60
peptide variants, 70 peptide variants, 80 pgptide variants, 90 peptide variants, 100 peptide
variants, 110 peptide variants, 120 peptide variants, 130 peptide variants, 140 peptide variants,
150 peptide variants, 160 peptide variants, 170 peptide variants, 180 peptide variants, 190
peptide variants, 200 peptide varjdnts, 210 peptide variants, 220 peptide variants, 230 peptide
variants, 240 peptide variants, 250 peptide variants, 260 peptide variants, 270 peptide variants,
280 peptide variants, 290 pg¢ptide variants, 300 peptide variants, 350 peptide variants, 400
peptide variants, 450 peptide variants, 500 peptide variants, 550 peptide variants, 600 peptide
variants, 650 peptide yariants, 700 peptide variants, 750 peptide variants, 800 peptide variants,
850 peptide variants, 900 peptide variants, 950 peptide variants, 1000 peptide variants, 1100
peptide variants/ 1200 peptide variants, 1300 peptide variants, 1400 peptide variants, 1500
peptide variagts, 1600 peptide variants, 1700 peptide variants, 1800 peptide variants, 1900
peptide variants, 2000 peptide variants, 2500 peptide variants, 3000 peptide variants, 3500
peptide/variants, 4000 peptide variants, 4500 peptide variants, 5000 peptide variants, 6000

peptide variants, 7000 peptide variants, 8000 peptide variants, 9000 peptide variants, 10,000
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peptide variants, 11,000 peptide variants, 12,000 peptide variants, 13,000 peptide variants,
14,000 peptide variants, 15,000 peptide variants, 16,000 peptide variants, 17,000 peptide
variants, 18,000 peptide variants, 19,000 peptide variants, 20,000 peptide variants, 21,000

peptide variants, 22,000 peptide variants, 23,000 peptide variants, 24,000 peptide variants, ,
25,000 peptide variants, 26,000 peptide variants, 27,000 peptide variants, 28,000 peptid
variants, 29,000 peptide variants, 30,000 peptide variants, 34,000 peptide variants, 35 .00
peptide variants, 36,000 peptide variants, 37,000 peptide variants, 38,000 peptide
39,000 peptide variants, 40, 000 peptide variants, 41,000 peptide variants, 42,000 peptide
variants, 43,000 peptide variants, 44,000 peptide variants, 45,000 peptide vapiants, 46,000
peptide variants, 47,k000 peptide variants, 48,000 peptide variants, 49,000 'eptide vérianfs,
50,000 peptide variants, 5,5000 peptide variants, 60,000 peptide varianfs, 65,000 peptide
variants, 70,000 peptide variants, 75,000 peptide variants, 80,000 pgptide variants, 85,000
peptide variants, 90,000 peptide variants, 95,000 peptide variantg, 100,000 peptide variants,
110,000 peptide variants, 120,000 peptide variants, 130,000 péptide variants, 140,000 peptide
variants, 150,000 peptide variants, 160,000 peptide variang, 170,000 peptide variants, 180,000
peptide variants, 190,000 peptide variants, 200,000 peptide variants, 210,000 peptide vafiants,
220,000 peptide variants, 230,000 peptide variants, 240,000 peptide variants, 250,000 peptide
variants, 260,000 pepti@c variants, 270,000 peptige variants, 280,000 peptide variants, 290,000
peptide variants, or 300,000 peptide variants. An some embodiments more than about 300,000
peptide variants can be produced and/or usgd according to the methods of the present invention.
[0057] In some embodiments, about 100-15,000 peptides variants, 100-14,000 peptides variants,
100-13,000 peptides variants, 100-12/000 peptides variants, 100-11,000 peptides variants, 100-
10,000 peptides variants, 100-9000 peptides variants, 100-8000 peptides variants, 100-7000
peptides variants, 100-6000 peptides variants, 100-5000 peptides variants, 100-4000 peptides
variants, 100-3000 peptides frariants, 100-2000 peptides variants, 100-1000 peptides variants,
100-900 peptides varianty/ 100-800 peptides variants, 100-700 peptides variants, 100-600
peptides variants, 100,500 peptides variants, 100-400 peptides variants, 100-300 peptides
variants, 100-200 pgptides variants can be produced and/or used.

[0058] In some gimbodiments, less than 100 peptide variants can be used. In some embodiments
about 10-100 peptide variants, about 10-90 peptide variants, about 10-80 peptide variants, about
10-70 peptide variants, about 10-60 peptide variants, about 10-50 peptide variants, about 10-50
peptide fariants, about 10-40 peptide variants, about 10-30 peptide variants, about 10-20 peptide
ts, about 20-100 peptide variants, about 20-90 peptide variants, about 20-80 peptide
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variants, about 20-70 peptide variants, about 20-60 peptide variants, about 20-50 peptide
variants, about 20-40 peptide variants, about 20-30 peptide variants, about 30-100 peptide
variants, about 30-90 peptide variants, about 30-80 peptide variants, about 30-70 peptide

variants, about 30-60 peptide variants, about 30-50 peptide variants, about 30-40 peptide | ‘
variants, about 40-100 peptide variants, about 40-90 peptide variants, about 40-80 peptjde
variants, about 40-70 peptide variants, about 40-60 peptide variants, about 40-50 pe (de
variants, about 50-100 peptide variants, about 50-90 peptide variants, about 50-80'peptide
variants, about 50-70 peptide variants, about 50-60 peptide variants, about 60-Y00 peptide
variants, about 60-90 peptide variants, about 60-80 peptide variants, about '-70 peptide

variants, about 70-100 peptide variants, about 70-90 peptide variants, abgut 70-80 peptide
variants, about 80-100 peptide Vériants, about 80-90 peptide variants,/6r about 90-100 peptide
variants can be used in the methods of the present invention . In sgme embodiments less than
about 90 peptide variants, about 80 peptide variants, about 70 péptide variants, about 60 peptide
variants, about 50 peptide variants, about 40 peptide variants/ about 30 peptide variants, about 20
peptide variants or about 10 peptide variants can be used # the methods of the present invention.
[0059] In some embodiments, the peptides used in the methods of the present inventioﬁ can
include about 2-100 amino acids. In some embodirgents, the peptides of the present invention

can include about 10-100 amino acids, about 10-90 amino acids, about 10-80 amino acids, about
10-70 amino acids, abc;ut 10-60 amino acids, dbout 10-50 amino acids, about 10-40 amino acids,
about 10-30 amino acids, about 10-20 amixo acids, about 20-30 amino acids, about 20-40 amino
acids, about 20-50 amino acids, about 20-60 amino acids, about 20-70 amino acids, about 20-80
amino acids, about 20-90 amino acids, about 20-100 amino acids, about 30-40 amino acids, about
30-50 amino acids, about 30-60 arhino acids, about 30-70 amino acids, about 30-80 amino acids,
about 30-90 amino acids, aboyt 30-100 amino acids, about 40-30 amino acids, about 40-60
amino acids, about 40-70 amiino acids, about 40-80 amino acids, about 40-90 amino acids, about
40-100 amino acids, aboyt 50-60 amino acids, about 50-70 amino acids, about 50-80 amino acids,
about 50-90 amino acids, about 50-100 amino acids, about 50-100 amino acids or about 60-70
amino acids, about 60-80 amino acids, about 60-90 amino acids, about 60-100 amino acids, about
70-80 amino acids, about 70-90 amino acids, about 70-100 amino acids, about 80-90 amino acids,
about 80-100Amino acids, or about 90-100 amino acids. In some embodiments, the peptides of
the preseny/invention can include about 10 amino acids, about 11 amino acids, about 12 amino
acids, agout 13 amino acids', about 14 amino acids, about 15 amino acids, about 16 amino acids,

17 amino acids, about 18 amino acids, about 19 amino acids, about 20 amino acids, about
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21 amino acids, about 22 amino acids, about 23 amino acids, about 24 amino acids, about 25
amino acids, about 26 amino acids, about 27 amino acids, about 28 amino acids, about 29 amino
acids, about 30 amino acids, about 31 amino acids, about 32 amino acids, about 33 amino acid&,
about 34 amino acids, about 35 amino acids, about 36 amino acids, about 37 amino acids, about
38 amino acids, about 39 amino acids, about 40 amino acids, about 41 amino acids, abouy'42
amino acids, about 43 amino acids, about 44 amino acids, about 45 amino acids, abou 46 amino
acids, about 47 amino acids, about 48 amino acids, about 49 amino acids or about 50 amino acids.
[0060] In some embodiments, the methods of the present invention are used to génerate libraries
of knotted peptides. In certain embodiments, the knotted peptides of the pregént invention can
mclude about 10-60 .amino acids (e.g., 11-57 aim'no acids). In some embgdiments, the knotted
peptides of the present invention can include about 10-45 amino acids, About 10-40 amino acids,
about 10-35 amino acids, about 10-30 amino acids, about 10-35 amyno acids, about 10-20 amino
acids, about 10-25.amino acids, about 15-50 amino acids, about ¥5-45 amino acids, about 15-40
amino acids, about 15-35 amino acids, about 15-30 amino acids, about 15-25 amino acids, about
15-20 amino acids, about 20-50 amino acids, about 20-45 agmino acids, about 20-40 amino acids,
about 20-35 amino acids, about 20-30 amino acids, abopt 20-25 amino acids, about 25-50 amino
acids, about 25-45 amino acids, about 25-40 amino a€ids, about 25-35 amino acids, about 25-30
amino acids, about 30-59 amino acids, about 30-44 amino acids, about 30-40 amino acids, about
30-35 amino acids, about 35-50 amino acids, gbout 35-45 amino acids, about 35-40 amino acids,
about 40-50 amino acids, about 40-45 aming acids, about 45-50 amino acids, or about 50-60
amino acids. In some embodiments, the knotted peptides of the current invention comprise of
about 10 amino acids, about 11 aming’acids, about 12 amino acids, about 13 amino acids, about
14 amino acids, about 15 amino ag¢ids, about 16 amino acids, about 17 amino acids, about 18
amino acids, about 19 amino acids, about 20 amino acids, about 21 amino acids, about 22 amino
acids, about 23 amino acids, About 24 amino acids, about 25 amino acids, about 26 amino acids,
about 27 amino acids, abofit 28 amino acids, about 29 amino acids, about 30 amino acids, about
31 amino acids, about 32 amino acids, about 33 amino acids, about 34 amino acids, about 33
amino acids, about 36 amino acids, about 37 amino acids, about 38 amino acids, about 39 amino

acids, about 40 aghino acids, about 41 amino acids, about 42 amino acids, about 43 amino acids,
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[6061] In some embodiments, the peptides of the present invention can include disulfide linkages.
The peptides provided herein can include 1-10 disulfide linkages. In some embodiments, the
peptides of the provided herein can have 1-9 disulfide linkages, 1-8 disulfide linkages, 1-7
disulfide linkages, 1-6 disulfide linkages, 1-5 disulfide linkages, 1-4 disulfide linkages, 1-3 ‘ ’
disulfide linkages, 1-2 disulfide linkages, 2-3 disulfide linkages, 2-4 disulfide linkages, 2
disulfide linkages, 2-6 disulfide linkages, 2-7 disulfide linkages, 2-8 disulfide linkages/2-9
disulfide linkages, 2-10 disulfide linkages, 3-4 disulfide linkages, 3-5 disulfide li
disulfide linkages, 3-7 disulfide linkages, 3-8 disulfide linkages, 3-9 disulfide l'/ ages, 3-10
disulfide linkages, 4-5 disulfide linkages, 4-6 disulfide linkages, 4-7 disulfid¢/linkages, 4-8
disulfide Iinkages; 4-9 disulfide linkages, 5-6 disulfide linkages, 5-7 disulfide linkages, 5-8
disulfide linkages, 5-9 disulfide linkages, 5-10 disulfide linkages, 6-7 disulfide linkages, 6-8
disulfide linkages, 6-9 disulfide linkages, 6-10 disulfide linkages, 7.8 disulfide linkages, 7-9
disulfide linkages,.7-10 disulfide linkages, 8-9 disulfide linkages/8-10 disulfide linkages, or 9-10
disulfide linkages. In some embodiments of the invention, the’knotted peptides have 1 disulfide
linkage, 2 disulfide linkages, 3 disulfide linkages, 4 disulfide linkages, 5, 6 disulfide linkages, 7
disulfide linkages, 8 disulfide linkages, 9 disulfide linkages or 10 disulfide linkages. ‘

2cs, 3-6

[0062] In some embodiments, the molecular weight gf the peptides (e.g., knotted peptides) can
be in the range of about 0.5 kDa to about 20 kDa,/In some embodiments, the molecular weight
of the peptides (e.g., kn;)tted peptides) describgd herein can have a molecular weight in the range
of about 0.5-15 kDa, about 0.5-10 kDa, aboft 0.5-5 kDa, about 1-20 kDa, about 1-15 kDa, about
1-10 kDa, about 1-5 Ka, about 5-20 kDg{about 5-15 kDa, about 5-10 kDa, about 10-20 kDa,
about 10-15 kDa, or about 15-20 kDg/ In some embodiments, the peptides (¢.g., knotted peptides)
described herein can have a molecdlar weight in the range of about 0.5-10 kDa, about 0.5-9 kDa,
about 0.5-8, about 0.5-7 kDa, about 0.5-6 kDa, about 0.5-5 kDa, about 0.5-4 kDa, about 0.5-3
kDa, about 0.5-2 kDa, about/0.5-1 kDa, about 1-2 kDa, about 1-3 kDa, about 1-4 kDa, about 1-5
kDa, about 1-6 kDa, aboyt'1-7 kDa, about 1-8 kDa, about 1-9 kDa, about 1-10 kDa, about 2-3
kDa, about 2-4 kDa, abbut 2-5 kDa, about 2-6 kDa, about 2-7 kDa, about 2-8 kDa, about 2-9
kDa, about 2-10 kD4, about 3-4 kDa, about 3-5 kDa, about 3-6 kDa, about 3-7 kDa, about 3-8
kDa, about 3-9 kDa, about 3-10 kDa, about 4-5 kDa, about 4-6 kDa, about 4-7 kDa, about 4-8
kDa, about 4-9 kDa, about 4-10 kDa, about 5-6 kDa, about 5-7 kDa, about 5-8 kDa, about 5-9
kDa, about/5-10 kDa, about 6-7 kDa, about 6-8 kDa, about 6-9 kDa, about 6-10 kDa, about 7-10
kDa, abgut 7-8 kDa, about 7-9 kDa, about 7-10 kDa, about 8-9 kDa, about 8-10 kDa, or about 9-
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[0063] The peptide (e.g., knotted peptide) variants can be random (via technologies such as
degenerate codons or error-prone PCR) or completely defined. Advances in chip-based
oligonucleotide synthesis has made the generation of DNA libraries inexpensive and routine, /

allowing the composition of the peptide libraries made from the DNA to be completely defiped.

be used to screen for the presence of each of the peptides simultaneously.

In some aspects, the present disclosure provides peptides for imaging a tumor in a glibject, the
peptide comprising a chlorotoxin comprising an amino acid sequence having at feast three D-
amino acids and the peptide having a secondary structure configured to bind to the tumor,
wherein the peptide ﬁlrther comprises a detectable label.

In further aspects of the present disclosure, at least 10%, at least 20%, 4t least 30%, at least 40%,
at least 50%, at least 60%, at least 70%, at least 80%, or at least 90% of the amino acids in the
peptide are D-amino acids.

In some aspects, thé peptides of the present invention can hayé an amino acid sequence at least
80%, 83%, 86%, 89%, 90% or 92 % identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR, wherein X is selected ﬁdm KA
and R.

In some aspects, the peptides of the present invegtion, the peptides comprise an amino acid
sequence having at least 80% identical to the féllowing sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCY GPQCLCR, wherein at least three of the

amino acids in the amino acid sequence 4re D-amino acids, wherein X is selected from K, A and

In further aspects, the peptides of the present disclosure are at least 50%, at least 60%, or at least
70% of the amino acids in the péptide are D-amino acids.

In some aspects, the peptideg of the present disclosure further comprise a detectable label.

In some aspects of the prgéent disclosure, all the amino acids in a given peptide are D-amino
acids.

In some aspects of ghe present disclosure, the detectable label is conjugated to the N-terminus of
the peptide or cofijugated to a lysine residue in the peptide.

In other aspegfs of the present disclosure, the detectable label comprises a near-infrared dye.

In other aspects of the present disclosure, the detectable label comprises a cyanine dye.

In variods aspects of the present disclosure, a composition can be produced comprising any of the

peptjdes described herein, or a combination thereof.
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In some aspects of the present disclosure, methods are provided for detecting a peptide in a
subject, the method comprising: administering to the subject an effective amount of a peptide of

the present disclosure, or a composition thereof, and detecting a detectable label contained

therein.
In further aspects, the present disclosure further comprises obtaining an image of a regioryin the
subject by detecting the detectable label. In further aspects, the detecting comprises 1 ra-
operative visualization of cancerous tissue. In still further aspects, visualization of the detectable
label guides surgical removal of a tumor in the subject.
In some aspects of the present disclosure, methods are provided for treating # disease associated
with cells expresSing a chlorotoxin target, the method comprising: adminigtering, to a subject in
need thereof, a therapeutically effective amount of a pharmaceutical cofmposition comprising a
peptide according to the present disclosure or a composition compriging a peptide of the present
disclosure, thereby treating the disease.

In further aspects, the peptide composition further comprises & cytotoxic agent, a toxin, an
antisense nucleotide, a cancer drug, a nucleotide drug, a megtabolic modulator, a radiosensitizer, a
peptide therapeutic, a peptide-drug conjugate, or a compfnation thereof. In still further aSpects,
the disease comprises cancerous tissue associated with glioma, skin cancer, lung cancer,
lymphoma, medulloblastoma, prostate cancer, pancreatic cancer, breast cancer, mammary
cancer, colon cancer, sarcoma, oral squamoug cell carcinoma, hemangiopericytoma, or a
combination thereof.

[0064] In some aspects, the peptide varidnts can be generated using a wide range of techniques.
In certain embodiments, peptide libragries can be prepared with controlled variability by, e.g.,
encoding the peptides with nucleotides designed to conserve necessary amino acids, while
varying other positions. The apiino acids to retain in the variants can be identified by, e.g.,
alanine scanning techniquesn which alanine can be systematically substituted into each amino
acid position.‘ This strategy identifies the amino acids in the native sequences that are result in an
active peptide. Substitdtion of an essential amino acid can result in a reduction in peptide
activity, and the degfee of reduction in activity can be, e.g., used a relative measure of the
importance of the’ amino acid being substituted.

[0065] With rétained amino acids identified, large libraries of peptides can be developed around
those retaiped amino acid residues. For example, the peptide library can be generated by
systematic truncation of the flanking residues around the retained amino acids. A library can be

a random library generated by substituting selected positions on the original peptide randomly
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and simultaneously with all other natural amino acids in a shot gun approach. In some
embodiments, the libraries generated can be positional peptide library where a selected position
or positions in a peptide sequence are each systematically replaced with different amino acids.
This approach can show the effect of amino acid substitution at a particular position. The p ;tide
libraries can also be constructed as scramble library by carrying out permutation on the original
peptide’s sequence. Such libraries have the potential to give all possible alternatives d offer
the highest degree of variability for peptide library.

[0066] A varicty of screening technologies can be used to identify the various liraries of drug
candidates. For example, in vitro and/or in vivo assays can be used separately or in combination
to identify drug candidates having the various pharmacological properties/described herein. In
one example embodiment, oral bioavailability can be analyzed for a libfary. For example, a
peptide library of hundreds or thousands of peptides can be fed (e.g/ less than about 1 g/mL or
100 mg/mL) to a subject (e.g., an animal, a rat, a mouse, a humay or a pig). The blood, for
example, of the subject can be analyzed at a time point after the library of peptides have been
processed in the stomach and possibly passed into the blood. In this example, peptides of the
library that are found in the blood can be identified (e.g/ by mass spectrometry) as capable of
chemically withstanding the acidic environment of the stomach and capable of crossing into the
bloodstream of the subject. After such an analysig, a sub-library of the larger library can then be
used to identify drugs having oral bioavailabilify.

[0067] Other pharmacological properties cgh be identified for larger libraries and/or sub-libraries
of drugs having another pharmacologicalproperty. For example, serum half-life can also be
analyzed to determine a sub-library of drug candidates (e.g., knotted peptides) having a desired
serum half-life. In some embodiménts, sub-libraries of drug candidates (e.g., peptides) can have
serum half-lives ranging from gbout 15 minutes to about 72 hours. Lower and longer half-lives
can be identified, as well. Ifone example embodiment, libraries of drug candidates (e.g., knotted
peptides) can be injected ¢£.g., less than about 1 g/mL or 100 mg/mL) into the bloodstream of a
subject and then, after £ determined time point (e.g., every 15 minutes, every hour, every 4 hours,
or other schedule), #sample can be taken from the subject (e.g., blood, urine, mucous, spinal
fluid, or tissue) gnd analyzed (e.g., using mass spectrometry) to determine the drug candidates
that are still pesent after injection. Tissue samples from subjects can include biopsy and/or
necropsy tjgsue. The tissue samples can also include tissue from a brain, a lung, a kidney, a

muscle, 4 liver, a heart, a stomach, a pancreas, or any other organ. Depending on the time points,
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a serum half-life can be determined and a sub-library of drug candidates (e.g., knotted peptides)
having a specific serum half-life can be identified.

[0068] In some embodiments, the identification of drug candidates having certain

pharmacological properties can be done in sequence or in parallel. For example, one sub-librdry
can be identified as having a specific serum half-life. That sub-library can then be screengd for
oral bioavailability as described above. Alternatively, a library can be ingested by a suBject and
then later analyzed to determine both whether a sub-library is orally bioavailable and if the drug
candidates in the sub-library have a desired serum half-life.
[0069] The screening processes are also not limited in the types of drug-like pfoperties that can
be identified for sub-libraries of the drug candidates. Other example scregdings can be used to
identify, e.g., sub-libraries of drug candidates (e.g., knotted peptides) that can cross the blood
brain barrier, penetrate certain cell types, and/or penetrate subcellulgs organelles or cellular
compartments. Far example, libraries can be administered to a sybject and then brain tissue can
be analyzed (e.g., by mass spectrometry) to determine a sub-lifrary of drug candidates (e.g.,
knotted peptides) that are capable of crossing the blood brai barrier. In some embodiments,
sub-libraries can be generated that have candidates exhipiting other characteristics. For example,
drug candidates (e.g., peptides) may be excluded fropd the libraries if they adversely target
critical organs, thereby creating a liability. Alterpétively, drug candidates may be selected or
deselected depending 0£1 whether they bind sepim albumin and/or IgG and/or FcRn (e.g., by pH
sensitive binding).

[0070] In some embodiments, for example, the libraries of knottin peptide drug candidates can
be expressed in a particular animal mddel to screen for a desired effect or therapeutically treat the
animal. The expression, ¢.g., can e accomplished using a viral transducﬁon system (e.g.,
lentivirus, adenovirus, or aden associéted virus) to deliver the library of peptides to a particular
organ, or area of the body thét will incorporate the viral material and express the knottin
peptide(s). In some aspegfts, these methods can be used for the determination of a therapeutically
useful peptide in an experimental animal system. For example, a library of knottins can be
expressed in brain ¢€lls of a mouse that is genetically engineered to develop a neurodegenerative
disease (e.g., Hysitington’s disease) or muscular discase (e.g., sarcopenia). Regions where
neurons remaih healthy can be identified in comparison areas of degeneration, and then the
peptide thaf is secreted locally in this region can be identified (e.g., via mass spectrometric

analysig’of tissue extracted from the healthy regions).
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[0071] As noted above, the present invention includes a variety of methods for determining sub-
libraries of drug candidates have certain pharmacological properties. In some aspects of the
present invention, the sub-libraries of drug candidates, having selected pharmacological ‘
properties and identified using in vitro and/or in vivo screening, can be then screened to identify
one or more lead drug candidates that then can be modified to potentially improve certai
characteristics for ultimately designing a useful drug for binding to a target of interest c. g.,a
therapeutic target).

[6072] In an example embodiment, peptide librarics can be created using an oligbnucleotide

- assembly approach (described further herein), where particular surface residyé positions will be
targeted for random ﬁutagenesis using degenerate codons (FIG. 2). In ong aspect, the methods
can include parsing through the scaffold by mutating ten unique or overlapping three amino acid
subdomains. Once we have determined which sites will tolerate m ation, larger randomized
libraries will be built. These libraries can then be screened individually or in a pooled format.
The assembly reactions can be amplified with primers, e.g., cghtaining Xhol/BamHI sites and the
purified PCR products can be cloned into a vector (e.g., thg’Daedalus vector pPCVL-sUCOE-
SFFV-IRES-GFP). The resulting lentiviral library can J¢ used to transduce cells (e.g., HEK 293
Freestyle cells) to create a polyclonal population of ¢€lls secreting variants. Secreted constructs
can be engineered with an N-terminal secretion sjgnal and a C-terminal tag (e.g., a STREPII tag
(SAWSHPQFEK)). The secreted peptides carybe harvested from the culture supernatants using,
e.g., size exclusion or affinity chromatography. Several libraries of limited diversity or wide
diversity can be generated using this appfoach. The purified pool of peptides can be analyzed
using tandem mass spectrometry in order to gauge the diversity of the secreted protein libraries
and establish detection limits for gownstream screening applications.

[0073] In some embodiments, the methods of generating libraries can be iterative and parallel.
As shown in FIG. 3, for exagfiple, a single experiment can be conducted in parallel to test
thousands of peptides forCell penetration, oral bioavailability, serum half-life, blood-brain barrier
penetration and tissue Yoming. Those peptides that possess favorable properties can form the
basis for making a sabsequent library of peptides possessing the same and slightly altered
sequences. Thisdet may be thousands in size and can be tested in parallel for all these favorable
(“drug-like”) gualities. And the best of this group will form the basis for the set. This process
can be used to produce general principles with predictive value for the generation of further drug-
like peptides.

Peptide Conjugates
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[0074] In some aspects, the present invention includes libraries of peptide conjugates. For
example, some or all of a library of peptides can be conjugated to a moiety selected to modify a
property of the peptides.

[0075] In certain aspects, the present invention includes libraries of knottins or knotted pepti es
conjugated at the N-terminus to hydrophobic (e.g., lipophilic) moieties. All or some of th
knottins can be lacking internal lysines, e.g., to avoid conjugation at the internal lysine positions,

thereby allowing conjugation to the amino terminus of the peptide. In some embodifnents, the

attachment of a hydrophobic moiety to the N-terminus can be used to extend halflife of the
knotted peptides. In some embodiments, simple carbon chains (e.g., by myrigtoylation and/or
palmitylation) can be conjugated to the peptides. The lipophilic moicties ¢én extend half-life
through reversible binding to semﬁl albumin. In certain embodiments, dttachment of a near
infrared dye to the N-terminus of the peptide can also be performed to allow for tracing of the
conjugated peptide. In certain embodiments, attachment of a negr’ infrared dye to a lysine of the
peptide can also be performed to allow for tracing of the conjygated peptide. An antibody to the
dye can further allow the dye to fill a dual role of both a trg€king marker and a retrieval handle.
The conjugated peptides can also be conjugated to othey/moieties that can serve other roles, such
as providing an affinity handle (e.g., biotin) for retrigval of the peptides from tissues or fluids.
[0076] Other modifications can be used. For exgmple, the knotted peptides can include post-
translational modiﬁcati(‘)ns (e.g., methylation ghd/or amidation), or the knotted peptides can also
be composed of some or all D-amino acids,/which can affect, e.g., serum half-life. In some
embodiments, the peptides in the librarigs can be conjugated to other moieties that, ¢.g., can
modify or effect changes to the propgfties of the peptides. The conjugated moieties can, e.g., be
lipophilic moieties that extend half-life of the peptides through reversible binding to serum
albumin. In some embodimeny4, the lipophilic moiety can be cholesterol or a cholesterol
derivative including cholestgnes, cholestanes, cholestadienes and oxysterols. In some
embodiments, the peptides can be conjugated to myristic acid (tetradecanoic acid) or a derivative
thereof.

[0077] In some emPodiments, the peptides can be conjugated to detectable labels to enable
tracking detectipg or visualizing of the bio-distribution of a conjugated peptide. The detectable
labels can be fluorescent labels (e.g., fluorescent dyes). In certain embodiments, the fluorescent
label can have emission characteristics that are desired for a particular application. For example,
the flugfescent label can be a fluorescent dye that has a emission wavelength maximum between

a rapge of 500 nm to 1100 nm, between a range of 600 nm to 1000 nm, between a range of 600 to
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800 nm, between a range of 650 nm to 850 nm, between a range of 700 nm to 800 nm, between a
range of 720 to 780nm, or between a range of 720 to 750nm. For example, under certain
conditions, cyanine 5.5 can have an emission maximum around 695 nm, IRdye 800 can have :
emission maximum around 800 nm, and indocyanine green can have an emission maximu
around 820 nm. One of ordinary skill in the art will appreciate the various dyes that can/be used
as detectable labels and that have the emission characteristics above.

[0078] As used herein, the term “detectable label” means a tag or modification thgt can be
attached to a small chemical molecule, peptide, protein, or a fragment or a portjén thereof such
that the small chemical molecule, peptide, protein, or a fragment thereof is rgcognizable using a
device, apparatus or‘method that permits the detection of the tag or modification.

[0079] In some aspects, the detectable label is a fluorescent dye. Non fimiting examples of
fluorescent dyes that could be used as a conjugating molecule in the pésent disclosure include
rhodamine, rhodol,\ﬂuorescein, thiofluorescein, aminofluorescein, garboxyfluorescein,
chlorofluorescein, methylfluorescein, sulfofluorescein, aminorhgdol, carboxyrhodol, chlororhodol,
methylrhodol, sulforhodol; aminorhodamine, carboxyrhodamine, chlororhodamine,
methylrhodamine, sulforhodamine, and thiorhodamine, cyanine, indocarbocyanine,
oxacarbocyanine, thiacarbocyanine, merocyanine, a ¢anine dye (e.g., cyanine 2, cyanine 3,
cyanine 3.5, cyanine 3, gyanine 5.5, cyanine 7), oxadiazole derivatives, pyridyloxazole,
nitrobenzoxadiazole, be;nzoxadiazole, pyrene derivatives, cascade blue, oxazine derivatives, Nile
red, Nile blue, cresyl violet, oxazine 170, agfidine derivatives, proflavin, acridine orange,
acridine yellow, arylmethine derivatives,/&anthene dyes, sulfonated xanthenes dyes, Alexa Fluors
(e.g., Alexa Fluor 594, Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700), auramine, crystal
violet, malachite green, tetrapyrrolg derivatives, porphyrin, phtalocyanine, and bilirubin. In some
ecmbodiments, the dyes can be péar-infrared dyes including, e.g., Cy5.5, IRdye 800, DyLight 750
or indocyanine green (ICG). /In some embodiments, near infrared dyes can include cyanine dyes
(e.g., cyanine 2, cyanine 3, €yanine 3.5, cyanine 5, cyanine 5.5, ¢cyanine 7). In certain embodiments,
the detectable label can/include xanthene dyes or sulfonated xanthenes dyes, such as Alexa Fluors
(c.g., Alexa Fluor 594, Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700). If an antibody to the
dye could be found the conjugated dyes could be used both as a tracking, detecting or visualizing
marker and as A retrieval handle.

[0080] The peptides in the libraries of the present invention can also be conjugated to biotin. In
addition #f extension of half-life, biotin could also act as an affinity handle for retrieval of the
peptigés from tissues or other locations. In one embodiment, the peptides can be conjugated,

to a biotinidase resistant biotin with a PEG linker (e.g., NHS-dPEG,-Biotinidase resistant
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biotin). In some embodiments, fluorescent biotin conjugates that can act both as a detectable
label and an affinity handle can be used. Non limiting examples of commercially available
fluorescent biotin conjugates include Atto 425-Biotin, Atto 488-Biotin, Atto 520-Biotin, Atto-
550 Biotin, Atto 565-Biotin, Atto 590-Biotin, Atto 610-Biotin, Atto 620-Biotin, Atto 655-Bi fin,
Atto 680-Biotin, Atto 700-Biotin, Atto 725-Biotin, Atto 740-Biotin, fluorescein biotin, bigtin-4-
fluorescein, biotin-(5-fluorescein) conjugate, and biotin-B-phycoerythrin, alexa fluor 488
biocytin, alexa flour 546, alexa fluor 549, lucifer yellow cadaverine biotin-X, Lucifer yellow
biocytin, Oregon green 488 biocytin, biotin-rhodamine and tetramethylrhodaminc biocytin. In
some other examples, the conjugates could include chemiluminescent compoynds, colloidal
metals, luminescent éompounds, enzymes, radioisotopes, and paramagnetj¢ labels.

[0081] The peptides in the libraries of the present invention can be conjigated to vitamins or
other molecules typically found in foods that are absorbed into the bloodstream from the
stomach, small intgstine, or colon. Examples include, but are nofAimited to, vitamin A, vitamin
C, vitamin B,, vitamin B;, vitamin Be, vitamin By, vitamin D/vitamin E, vitamin K. The goal of
these conjugations is to improve oral bioavailability or absgrption of the peptide from the
gastrointestinal system. ‘

[0082] In some instances, selected series of amino ag{ds that appear to help certain peptides cross
biologic barriers such as}ythe gastrointestinal tract,the blood brain barrier, the cell membrane, the
nuclear membrane can };e identified and genetjcally or physically grafted onto other peptides for
the purpose of helping the new peptide crogé the same biologic barriers. In other cases, the same
approach might be used to graft sequencgs onto peptides that would prevent the new peptide
from crossing certain biological barrigrs. For example, a drug could be modified in this manner

to prevent BBB penetration and thus reduce the likelihood of central nervous system side effects.

[0083] The present inventioy further includes enantiomers of the peptide libraries. For example,
the peptides can include g¥l naturally occurring L-amino acids. In certain embodiments, some or
all of the amino acids p the peptides can be D-amino acids.

[0084] In some aspgCts, the present invention includes peptides having D-amino acids and being
based on a chlorgtoxin scaffold, e.g., D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants. Thepeptides based on chlorotoxin can include varying amounts of D-amino acids. The
natural pepfide of chlorotoxin has the following amino acid sequence:
MCMPZFTTDHQMARKCDDCCGGKGRGKCYGPQCLCR. The peptide can be further

crosglinked by four disulfide bonds formed among the cysteine residues present in the sequence.
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The natural peptide includes all L-amino acids. Chemically, the all-D-amino acid form of
chlorotoxin can be indistinguishable from the all-L-amino acid form of chlorotoxin, except in

chiral environments such as those that are present in vivo. As D-amino acids are quite rare in

nature, peptides including D-amino acids can be resistant to proteolysis. Accordingly, D-amino
acid chlorotoxin can be resistant to being cleaved, e.g., in biological fluids after administyation to
a subject. Thus, the D-amino acid peptide can, ¢.g., be administered orally and may h e a lower
immunogenic response. The D-amino acids can also assist with preventing antigen/processing
and display, thereby reducing antigenicity. The D-amino acids for use in the preSent invention
can include, e.g., dArg, dHis, dLys, dAsp, dGlu, dSer, dThr, dAsn, dGln, dCys, dGly, dPro, dAla,
dVal, dlle, dLeu, dMet, dPhe, dTyr, and dTrp. | o

[0085] In some embodiments, the peptides can include a peptide havi

the same sequence as the
natural chlorotoxin sequence in which at least three of the amino acids in the sequence include a
D-amino acid in place of the natural amino acid. In some embodiments, the peptides can include
chlorotoxin variants, e.g., mutated chlorotoxin peptides, in which at least three of the amino acids
in the sequence include a D-amino acid in place of the natyfal amino acid. In some
embodiments, at least four, at least 5, at Ieast 10, at leagt’15, at least 20, at least 23, at leést 30, or
at least 35 of the amino acids in the sequence can ingfude a D-amino acid in place of the natural
amino acid. In certain qmbodiments, at least 10%/ at least 20%, at least 30%, at least 40%, at
least 50%, at least 60%, at least 70%, at least $0%, or at least 90% of the amino acids in the
peptides based on a chlorotoxin scaffold caf be D-amino acids. In one aspect, the preSent
invention includes peptides based on a cilorotoxin scaffold, in which all the amino acids in the
peptides are D-amino acids.

[6086] In accordance, e.g., with th¢ methods of making peptides of the present inVention, a wide
variety of variants of chlorotoxih can be generated. For example, using conventional
mutagenesis and synthetic-based systems, thousands of chlorotoxin D-amino acid variants can be
prepared based on the natdrally occurring amino acid sequence of chlorotoxin. In some
embodiments, the pepytdes of the present invention can include an amino acid sequence at least
60%, 65%, 70%, 75%, 80%, 83%, 85%, 86%, 89%, 90%, 92% or 95% identical to the following
sequence of MCMIPCFTTDHQMARKCDDCCGGKGRGKCYGPQCLCR, in which some or all
of the amino gCids are D-amino acids. In some embodiments, the chlorotoxin variants can have
at least thrge of the amino acids in the sequence that are a D-amino acid in place of the natural
amino géid. In some embodiments, at least four, at least 5, at least 10, at least 15, at least 20, at

least/25, at least 30, or at least 35 of the amino acids in the sequence of the chlorotoxin variants
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can include a D-amino acid in place of a natural amino acid. In certain embodiments, at least
10%, at least 20%, at least 30%, at least 40%, at least 50%, at least 60%, at least 70%, at least

80%, or at least 90% of the amino acids in the sequence of the chlorotoxin variants can include

D-amino acid in place of a natural amino acid.

[0087] In one embodiment, the all D-amino acid peptide can have the following formula:

dAla, or dLys.

[0088] In another embodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGIn-dMet-¢gAla-d Arg-dXaa-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-dXaa-dGly-d Arg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeu-dCys-d Arg-OH acetate salt (disulfide bonds, air oxidjZed), wherein dXaa is dArg,
dAla, or dLys.

[0089] In another embodiment, the all D-amino acid peptigé can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-d Thr-d Asp-dHié-dGlIn-dMet-d Ala-d Arg-d Arg-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-d Arg-dGly-d ArgAGly-d Lys-dCys-dTyr-dGly-dPro-dGln-
dCys—dLeu-dCys-dArg-g)H acetate salt (disulfide bonds, air oxidized); Molecular weight: 4065.6

[0090] In another embodiment, the all D-agfino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThrAdThr-d Asp-dHis-dGln-dMet-dAla-d Arg-d Arg-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-d Ala-dGly-d Arg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGin-
dCys-dLeu-dCys-dArg-OH acetatg’salt (disulfide bonds, air oxidized).

[0091] In another embodiment,Ahe all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCyg*dPhe-dThr-dThr-d Asp-dHis-dGln-dMet-d Ala-d Arg-d Ala-dCys- -
dAsp-dAsp-dCys-dCys-d@ly-dGly-d Ala-dGly-d Arg-dGly-dLys-dCys-dTyr-dGly-dPro-dGin-
dCys-dLeu-dCys-dArgOH acetate salt (disulfide bonds, air oxidized).

[0092] In another epibodiment, the all D-amino acid peptide can have the following formula: H-
dMet-dCys-dMef-dPro-dCys-dPhe-dThr-dThr-d Asp-dHis-dGIn-dMet-dAla-d Arg-d Ala-dCys-
dAsp-dAsp-dZys-dCys-dGly-dGly-d Arg-dGly-d Arg-dGly-dLys-dCys-d Tyr-dGly-dPro-dGln-
dCys-dLeysdCys-d Arg-OH acetate salt (disulfide bonds, air oxidized).

[6093] I another embodiment, the all D-amino acid peptide can have the following formula: H-
dMettdCys-dMet-dPro-dCys-dPhe-d Thr-dThr-d Asp-dHis-dGIn-dMet-d Ala-d Arg-d Xaa-dCys-
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dAsp-dAsp-dCys-dCys-dGly-dGly-dXaa-dGly-d Arg-dGly-dLys(6-ICGhexanoyl)-dCys-d Tyr-
dGly-dPro-dGin-dCys-dLeu-dCys-d Arg-OH acetate salt (disulfide bonds, air oxidized), wherein
dXaa is dArg, dAla, or dLys. /

[0094] In another embodiment, the all D-amino acid peptide can have the following formula/H-

dGly-dPro-dGin-dCys-dLeu-dCys-d Arg-OH acetate salt (disulfide bonds, air oxidized).

[0096] In another embodiment, the all D-amino acid peptide can/have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-d Thr-d Asp-dHis-dGl-dMet-d Ala-d Arg-d Ala-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-d Ala-dGly-d Arg-dGly,ALys(6-1CGhexanoyl)-dCys-dTyr-
dGly-dPro-dGIn-dCys-dLeu-dCys-d Arg-OH acetate sal’(disulfide bonds, air oxidized). |

[0097] In another embodiment, the all D-amino acid/peptide can have the following formula: H-
dMet-dCys-dMet-dPro-dCys-dPhe-dThr-d Thr-d ASp-dHis-dGIn-dMet-dAla-d Arg-d Ala-dCys-
dAsp-dAsp-dCys-dCys-dGly-dGly-d Arg-dGly¢d Arg-dGly-dLys(6-ICGhexanoyl)-dCys-d Tyr-
dGly-dPro-dGIn-dCys-dLeu-dCys-d Arg-OH acetate salt (disulfide bonds, air oxidized).

[0098] The present invention further inclides conjugates of D-amino acid chlorotoxin and D-
amino acid chlorotoxin variants descpibed herein. For example, the D-amino acid chlorotoxin
and D-amino acid chlorotoxin varjdnts can be conjugated with a variety of moieties that can, ¢.g.,
modify the pharmacological prgperties of the peptides. In some embodiments, some or all of the
lysines in the amino acid seglience of the peptides can be replaced with alanine or arginine to
facilitate N-terminal conjygation (e.g., by reducing competition from the amino terminus of the
lysine).

[0099] For example/ the present invention can include D-amino acid chlorotoxin and D-amino
acid chlorotoxin ¥ariants that have an amino acid sequence at least 60%, 65%, 70%, 75%, 80%,
83%, 85%, 867, 89%, 90%, 92% or 95% identical to the following sequence of
MCMPCFYTDHQMARXCDDCCGGXGRGXCYGPQCLCR, in which some or all of the amino
acids arg’ D-amino acids and X can include K, A or R. In some embodiments, the chlorotoxin

ts can have at least three of the amino acids in the sequence that are a D-amino acid in
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place of the natural amino acid. In some embodiments, at least four, at least 5, at least 10, at least
15, at least 20, at least 25, at least 30, or at least 35 of the amino acids in the sequence of the
chlorotoxin variants can include a D-amino acid in place of a natural amino acid. In certain
embodiments, at least 10%, at least 20%, at least 30%, at least 40%, at least 50%, at least 609 (;, at
least 70%, at least 80%, or at least 90% of the amino acids in the sequence of the chlorotoxin
variants can include a D-amino acid in place of a natural amino acid.

[60100] The conjugates of D-amino acid chlorotoxin and D-amino acid chlorotoxinAariants can
include moictics that are conjugated to various locations of the peptides. For exaimple, moicties
can be conjugated to any one of the lysine residues (e.g., the L- or D-amino agid form) in
chlorotoxin sequencé (e.g., Lys-15, Lys-23, and/or Lys-27). Alternatively/the peptides may be
mutated to be free of lysine residués. In some embodiments, the moietjés can be conjugated to
the N-terminus of the D-amino acid chlorotoxin peptides and D-amiro acid chlorotoxin peptide
variants. In some gmbodiments, the moieties can be conjugated 6 at least one of the amino acids
in the peptides.

[00101] In certain embodiments, the D-amino acid chlorote&in and D-amino acid chlorotoxin
variants can be conjugated to moietics, such as detectablé labels (e.g., dyes) that can be detected
(e.g., visualized) in a subject. In some embodiments,/the D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants can be conjugated’to detectable labels to enable tracking of the
bio-distribution of a con‘jugated peptide. The gétectable labels can include fluorescent labels
(e.g., fluorescent dyes).

[00102] In certain embodiments, the flugfescent label can have emission characteristics that are
desired for a particular application. Eér example, the fluorescent label can be a fluorescent dye
that has a emission wavelength magimum between a range of 500 nm to 1100 nm, between a
range of 600 nm to 1000 nm, bgtween a range of 600 to 800 nm, between a range of 650 nm to
850 nm, between a range of 700 nm to 800 nm, between a range of 720 to 780nm, or between a
range of 720 to 750nm. e of ordinary skill in the art will appreciate the various dyes that can
be used as detectable labels and that have the emission characteristics above. For example, under
certain conditions, ¢yanine 5.5 can have an emission maximum around 695 nm, IRdye can have
an emission maxinum around 800 nm, and indocyanine green can have an emission maximum
around 820 n

[00103] Nofi limiting examples of fluorescent dyes that could be used as a conjugating molecule in
the presefit disclosure include rhodamine, rhodol, fluorescein, thiofluorescein, aminofluorescein,

carboxyfluorescein, chlorofluorescein, methylfluorescein, sulfofluorescein, aminorhodol,
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carboxyrhodol, chlororhodol, methylrhodol, sulforhodol; aminorhodamine, carboxyrhodamine,

chlororhodamine, methyirhodamine, sulforhodamine, and thiorhodamine, cyanine, indocarbocyanine,
oxacarbocyanine, thiacarbocyanine, merocyanine, oxadiazole derivatives, pyridyloxazole, y
nitrobenzoxadiazole, benzoxadiazole, pyrene derivatives, cascade blue, oxazine derivatives, Nil fed,
Nile blue, cresyl violet, oxazine 170, acridine derivatives, proflavin, acridine orange, acridine gellow,

arylmethine derivatives, auramine, crystal violet, malachite green, tetrapyrrole derivatives,f

phtalocyanine, and bilirubin. In some embodiments, the detectable label can include Aear-infrared
dyes, such as, but not limited to, Cy5.5, indocyanine green (ICG), , DyLight 750,6r IRdye 800.
In some embodiments, near infrared dyes can include a cyanine dye (e.g., cyanine 2, cyanine 3,
cyanine 3.5, cyanine 5, cyanine 5.5, cyanine 7). In certain embodiments, thedetectable label can
include xanthene dyes or sulfonated xanthenes dyes, such as Alexa Fluors £e.g., Alexa Fluor 594,
Alexa Fluor 633, Alexa Fluor 647, Alexa Fluor 700). In addition, if aryantibody to the dyes can be
identified, then conjugated dyes could be used both as a tracking,detecting or visualizing marker
and as a retrieval handle.

[00104] Other modifications to peptides can be used. For gkample, the D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin variants cgd include post-translational
modifications (e.g., methylation and/or amidation), which can affect, e.g., serum half-life. In
some embodiments, the D-amino acid chlorotoxin/And/or D-amino acid chlorotoxin variants can
be conjugated to other ﬁ&oieties that, e.g., can yaodify or effect changes to the properties of the
peptides. The conjugated moicties can, e.g./be lipophilic moieties that extend half-life of the
peptides through reversible binding to serim albumin. In some embodiments, simple carbon
chains (e.g., by myristoylation) can b¢’conjugated to the peptides. In some embodiments, the
lipophilic moiety can be cholestergl or a cholesterol derivative including cholestenes,
cholestanes, cholestadienes and Oxysterols. In some embodiments, the peptides can be
conjugated to myristic acid (fetradecanoic acid) or a derivative thereof.

[00105] The conjugated Dfamino acid chlorotoxin and/or D-amino acid chlorotoxin variants can
also be conjugated to gther moieties that can serve other roles, such as providing an affinity
handle (e.g., biotin) for retrieval of the peptides-from tissues or fluids. For example, the peptides
in the libraries ofthe present invention can also be conjugated to biotin. In addition of extension
of half-life, bigtin could also act as an affinity handle for retrieval of the peptides from tissues or
other locatiéns. In some embodiments, fluorescent biotin conjugates that can act both as a
detectable label and an affinity handle can be used. Non limiting examples of commercially
availgble fluorescent biotin conjugates include Atto 425-Biotin, Atto 488-Biotin, Atto 520-

Bjdtin, Atto-550 Biotin, Atto 565-Biotin, Atto 590-Biotin, Atto 610-Biotin, Atto 620-Biotin, Atto
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655-Biotin, Atto 680-Biotin, Atto 700-Biotin, Atto 725-Biotin, Atto 740-Biotin, fluorescein
biotin, biotin-4-fluorescein, biotin-(5-fluorescein) conjugate, and biotin-B-phycoerythrin, Alexa
fluor 488 biocytin, Alexa flour 546, Alexa Fluor 549, lucifer yellow cadaverine biotin-X, Lucifc;:
yellow biocytin, Oregon green 488 biocytin, biotin-rhodamine and tetramethylrhodamine '
biocytin. In some other examples, the conjugates could include chemiluminescent compoyhds,
colloidal metals, luminescent compounds, enzymes, radioisotopes, and paramagnetic labels.

[00106] In some embodiments, the present invention provides methods of detecting

acid chlorotoxin peptides and/or D-amino acid chlorotoxin peptide variants. In gre aspect, the
present invention includes a method of detecting peptides in a subject. The method can include
administering to the Subject an effective amount of a composition including D-amino acid
chlorotoxin peptides and/or D-amino acid chlorotoxin peptide variants. /The peptides can include
detectable labels, and the method can further include detecting signal§ from the detectable labels.
In some embodiments, after the administering, the peptides can byd to tissue (e.g., cells)
expressing a chlorotoxin target, and the method can include detecting signals from the peptides
bound to the tissue in the subject to determine a level of binding of the peptides to the tissue. In
certain embodiments, detecting an increased level of binding of the peptides to the tissue
compared to normal tissue can indicate that the tissug/includes tumor tissue expressing the
chlorotoxin target. In ac}dition to detecting binding of the peptides to tissue, the methods of
detecting can include trz;cing the peptides in a patient, e.g., by detecting the peptides in a
subject’s blood and/or tissue.

[00107] The present invention further ingludes methods of detecting and/or imaging tissue (¢.g.,
cancerous tissue) in a subject. The D/amino acid chlorotoxin peptides and/or D-amino acid
chlorotoxin peptide variants can bjad to a variety of chlorotoxin targets. For example, in some
embodiments, the chlorotoxin t4rgets can include Annexin A2 and Calpactin. With a binding
affinity for the chlorotoxin tgrgets, the compositions including D-amino acid chlorotoxin peptides
and/or D-amino acid chloyotoxin peptide variants can be administered to a subject and the
peptides can then specifically bind to the chlorotoxin targets. Detection and/or imaging of the
binding to the chlorgtoxin targets can be used, e.g., to identify tissue having chlorotoxin targets,
such as Annexin/A2 and Calpactin.

[00108] Deteetion and/or imaging of binding can also be used, ¢.g., for determining whether a

subject hay’a disease, condition and/or disorder associated with cells having (e.g., expressing) the
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can include cancerous tissue and the peptides can be bound to the cancerous tissue, thereby
providing detection and/or imaging of the cancerous tissue. The conjugated dyes can be used,
€.g., in tumor imaging using the D-amino acid chlorotoxin and D-amino acid chlorotoxin variagts
that can specifically bind to tumors (e.g., brain tumors). In some embodiments, the region gan
include a tumor and the peptides can be bound to the tumor, thereby providing imaging of the
tumor. In some embodiments, the region can include a brain tumor and the peptides are bound to
the brain tumor, thereby providing imaging of the brain tumor. In certain embodigients, the
present invention can include detection and/or imaging of cancerous tissue assogiated with
gliomas, astrocytomas medulloblastomas, choroids plexus carcinomas, ependymomas, other
brain tumors, neuroblastoma, head and neck cancer, lung cancer, breast cghcer, intestinal cancer,
pancreatic cancer, liver cancer, kidney cancer, sarcomas, osteosarcomg, rhabdomyosarcoma,
Ewing’s sarcoma, carcinomas, melanomas (including amelanotic mglanoma), ovarian cancer,
cervical cancer, lymphorna, thyroid cancer, anal cancer, colo-rectal cancer, endometrial cancer,
germ cell tumors, laryngeal cancer, multiple myeloma, prostate cancer, retinoblastoma, gastric
cancer, testicular cancer, and Wilm’s tumor. In some embgdiments, the cancerous tissue can be
associated with a glioma, a skin cancer, a lung cancer, glymphoma, a medulloblastoma, a
prostate cancer, a pancreatic cancer, or a combinatiof thereof.

[00109] In some embodiments, the cancerous tisglic can be associated with breast and mammary
cancers, colon, skin, lung, lymphoma, glioma,fnedulloblastoma prostate, pancreatic cancers, oral
squamous cell carcinoma, and/or hemangiopericytoma.

[00110] In onc aspect, the present invengdon further includes a peptide for imaging a tumor in a
subject. The peptide can include an gmino acid sequence having at least three D-amino acids and
the peptide having a secondary strdcture configured to bind to the tumor, wherein the peptide
further includes a detectable lapel. As described herein, for example, the peptide can have a
secondary structure having g'shape that binds to a chlorotoxin target, such as Annexin A2 and
Calpactin. In some embodiments, the peptide includes a knotted peptide, such as the D-amino
acid chlorotoxin and/oy’D-amino acid chlorotoxin variants described herein. In certain
embodiments, the péptide can include an amino acid sequence that is the same as the amino acid
sequence of natyral chlorotoxin. The detectable label can, e.g., be conjugated to the N-terminus
of the peptide/and/or to a lysine residue in the peptide.

[00111] Th¢ D-amino acid chlorotoxin peptides can be used for a variety of other applications,
such as therapeutic and/or diagnostic applications. In some embodiments, the D-amino acid

chlorgtoxin and D-amino acid chlorotoxin variants can be used for methods of treating diseases.
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In some embodiments, the D-amino acid chlorotoxin peptides can be used to deliver drugs via a
chlorotoxin-drug conjugate to, e.g., tumors in the brain of a subject.

[00112] The present invention also provides compositions for administering the D-amino acid |

chlorotoxin and/or D-amino acid chlorotoxin variants, or conjugates thereof, described herei to
a subject to facilitate diagnostic and/or therapeutic applications. In certain embodiments,
compositions can include a pharmaceutically acceptable excipient. Pharmaceutical exefpients
uscful in the present invention include, but are not limited to, binders, fillers, disintggrants,
lubricants, coatings, sweeteners, flavors and colors. One of skill in the art will rgCognize that
other pharmaceutical excipients are useful in the present invention. The term/pharmaceutical
composition” as used herein includes, ¢.g., solid and/or liquid dosage forms such as tablet,
capsule, pill and the like.

[00113] The D-amino acid chlorotoxin and/or D-amino acid chlorotgxin variants, or conjugates
thereof, of the present invention may be administered by any suitdble technique available in the
art, e.g., as compositions. The D-amino acid chlorotoxin and/gr D-amino acid chlorotoxin
variants, or conjugates thereof, of the present invention cayy’be administered as frequently as
necessary, including hourly, daily, weekly or monthly. Fhe D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants, or conjugates thereof, utilized in the methods of the invention
can be, ¢.g., administered at dosages that may be yaried depending upon the requirements of the
method being employed. The D-amino acid ciforotoxin and/or D-amino acid chlorotoxin
variants, or conjugates thereof, described hérein can be administered to the subject in a variety of
ways, including parenterally, subcutaneofisly, intravenously, intratracheally, intranasally,
mtradermally, intramuscularly, coloniCally, rectally, urethrally or intraperitoneally. In some
embodiments, the pharmaceutical ompositions can be administered parenterally, intravenously,
intramuscularly or orally. In sofne embodiments, the D-amino acid chlorotoxin and/or D-amino
acid chlorotoxin variants, orfonjugates thereof, can be administered systemically. In some
embodiments, the compogftions can be administered intratumorally and/or intranodally, such as
delivery to a subject’s ¥rmph node(s). In certain embodiments, administration can include

enteral administratiph including oral administration, rectal administration, and administration by
gastric feeding tyube or duodenal feeding tube. Administration can also be including intravenous
injection, intrg~arterial injection, intra-muscular injection, intracerebral, intracerebroventricular
or subcutapous (under the skin) administration. In some embodiments, administration can be

achieved by topical means including epicutaneous (application to skin) and inhalation.
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[00114] The oral agents comprising a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, or conjugates thereof, described herein can be in any suitable form for oral
administration, such as liquid, tablets, capsules, or the like. The oral formulations can be furthe

coated or treated to prevent or reduce dissolution in stomach. The compositions of the presext

pharmaceutically acceptable auxiliary substances as required to approximpte physiological

conditions including pH adjusting and buffering agents, tonicity adjustjng agents, wetting agents
and the like, such as, for example, sodium acetate, sodium lactate, sgdium chloride, potassium
chloride, calcium chloride, sorbitan monolaurate, triethanolaming’oleate, etc.

[00115] As used herein, a “subject” is a human or non-human/animal. In some embodiments, a
subject can include, but is not limited to, a mouse, a rat, a yabbit, a human, or other animal. In
another embodiment, a subject is a human, such as a hughan having or at risk of having a cancer.
In some embodiments, a subject or biological source/may be suspected of having or being at risk
for having a disease, disprder or condition, includifig a malignant disease, disorder or condition
(e.g., cancer). In certain embodiments, a subjg€t or biological source may be suspected of having
or being at risk for having a hyperproliferative disease (e.g., carcinoma, sarcoma), and in certain
other embodiments of this disclosure a gdbject or biological source may be known to be free of a
risk or presence of such disease, disopder, or condition.

[00116] “Treatment,” “treating” oy ‘ameliorating” refers to either a therapeutic treatment or
prophylactic/preventative treatpient. A treatment is therapeutic if at least one symptom of
disease (e.g., a hyperproliferative disorder, such as cancer) in an individual receiving treatment
improves or a treatment rfay delay worsening of a progressive disease in an individual, or
prevent onset of additignal associated diseases (e.g., metastases from cancer).

[00117] A “therapeptically effective amount (or dose)” or “effective amount (or dose)” of a
composition inc ( ding D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants
described hergin, refers to that amount of compound sufficient to result in amelioration of one or
more sympfoms of the disease being in a statistically significant manner. When referring to an
individyal active ingredient, administered alone, a therapeutically effective dose refers to that

ient alone (e.g., a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant
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described herein). When referring to a combination, a therapeutically effective dose refers to
combined amounts of the active ingredients that result in the therapeutic effect, whether
administered serially or simultancously (in the same formulation or in separate formulations). -
[00118] The term “pharmaceutically acceptable” refers to molecular entities and compositios
that do not produce allergic or other serious adverse reactions when administered to a subject

using routes well known in the art.

[00119] A “patient in need” or “subject in need” refers to a patient or subject at rislf'of, or
suffering from, a discase, disorder or condition (e.g., cancer) that is amenable to/Areatment or
amelioration with a D-amino acid chlorotoxin and/or D-amino acid chloroto n variant described
herein. |

[00120] In one aspect, the present invention includes methods of treating a disease associated
with cells expressing a chlorotoxin target. The methods can includ¢/administering, to a subject in
need thereof, a therapeutically effective amount of a pharmaceuti€al composition comprising a
D-amino acid chlorotoxin and/or D-amino acid chlorotoxin vgfiant, thereby treating the discase.
In some embodiments, the chlorotoxin target can include Ahnexin A2, Calpactin, or a
combination thereof.

[00121] In some embodiments, the D-amino acid chlérotoxin and/or D-amino acid chlorotoxin
variant can further include other agents to facilitay¢ treatment. For example, a D-amino acid
chlorotoxin and/or D-amino acid chlorotoxin yériants can further include cytotoxic agents (e.g.,
mitotic inhibitors), toxins, antisense nucleofides, cancer treatment drugs (e.g., alkylating agents),
nucleotide drugs, anti—metabolites, metgbolic modulators, radiosensitizers, peptide therapeutics,
peptide-drug conjugates, radionuclidg$, or a combination thereof.

[00122] Cytotoxic agents can inclyde drugs that can be used to treat cancer, e.g., by inhibiting
cell proliferation. Some exam g cytotoxic agents can include, e.g., the vinca alkaloids,
mitomycins, bleomycins, cygotoxic nucleosides, taxanes, and epothilones, Members of those
classes include, for example, doxorubicin, carminomycin, daunorubicin, aminopterin,
methotrexate, methoptgtin, dichloromethotrexate, mitomycin C, porfiromycin, 5-fluorouracil, 6-
mercaptopurine, gemicitabine, cytosine arabinoside, podophyllotoxin or podo- phyllotoxin
derivatives, such/4s etoposide, etoposide phosphate or teniposide, melphalan, vinblastine,
vincristine, leprosidine, vindesine, leurosine, paclitaxel and therapeutically effective analogs and

derivatives 60f the same. Other useful antineoplastic agents include estramustine, cisplatin,

ety

carboplafin, cyclophosphamide, bleomycin, gemcitibine, ifosamide, melphalan, hexamethyl

ine, thiotepa, cytarabin, idatrexate, trimetrexate, dacarbazine, L- asparaginase,
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camptothecin, CPT-11, topotecan, ara-C, bicalutamide, flutamide, leuprolide, pyridobenzoindole
derivatives, interferons and interleukins.

[00123] Suitable metabolic modulators can include, but are not limited to, lonidamine, /

dichloroacetate, alpha-tocopheryl succinate, methyl jasmonate, betulinic acid, and resveratri

[00124] Radiosensitizers are known to increase the sensitivity of cancerous cells to the tg&ic

pimonidazole, etanidazole, nimorazole, mitomycin C, RSU 1069, SR 4233, EO%, RB 6143,
nicotinamide, 5-bromodeoxyuridine (BUdR), 5-iododeoxyuridine (IUdR), bygmodeoxycytidine,
fluorodeoxyuridine (FudR), hydroxyurea, cisplatin, and therapeutically effective analogs and

derivatives of the same.

[00125] In some embodiments, the D-amino acid chlorotoxin and/oy’D-amino acid chlorotoxin
variants can include radionuclides and/or complexed radionuclidgs. Suitable radionuclides can
include, but are not limited to, Sc-47, Ga-67, Y-90, Ag-111, T4-111, Sm-153, Tb-166, Lu-177,
Bi-213, Ac-225, Cu-64, Cu-67, Pd-109, Ag-111, Re-186, Re-188, Pt-197, Bi-212, Bi-213, Pb-
212 or Ra-223.

[00126] In certain embodiments, the present inventigh can include treating diseases, disorders,
and/or conditions, such as gliomas, astrocytomas yhedulloblastomas, choroids plexus carcinomas,
ependymomas, other brain tumors, neuroblasteima, head and neck cancer, lung cancer, breast
cancer, intestinal cancer, pancreatic cancer, Aiver cancer, kidney cancer, sarcomas, osteosarcoma,
rhabdomyosarcoma, Ewing’s sarcoma, cdrcinomas, melanomas, ovarian cancer, cervical cancer,
lymphoma, thyroid cancer, anal cancef, colo-rectal cancer, endometrial cancer, germ cell tumors,
laryngeal cancer, multiple myelomd, prostate cancer, retinoblastoma, gastric cancer, testicular
cancer, and Wilm’s tumor. In géme embodiments, the methods can including treating a disease,
disorder and/or condition incfuding a glioma, a skin cancer, a lung cancer, a lymphoma, a
medulloblastoma, a prostgfe cancer, a pancreatic cancer, or a combination thereof. In certain
embodiments, the methdds can be used to treat breast and mammary cancers, colon, skin, lung,
lymphoma, glioma, fhedulloblastoma prostate, pancreatic cancers, oral squamous cell carcinoma,
and/or hemangiopericytoma.

[00127] The present invention further includes methods of administering a D-amino acid
chlorotoxin/and/or D-amino acid chlorotoxin variant described herein. For example, in one
aspect, tHe present invention includes a method comprising a step of administering an effective

dose gf a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant described herein or
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a composition including a D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variant
described herein to a subject with a tumor such that the peptide selectively targets tumor tissue

over normal tissue.

variant described herein or a composition including a D-amino acid chlorotoxin ang/or D-amino
acid chlorotoxin variant described herein to a subject with cancerous tissue (e.g./a tumor) such
that the peptide selectively targets cancerous tissue (e.g., tumor tissue) over normal tissue. The
methods can include‘imagihg the cancerous tissue by; e.g., detecting the tigsue that shows
elevated binding of the peptides, thereby indicating the location of the gancerous tissue.
Identification of the location can provide a step of surgically removing the cancerous tissue from
the subject. The surgically removing can include, e.g., intraopergfive visualization of the
cancerous tissue as identified by binding of the D-amino acid ghlorotoxin and/or D-amino acid
chlorotoxin variants described herein.

[00129] The present invention also provides compositighs for administering the D-amino acid
chlorotoxin and D-amino acid chlorotoxin variants dgscribed herein to a subject to facilitate
diagnostic and/or therap_eutic applications. In cerfdin embodiments, the compositions can include
a pharmaceutically acceptable excipient. Pharghaceutical excipients useful in the present
invention include, but are not limited to, bipders, fillers, disintegrants, lubricants, coatings,
sweeteners, flavors and colors. One of sKill in the art will recognize that other pharmaceutical
excipients are useful in the present in¥ention. The term “pharmaceutical composition” as used
herein includes, e.g., solid and/or Jrquid dosage forms such as tablet, capsule, pill and the like.
[00130] The D-amino acid chlgrotoxin and D-amino acid chlorotoxin variants of the present
invention can be administergd as frequently as necessary, including hourly, daily, weekly or
monthly. The D-amino agid chlorotoxin and D-amino acid chlorotoxin variants utilized in the
methods of the inventigh can be, e.g., administered at dosages that may be varied depending
upon the requiremepts of the method being employed. The D-amino acid chlorotoxin and D-
amino acid chlordtoxin variants described herein can be administered to the subject in a variety
of ways, inclyding parenterally, subcutaneously, intravenously, intratracheally, intranasally,
intradermally, intramuscularly, colonically, rectally, urethrally or intraperitoneally. In some
embodiphents, the pharmaceutical compositions can be administered parenterally, intravenously,

intraghuscularly or orally. In some embodiments, the compositions can be administered
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intratumorally and/or intranodally, such as delivery to a subject’s lymph node(s). In certain
embodiments, administration can include enteral administration including oral administration,

rectal administration, and administration by gastric feeding tube or duodenal feeding tube. /

Administration can also be including intravenous injection, intra-arterial injection, intra-musgular
injection, intracerebral, intracerebroventricular or subcutaneous (under the skin) administyation.
[00131] The oral agents comprising a drug candidates (e.g., peptides) described herein an be in
any suitable form for oral administration, such as liquid, tablets, capsules, or the likg? The oral
formulations can be further coated or treated to prevent or reduce dissolution in sfomach. The
compositions of the present invention can be administered to a subject using ghy suitable
methods known in the art., Suitable formulations for use in the present invgntion and methods of
delivery are generally well known in the art. For example, the drug capdidates (e.g., peptides)
described herein can be formulated as pharmaceutical compositions #ith a pharmaceutically
acceptable diluent, carrier or excipient. The compositions may cgitain pharmaceutically
acceptable auxiliary substances as required to approximate physiological conditions including pH
adjusting and buffering agents, tonicity adjusting agents, wétting agents and the like, such as, for
example, sodium acetate, sodium lactate, sodium chlorige, potassium chloride, calcium chloride,
sorbitan monolaurate, tricthanolamine oleate, ctc.
[60132] The present invgntion further includes fugpctional assays of the D-amino acid chlorotoxin
and/or D-amino acid chlorotoxin variants. Thg/capacity of D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants and conjuggtes thereof, to bind to tumor or cancerous tissue can
be assayed by in vitro binding, ex vivo ipdaging, animal models, and other assays known in the art
and as previously described. See, forexample, US Patent Publication Number US20080279780
and WO 2011/142858, both of which are incorporated by reference herein for the description of
functional assays to detect and sheasure binding to tumor cells and tumor tissue.

[00133] One skilled in the ayt will be knowledgeable about animal models that are useful for
measuring the in vivo actifity of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin
variants, and conjugatg$ thereof. For example, the National Cancer Institute maintains a database
of specific cancer models. See the “Cancer Models Database” at the National Cancer Institute
website. All anjrhals are handled in strict accordance with the National Institutes of Health
Guide for theCare and Use of Laboratory Animals. ND2:SmoA1 medulloblastoma mice,

138N intestinal adenoma and adenocarcinoma mice have

TRAMP prostate cancer mice and Apc
been prgviously described. See, Fodde, R, et al., A targeted chain-termination mutation in the

mougt Apc gene results in multiple intestinal tumors. Proc. Natl. Acad. Sci. U.S.A., 1994.
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91(19): p. 8969-73; Greenberg, N. M., et al., Prostate cancer in a transgenic mouse. Proc. Natl.
Acad. Sci. U.S.A., 1995. 92(8): p. 3439-43; Kaplan-Lefko, P. J., et al., Pathobiology of
autochthonous prostate cancer in a pre-clinical transgenic mouse model. Prostate, 2003. 55(3): p
219-37; Hallahan, A. R., et al., The SmoAl mouse model reveals that notch signaling is criti {
for the growth and survival of sonic hedgehog-induced medulloblastomas. Cancer Res., 2004.

64(21): p. 7794-800; each expressly incorporated herein by reference in its entirety.

Leptomeningeal Spread,” Cancer Research (58: 1768-1776, 2008). K C57M/6 background is
used and the D-amino- acid chlorotoxin and/or D-amino acid chlopbtoxin variants, and conjugates
thereof is or are administered to evaluate the preferential bindifg of the peptides or peptide
conjugates to cancerous tissue over normal tissue. Hemizygous or homozygous (referred as
ND2:SmoAl) mice with symptomatic medulloblastoma gte selected for enrollment in these
studies. Symptoms are detected using an open field gage evaluation. Symptoms may include
head tilt, hunched posture, ataxia, protruding skull/’and weight loss. Positive results in this assay
would include a lessenir;g, diminishment, redugtion or inhibition of these symptoms by
administration of the D-amino acid chlorotgXin and/or D-amino acid chlorotoxin variants and
conjugates thereof.

[00135] Such assays can be used to show the effects of the D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variants, agd conjugates thereof in a variety of cancers, including, for
example, cancerous tissue assogiated with gliomas, astrocytomas medulloblastomas, choroids
plexus carcinomas, epend mas, other brain tumors, neuroblastoma, head and neck cancer,
lung cancer, breast cancery intestinal cancer, pancreatic cancer, liver cancer, kidney cancer,
sarcomas, osteosarcomf, rhabdomyosarcoma, Ewing’s sarcoma, carcinomas, melanomas
(including amelanotic melanoma), ovarian cancer, cervical cancer, lymphoma, thyroid cancer,
anal cancer, colgérectal cancer, endometrial cancer, germ cell tumors, laryngeal cancer, multiple

myeloma, proétate cancer, retinoblastoma, gastric cancer, testicular cancer, and Wilm’s tumor.
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cancers, colon, skin, lung, lymphoma, glioma, medulloblastoma prostate, pancreatic cancers, oral
squamous cell carcinoma, and/or hemangiopericytoma.

[00136] The capacity of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variantg,
and conjugates thereof to target a detectable label to cancerous or tumor tissue preferentiallyOver
normal tissue can be assayed by in vitro binding, ex vivo imaging, animal models, and othér
assays known in the art and as described above. For example, the D-amino acid chlor 'oxin

and/or D-amino acid chlorotoxin variants, can be conjugated to a detectable label, g6 described

herein, to produce a D-amino acid chlorotoxin conjugate or D-amino acid chlorgfoxin variant
conjugate. An appropriate amount of the D-amino acid chlorotoxin conjugatg’ or D-amino acid
chlorotoxin variant cbnjugate can be injected into the tail vein of mice thay’show clinical signs
consistent with advanced tumors. After three days the mice can be sacpificed and their brains can
be imaged using a biophotonic imaging system, such as the Caliper/Xenogen Spectrum or the
Odyssey Near-Infrared imaging system. A positive result will show that the peptide conjugate
preferentially illuminates or identifies the cancer tissue compagfed with normal tissue. In an
embodiment, the preferential binding of the D-amino acid ghlorotoxin conjugate or D-amino acid
chlorotoxin variant conjugate to the cancerous tissue ovgr the normal tissue is substantiaily the
same as that of the native chlorotoxin conjugate. In ghother embodiment, the preferential binding
of the D-amino acid chlorotoxin conjugate or D-gino acid chlorotoxin variant conjugate to the
cancerous tissue over the normal tissue is less than that of the native chlorotoxin conjugate, but
more than that of normal tissue.

[00137] One skilled in the art will be kngwledgeable about ex vivo models that are uscful for
measuring the activity of a D-amino a€id peptides, including D-amino acid chlorotoxin and/or D-
amino acid chlorotoxin variant, and conjugates thereof described herein. For example, for
detection of medulloblastoma, XD2:SmoAl animals exhibiting symptoms of medulloblastoma
are injected with the D-aming acid chlorotoxin and/or D-amino acid chlorotoxin variants or
conjugates through the tajf vein. Mice are euthanized using C0, inhalation three days after
injection and ex vivo biophotonic images of their brain are obtained using the Xenogen Spectrum
Imaging System (Cgliper). The brains are then frozen in Tissue-Tek Optimal Cutting
Temperature (OCT) Compound (Sakura), sliced in 12 um sections and Hemotoxylin and Eosin
(H&E) stainegd according to standard procedures. A positive result will show that the D-amino
acid chlorgtoxin and/or D-amino acid chlorotoxin variants, or conjugates thereof preferentially
illumingfes or identifies the cancer tissue compared with normal tissue. In an embodiment, the

preferential binding of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
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or conjugates thereof to the cancerous tissue over the normal-tissue is substantially the same as
that of the native chlorotoxin or native chlorotoxin conjugate. In another embodiment, the

preferential binding of the D-amino acid chlorotoxin and/or D-amino acid chlorotoxin variants,
or conjugates thereof to the cancerous tissue over the normal tissue is less than that of the nati ve

chlorotoxin or native chlorotoxin conjugate, but more than that of normal tissue.

[00138] Another example relates to prostate tissue imaging. Normal and cancerous hupfian
prostate tissue samples are collected and handled in accordance with Human Subjects IRB
approved protocols. Sections are incubated with an amount of the D-amino acic/l hlorotoxin
conjugate and/or D-amino acid chlorotoxin variant conjugate, in 5% normal gdat serum buffer
for 45 minutes. Unbound conjugate is reduced by washing slides 3 times f6r 5 minutes in PBS
buffer. Signal is detected by ﬂuoréscence microscopy and correlated to/adjacent sections stained
with hematoxylin and eosin (H&E). A positive result will show that/the D-amino acid
chlorotoxin conjugate or the D-amino acid chlorotoxin variant cofjugate preferentially
illuminates or identifies the cancer tissue compared with normél tissue. In an embodiment, the
preferential binding of the D-amino acid chlorotoxin conjugate or D-amino acid chlorotoxin
variant conjugate to the cancerous tissue over the normal'tissue is substantially the same as that
of the native chlorotoxin conjugate. In another embodiment, the preferential binding of the D-
amino acid chlorotoxin conjugate or D-amino acig/chlorotoxin variant conjugate to the cancerous
tissue over the normal t{ssue is less than that of’the native chlorotoxin conjugate, but more than
that of normal tissue. »

[00139] One skilled in the art will be kngfvledgeable about in vitro models that are useful for
measuring the activity of the D-aming’acid chlorotoxin and/or D-amino acid chlorotoxin variant,
and conjugates thereof described Iérein. For example, 9L/lacZ gliosarcoma cells (ATCC, VA)
and primary human foreskin fibfoblast (HFF) are maintained in DMEM and RPMI medium both
supplemented with 1% sodiyin pyruvate, 1% streptomycin/penicillin and 10% FBS (Hyclone,
UT), respectively. 2 x 10/cells are seeded on sterile cover slips 36 hrs prior to labeling and
confocal microscopy. Lells are cultured with 1 ml of CTX:CY5.5 conjugate (1 uM) for 2 hours
in a 37°C. humidifi¢d incubator maintained at 5% CO,. Cover slips are washed 2 times in cell
culture medium ghd 2 times in PBS buffer. Following this step, cell membranes are stained with

1 uM solutiory/of FM 1-43FX (Molecular Probes, OR) for 20 min in dark at room temperature,
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with DAPI, TRITC, and Cy5 filters. Image processing is performed using Soft WoRX (Applied
Precision, WA). A positive result will show that the D-amino acid chlorotoxin or the D-amino
acid chlorotoxin variant, or conjugates thercof preferentially illuminates or identifics the cancey
tissue compared with normal tissue. In an embodiment, the preferential binding of the D-anyino
acid chlorotoxin or D-amino acid chlorotoxin variant , or conjugates thereof, to the cancerous
tissue over the normal tissue is substantially the same as that of the native chlorotoxin r native
chlorotoxin conjugate. In another embodiment, the preferential binding of the D-apino acid
chlorotoxin or D-amino acid chlorotoxin variant, or conjugates thereof, to the cagncerous tissue
over the normal tissue is less than that of the native chlorotoxin or the native £hlorotoxin
conjugate, but more than that of normal tissue. ‘

[00140] Another model includes the use of subcutaneous xenografts established in nu/nu (nude)
mice using 9L, a rat gliosarcoma cell line (ATCC), and RH30, a rhgbdomyosarcoma cell line.
The xenografts ars established using 1 million 9L or RH30 cells guspended in serum free media
and matrigel at a 1:1 ratio. Intracranial xenografts are establighed by stereotaxic injection of 1
million 9L cells suspended in 10 ul PBS into the brain 3 lateral and posterior to the bregma.
Methods of Making Libraries |
[00141] In yet another aspect, the present invention idcludes methods for making potential drug
candidates. For example, methods that are generglly well known in the art can be used to make
small molecule libraries and larger biologics (¢/g., antibody) libraries.

[00142] In some embodiments, the present ivention includes methods of making peptides for
the generated peptide libraries. A wide yariety of methods are suitable for making the peptide
libraries. As described further hereiny/the present invention includes scaffolds that can be used as
a starting point for generating pepyide libraries. These scaffolds as well as a large diversity of
scaffold variants can be made yging several different approaches. In some aspects, the peptide
libraries can be produced usifig peptide synthesis techniques generally well known in the art.
Conventional oligonuclegtide synthesis techniques (e.g., chip-based oligonucleotide synthesis)
can also be used. In sofme instances, the synthetic approaches can be combined with a variety of
expression systems,/In one example embodiment, particular residue positions in a scaffold can
be targeted for rgidom mutagenesis using degenerate codons to generate a diverse set of DNAs
that can be mgde using, e.g., chip-based oligonucleotide synthesis and can code for a large library
of scaffold Aariants.

In some/&mbodiments, the method further comprises generating a peptide library comprising the

at legst some of the peptides having the pharmacological property. In certain embodiments, the
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methods further comprise screening the at least some of the peptides to identify which peptides
exhibit an activity for inhibiting a protein:protein interaction, inhibiting antagonism of a receptor,
inhibiting binding of an agonist to a receptor, modulating an ion channel, inhibiting a signali
pathway, activating a signaling pathway, and/or a inhibiting a protein:small molecule interaCtion.
In some embodiments, the protein:protein interaction is associated with a disease or diggrder

selected from the group consisting of a cancer, an infectious disease, an inflammatory disease, an

plurality of samples; each éamp le being obtained at a different time poiny/after administering the
plurality of peptides. In certain embodiments, at least one peptide of the plurality of peptides
comprises a detectable label for tracing the at least one peptide in tife subject. In certain

embodiments, the.detectable label comprises a near infrared dyg/

[00143] In some embodiments, the molecules coding for the scaffolds and scaffold variants can
be expressed in various expression systems, and can, in gome embodiments, be combined as part
of a fusion system. The DNA molecules encoding the scaffolds and scaffold variants, e.g., can
be combined with fusion systems that can be exprgssed in several different cell types, e.g., 293
HEK or E. coli. Fusions for 293 HEK cells, e £., can include but are not limited to, IgK leader
sequences and/or secreted fusion proteins, sych as siderocalin, lipocalin 2, and human serum
albumin.

[66144] In some embodiments, the peptides described herein (e.g., knotted peptides) can be
expressed as fusions with lipocalin proteins. In one aspect, the present invention includes a

method for producing a peptide that can include expressing, in a cell, a fusion protein including a
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[00145] The peptides described herein (e.g., knotted peptides) can be expressed using a variety of
lipocalin proteins. In some embodiments, siderocalin is used as a secretion partner. Siderocalin

is uscful as a fusion partner larger proteins because, ¢.g., of the small size of siderocalin relativ;

to larger proteins (the mature protein is 178 amino acids and has a molecular weight of 205
Da). Also, a C87S mutation in siderocalin can prevent dimerization and yields pure mondgmeric
fusion protein. A single intramolecular disulfide bond present in siderocalin increase its

stability. Also, siderocalin only has a single N-linked glycosylation site, which inydlves correct

processing in the ER before secretion. In some embodiments, the peptides can glso be expressed

as fusion peptides with Murine Len2 (also known as 24p3), which also workg very well as a
secretion partner. Other homologs can also be used. In addition, the pepgides (e.g., knotted
peptides) provided herein can also be expressed as fusion systems witlythe other members of the
lipocalin family including Lenl, Len6, Len8, Len9, Lenl0, Lenl2,
[60146] In some embodiments, the expression of peptides (e.g.,

Lcn2 can be utilized with a self-cleaving Len2, with RARY

notted peptides) as fusions with
right after the CIDG, and an
exogenously cleaved one, with ENLYFQ in that position. /The former can be cleaved by the
mammalian cells during protein export (e.g., by furin), #nd the free Len2 and knotted peptide can
be secreted into surrounding media. ENLYFQ is a tgbacco etch protease site, which is not found
endogenously in mammalian cells. The construcg in this system can be secreted as fusions,
allowing for the knotted peptide to be cleaved Off later by adding exogenous TEV protease. This
can be useful for recovering the knottins. I some embodiments, purification “handles” such as
poly-histidine or poly-arginine can be agded to the Len2 and subsequently removed by
proteolysis. In addition to the knotted peptides, these fusion systems can also used for difficult-
to-express proteins of medical intgfest such as chemokines, interleukins, and peptide hormones.
[00147] The lipocalin fusions (£.g., siderocalin and/or Len2 fused with a knotted peptide) car be
used in several ways differefft ways. It could be used to increase the size of the target protein (for
example a potential therageutic) in order to increase its half-life. It could be used to secrete the
target protein where th€ target protein is naturally expressed in the cytoplasm. Lcn2 also has
unique ligand specificity and tightly binds catecholate siderophores (bacterial iron chelators).
This opens the pgssibility of loading the Len2 fusion with specific ligands, such as a
chemotherapetitic or radioactive reagent or some type or a compound that has beneficial

properties,/Len2, when loaded with siderophores and iron, has a deep red color that can aid in

chromatbgraphy or other purification steps.
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[00148] In addition to several other advantages, the lipocalin fusion systems can be used to make
large amounts of protein over relatively short time frames. In some embodiments, the amount of
peptide obtained can be less than about 10 mg/L, less than about 20 mg/L, less than about 40

mg/L, less than about 50 mg/L, less than about 100 mg/L, less than about 150 mg/L, less tha 4

about 180 mg/L, or less than about 200 mg/L. In some embodiments, the amount of peptjde
obtained can be between about 10 mg/L and 200 mg/L, between about 50 mg/L and 206 mg/L,
between about 100 mg/L and 200 mg/L, and between about 150 mg/L and 200 mg/V.
[00149] In other embodiments, some of the peptides described herein can be expressed in a
variety of ways known in the literature. For example, the peptides are expre ¢d in bacterial
systems including E. Coli, corynebacterium, and pscudomonas fluoresceixs. EXpression
platforms for E. coli can include periplasmic expression or cytoplasmig’expression. For
periplasmic expression, fusions can include pelB, dsbA, and ExF
fusions can include Small Ubiquitin-like Modifier (SUMO) fusi

fusion. Cytoplasmic

s. The peptides can also be
expressed in yeast systems including Saccharomyces cerevisige and Pichia pastoris. The
peptides can also be expressed in insect cell systems and eykaryotic systems including plant and
mammalian systems. |
[00150] In some aspects, the peptides disclosed herejf can be synthesized by transfection, a
technique that involves introduction of foreign D)XA into the nucleus of the eukaryotic cells. In
some aspects, the pepticies can be synthesized By transient transfection (DNA does not integrate
with the genome of the eukaryotic cells, buf/the genes are expressed for 24-96 hours). Various
methods can be used to introduce the foréign DNA into the host cells, and transfection can be
achieved by chemical-based means in€luding by the calcium phosphate, by dendrimers, by
liposomes, and by the use of catiopic polymers. Non-chemical methods of transfection include
electroporation, sono-poration, Gptical transfection, protoplast fusion, impalefection, and
hydrodynamic delivery. In §6me embodiments, transfection can be achieved by particle-based
methods including gene gvn where the DNA is coupled to a nanoparticle of an inert solid which
is then “shot” directly jato the target cell’s nucleus. Other particle-based transfection methods
include magnet assigted transfection and impalefection.

[00151] DNA cagh also be introduced into cells using virus as a carrier (viral transduction) using
reteroviruses of lentiviruses. In some embodiments, the peptides of the present invention can be
ng a Daedalus expression system. Ashok D. Bandaranayake et al., Nucleic Acids

1 November; 39(21): €143, which is incorporated herein by reference in its entirety.

This fechnique may also be combined with a serum free mammalian culture system. And, it is
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also possible to express tagless proteins, which can be purified in a single size exclusion step
directly from the media, at high levels.

[00152] In one aspect, the present invention provides a method of making hundreds to thousan

or more of peptide variants at high levels. Conventional methods of making knotted peptideg can
be limited in that activity of knotted peptides can depend on proper folding of the peptid
There has been limited success in making knotted peptides that fold properly during .
The present invention overcomes these problems with other techniques known in th¢ art. FIG. 4
shows an example method for making the peptide libraries of the present inventjon. As shown,
viruses can be produced by packaging of specific oligonucleotides sequencesy transferring the
sequences to the Virﬁses, and expressing the peptides. Recovery and scalg/up of the peptides can
be conducted, and then the sample can be purified and assayed. The pydcess can be conducted
efficiently (e.g., in three weeks) and large amounts of peptide can bg'produced (e.g., 200
mg/liter). In some instances, purification by chromatography mag# not be needed due to the
purity of manufacture according the methods described herei
[00153] In an example embodiment, the present invention #icludes fusion proteins of a knotted
peptide fused to siderocalin via a cleavable linker. FIG/S shows an example fusion system that
can be used to make the knotted peptide libraries. shown, the fusion system inciudes a
sequence including an IgK SP, sSFLAG, HIS, sidepbcalin, TEV, and the knotted peptide sequence
of interest. In some embodiments, these fusiops can be combined with the Daedalus expression
systems. Ashok D. Bandaranayake et al., Mucleic Acids Res. 2011 November; 39(21): 143,
which is incorporated herein by referencd in its entirety. A lentivirus can be used to gain rapid,
stable expression in HEK293 cells, a fuman kidney cell line. The siderocalin can be highly
expressed in this system and, e.g., Serves to help the knotted peptide to be expressed as well. The
nature of the cleavable linker ajfows the fusion to be cleaved as the protein is being expressed or
later via an exogenously addéd protease. The siderocalin fusion partner can, e.g., be a
generalizable expression ghhancement system for any difficult-to-express protein, can be used as
a tag to increase the siz€ of a smaller peptide, and/or to improve a peptide’s serum half-life (e.g.,
by increasing the sigé of the final fusion protein above the glomerular filtration limit.

[00154] Althou

can infect a wide variety of cells. Combining this with a system that allows proteins to be

HEK293 cells are robust and used for general protein expression, the lentivirus

cleaved as they are expressed enables a set of powerful assays that rely upon the secreted peptide
n autocrine or paracrine manner (i.e., they act on the cell that is secreting them or on

cells). An example of this would be to infect cancer target cells with a library of peptide-
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expressing lentiviruses and then screen those cells by flow cytometry for those that showed signs
of apoptosis (e.g., Annexin V expression). The cells showing signs of apoptotic stress could be
sorted out and the viruses sequenced, essentially looking for cells that were expressing a peptid

that was inducing apoptosis in an autocrine fashion. A related set of screens could be done j

diffusion-limited matrix (e.g., soft agar), where peptide-expressing cells were mixed with/target
cells and the agar limited diffusion of the peptide. Areas of target cell death would be n
indication of an active secreted peptide. Screens done in this manner could employ/very large
libraries, as the deconvolution would be as simple as sequencing the gene from which the peptide
came. ’

[00155] In some emBodiments, the present invention can include methods/for producing knotting
such that the knottin protein can remain tethered to the surface of the mammalian cell for use in
conventional binding screens (e.g., those in which the target molecyfe is tethered to a column or
beads and céndida:te drugs are idehtiﬁed by affinity to the target). In contrast to other known
methods (e.g., phage or yeast display), the methods described herein use fusion systems (e.g., a
siderocalin system of the present invention) to express libraries of peptides that have been
designed according to the “rules” described above (e.g.fatio of acid/basic amino acids ina
peptide) and that can be established through the in vi¥o drug discovery process and/or that have
already been prescreengd for specific biophysical And pharmacological properties. In these
methods, e.g., all DNA sequences and protein products are already known and have already been
validated (e.g., the peptides all fold properly and have improved serum half lives). The methods
of present invention are in direct contragt to other known display technologies where the
displayed proteins are not known and/previously validated, and instead have their sequences
randomized (using mutagenic oligénucleotides and degenerate NNN codons) yielding libraries of
immense size (generally greater’than 107), where many of the proteins do not fold properly due to
deleterious mutations.

[00156] In some embodirgents, the present invention relates to methods of generating a mass-
defined drug candidat¢/library where the method comprises producing a plurality of drug
candidates, at least gome of the drug candidates each having a unique mass signature or digest
fragment mass sjgnature and analyzing the plurality of drug candidates using mass spectrometry
to measure the’ unique mass signature or digest fragment mass signature for the at least some of
drug candidates. In certain embodiments, the methods include generating a mass-defined drug
candidate library comprising the at least some of the plurality of drug candidates, the drug

candidate library being generated based on a pharmacological property, wherein the identity of
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the drug candidates in the mass-defined drug candidate library can be determined with the unique
mass signature or digest fragment mass signature of each of the drug candidates.

[00157] The invention further provides methods of generating mass-defined drug candidate /
libraries, where the method comprises, producing a plurality of drug candidates, at least sopde of
the drug candidates each having a unique mass signature or digest fragment mass signatyfte;

analyzing the plurality of drug candidates using mass spectrometry to measure the unijue mass

wherein the identity of the drug candidates in the mass-defined drug candidate library can be
determined with the unique mass signature or digest fragment mass sighature of each of the drug
candidates.

[00158] In some embodiments, at least one of the drug candidatgs in the plurality comprises a
pre-defined number of a heavy isotope atom to modify the updque mass signature or digest
fragment mass signature of the at least one drug candidate/In certain embodiments, the heavy
isotope atom comprises *C or deuterium. In some embgdiments, the unique mass signature or
digest fragment mass signature of at least one of theknotted-peptides in the plurality is defined
by a moiety conjugated to the at least one kﬁotte peptide. In certain embodiments, the moiety is
conjugated to the N-terminus of the at least opé knotted-peptide. In some embodiments, the
moiety comprises a pre-defined number of 4 heavy isotope atom to modify the unique mass
signature or digest fragment mass signagtre of the at least one knotted-peptide. In certain
embodiments, the heavy isotope atont comprises >C or deuterium. In some embodiments, the
plurality of knotted peptides compfises greater than 100 peptides, greater than 1000 peptides, or
greater than 10000 peptides. )
[00159] In some embodimenfts, the plurality of drug candidates comprise knotted-peptides. In
certain embodiments, theinique mass signature or digest fragment mass signature of the knotted-
peptides are defined by'the natural amino acid sequence of the knotted peptides. In certain

embodiments, at legét one of the drug candidates in the plurality comprises a pre-defined number

[00160]1n some embodiments, the unique mass signature or digest fragment mass signature of at

least 6ne of the knotted-peptides in the plurality is defined by a moiety conjugated to the at least
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one knotted-peptide. In certain embodiments, the moiety is conjugated to the N-terminus of the at
least one knotted-peptide. In certain embodiments, the moiety comprises a pre-defined number of
a heavy isotope atom to modify the unique mass signature or digest fragment mass signature of,

the at least one knotted-peptide. In certain embodiments, the heavy isotope atom comprises '

or deuterium. In certain embodiments, the plurality of knotted peptides comprises greater
100 peptides. Tn certain embodiments, the plurality of knotted peptides comprises greagér than
1000 peptides. In certain embodiments, the plurality of knotted peptides comprises greater than
10000 peptides.

[00161] The invention further provides methods of determining a distributio

/
rofile of knotted-

peptides administered to a subject by different administration pathways where the method
comprises administering to the subject a light knotted-peptide, the light/knotted-peptide being
administered by a first route of delivery and having a lower moleculdr weight than a heavy
knotted-peptide having the same sequence as the light knotted-peptide; administering to the
subject the heavy knotted-peptide, the heavy knotted-peptide being administered by a second
route of delivery that is different than the first route of deli¥ery; and comparing a quantity of the
light knotted-peptide to a quantity of the heavy knotted-peptide obtained from a tissue or fluid
sample of the subject, thereby determining the distribfition profile of the light and heavy knotted-
peptides in the subject based on the first and secopd routes of delivery, respectively.

[00162] In some embodfiments, the light knottgd peptide comprises fewer heavier isotopes than
the light knotted peptide. In some embodiménts, the heavy knotted-peptide comprises at least one
more °C atom or deuterium atom than tife light knotted-peptide. In certain embodiments the first
knotted-peptide is conjugated to a firgt moiety and the heavy knotted-peptide is conjugated to a
second moiety. In other embodimefits, the first moiety, second moiety, or both is conjugated to
the N-terminus of the light and heavy knotted peptide, respectively. In certain embodiments, the
first moiety, second moiety, 61 both comprises a hydrophobic moiety.

[00163] In some embodirgents, the light knotted peptide comprises fewer heavier isotopes than
the light knotted peptide. In other embodiments, the heavy knotted-peptide comprises at least one
more °C atom or dgliterium atom than the light knotted-peptide. In certain embodiments, the first
knotted-peptide i conjugated to a first moiety and the heavy knotted-peptide is conjugated to a
second moiety. In certain embodiments, the first moiety, second moiety, or both is conjugated to
the N-termynus of the light and heavy knotted peptide, respectively. In some embodiments, the
first modety, second moiety, or both comprises a hydrophobic moie’éy. In some embodiments, at

least/6ne *C atom is present in the first moiety, the second moiety, or both. In some
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embodiments, the light knotted-peptide, the heavy knotted-peptide, or both have unique mass
signature or digest mass signature when analyzed by mass spectrometry.

[00164] In some embodiments, at least one *C atom is present in the first moiety, the sccond /
moiety, or both. In other embodiments, wherein the light knotted-peptide, the heavy knotted-
peptide, or both have unique mass signature or digest mass signature when analyzed by nass

spectrometry.

[00165] In some embodiments, at least onc peptide of the plurality of peptides comyprises a
hydrophobic moicety conjugated to the N-terminus of the at least one peptide, whtrein the at least
one peptide exhibits an increased half-life as cbmpared to the at least one pepfide lacking the
hydrophobic moiety: In certain embodiments, the hydrophobic moiety copiprises a hydrophobic
fluorescent dye or a saturated or unsaturated alkyl group.

[00166] In some embodiments, at least one peptide of the plurality ¢f peptides comprises a
detectable label for tracing the at least one peptide in the subject/In certain embodiments, the
detectable label comprises a near infrared dye.

Methods of Analyzing Libraries

[00167] The generated libraries provided by the preseny/invention can be analyzed using’a variety
of methods and used to determine information for a gange of applications. The methods provided
herein further comprise analyzing at least some spimples of the plurality of samples to determine
the identity of the at least some of the peptidey’having the pharmacological property in each
sample of the plurality. In some embodimepts, the identity of the at least some of the peptides is
determined using mass spectrometry, wherein cach of the peptides comprise a unique mass
signature or digest fragment mass sighature detected by a mass spectrometer. In other
embodiments, the plurality of drug/candidates comprises greater than 5 drug candidates, greater
than 10 drug candidates, greater than 100 drug candidates, greater than 1000 drug candidates, or
greater than 10000 drug candidates. In certain embodiments, at least one peptide of the plurality
of peptides comprises a detectable label for tracing the at least one peptide in the subject. In
certain embodiments, fhe detectable label comprises a near infrared dye.

[00168] In one aspgct, the methods include generating peptide libraries in which some or all of
the peptides in afibrary have a unique mass signature or digest fragment signature (e.g., by
trypsin). In cértain aspects, peptides of a generated peptide library are digested into smaller,
more mangg@eable fragments using enzymes such as trypsin. By doing so, peptides samples can

more reddily be analyzed by mass spectrometry.
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[00169] As shown in FIG. 6, a generated peptide library can be analyzed using mass
spectrometry to individually identify all the peptides in the library. Each of the peptides can
have, e.g., a unique tryptic fragment. Visualization can be obtained for the peptides in several

charge states, and MS/MS makes idcntity unambiguous, thereby inherently adding quality

control into the process.
[00170] In some embodiments, pooled, mass-defined libraries of peptides can be used for
various applications. Using methods disclosed herein (e.g., chip-based oligonucleotides),
libraries of thousands of peptides can be completely defined and used to create lipfaries in which
every member has a unique mass signature or digest fragment mass signature,/In some instances,
the identity of each peptide can be coded by its mass, allowing for assays, ¢/g., that cannot be
achieved with display methods thai encumber the peptide with a bulky identifier. For example, it
is not feasible to use display methods to find peptides that cross the plood-brain barrier or interact
with intracellular targets due to a lack of cell penetration, as the sfeer size of the element (phage,
yeast, RNA) displaying the peptide dominates the behavior of the combination. Since the
peptides contain little or nothing extra (except, possibly, bigtin, dyes, tags or other minor
modifications), their behavior is a true measure of the qyalities of the peptide itself. This feature
is a particular advantage in in vivo systems that can be used to simultaneously test thousands of
peptides for oral bioavailability, serum half-life, blood brain barrier penetration, and homing to
particular organs or turﬂors.
[00171] In one aspect, the present inventiory/can include methods of generating mass-defined
drug candidate librarics. The methods cah include, ¢.g., producing a plurality of drug candidates,
at least some of the drug candidates edch having a unique mass signature or digest fragment mass
signature. The methods can also iclude analyzing the plurality of drug candidates using mass
spectrometry to measure the unique mass signature or digest fragment mass signature for the.at
least some of drug candidate§. The methods can further include generating a mass-defined drug
candidate library comprisifig the at least some of the plurality of drug candidates, the drug
candidate library being/generated based on a pharmacological property, wherein the identity of
the drug candidates/in the mass-defined drug candidate library can be determined with the unique
mass signature of digest fragment mass signature of each of the drug candidates.
Pharmacologi€al properties can include, e.g., oral bioavailability, capability to pass the blood-
brain barrjér, exclusion by the blood-brain barrier, serum half-life, capability to penetrate cells,

iy to enter subcellular organelles or other cellular domains, or a combination thereof.
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[00172] In some aspects, analysis of large peptide libraries by mass spectroscopy can include
analyzing a large number of peptide and/or peptide fragments that can have similar molecular
weights, thereby resulting in a relatively crowded mass spectrum that can hinder the /
unambiguous identification of peptides. In some embodiments, the libraries being analyzed/can
be divided into sub-libraries having drug candidates (e.g., peptides) that are disparate in phass
such that the mass spectrum is less crowded and allowing more efficient identificatio 6f the
unique mass signatures.

[80173] In some embodiments, the librarics of peptides having unique mass sighatures could
also be generated by replacing one or more atoms in the scaffold by an isotoge having an atomic
mass Or mass numbér different from the atomic mass or mass number usydlly found in nature. In
some embodiments, the masses of the peptides in the library can be medified by addition of an
isotopically labeled conjugate or tag described further herein. Examdples of isotopes that can be
incorporated into the present peptide libraries include isotopes of nitrogen, oxygen, hydrogen,
carbon, fluorine and chlorine, bromine, sulfur and silicon. Fof example the peptides of the
libraries generates herein differ from each other by least ope 15N atom, at least one 70 atom, at
least one '*0 atom, at least one *H atom, at least one *H/atom, at least one °C, 1*C, *F, ¥'Cl, at

251 atom, or at least one *°Si

least one 76Br, at least one >°S atom, 34g atom, g ét m, at least one
atom.

[00174] In some embodiments, the peptides ghd/or peptide conjugates of the generated libraries
can differ from each other by isotopic substution of at least 1 atom, at least 2 atom, at least 3
atom, at least 4 atoms, at least 5 atoms, at least 6 atoms, at least 7 atoms, at least 8 atoms, at least
9 atoms, or at least 10 atoms. In som¢ embodiments greater than about 10, greater than about 15,
greater than about 20, greater tharyabout 25, greater than about 30, greater than about 35, greater
than about 40, greater than aboyt 45, greater than about 50 atoms can be substituted by isotopic
atoms. In some embodimenfs, the peptides and/or peptide conjugates can differ by isotopic
substitution of all 'H, *)C/**N, 1°0, or **S, or any combination thereof.

[00175] The peptide ibraries of the present invention can include peptides in which some or all
of the peptides havg/a unique mass signature. The peptide libraries of the invention can be
analyzed by MS 0r tandem mass spectral (MS/MS) analysis. A variety of mass spectrometry
methods can pe employed in the methods of invention for identifying and/or quantifying the
peptides. Pifferent ionization methods specially the soft ionization techniques like electrospray
ionizatigh (EST), matrix assisted laser desorption/ionization (MALDI), desorption/ionization on

(DIOS), flat atom bombardment (FAB) and liquid secondary ion mass spectroscopy
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(LSIMS) can be used for examination of the generated peptide libraries. The ionization
techniques can be combined in various ways with different mass analyzers including quadrupole

mass analyzers, time of flight (TOF) analyzers, quadrupole ion traps, hybrid quadrupole — TOF

and Fourier transform ion cyclotron resonance (FTICR) MS. In some embodiments the pept] e
libraries can be analyzed using liquid chromatography (e.g., by integrated liquid-chromat
mass spectrometer systems (LC-MS) or LC-MS/MS) and/or other separation techniqueg
ide

diversity (¢.g., thousands) can be produced. Moreover, each of the peptides can pe designed to

[00176] Using the methods of the present invention, scaffold variant libraries with

have a unique mass signature or digest fragment mass signature that can be
individually identify the peptides in the library having at least one of the following
pharmacological properties: oral bioavailability, capability to pass the blood-brain barrier, serum
half-life, capability to penetrate cells, or capability to enter subcellulg organelles or other
cellular domains. Conjugates can be employed for mass based apélysis of the peptide libraries,
as well. In some embodiments, conjugates can be used to label a library with two identical
hydrophobic moieties that can be discriminated by mass spgctrometry. For example, conjugates
having differing isotopes can be used to produce peptideé having different mass but, e.g., the
same or different amino acid sequence.

[00177] In some aspects of the present disclosure, feptides in a peptide library are conjugated.
Conjugation can occur a;t any suitable location Avithin a peptide, for example, the peptide can be
conjugated at any amino acid residue making up the peptide or at either its N-terminus or C-
terminus. In various aspects, peptides ofthe present disclosure are conjugated at their N-termini.
In some aspects of the present disclogdre, peptide libraries can include conjugated peptides.
[00178] Conjugation can be donedy a variety of ways known in art. In some examples, the
conjugates are added to the N-tgrminal of the peptide libraries. N-conjugation can be achieved
by reaction of the peptide libfaries with amine reactive esters including succinimidyl esters. In
some aspects, conjugatiorycan be done by using pH to selectively conjugate to the N-terminus
without hitting interna}lysine residues in the peptides. In some embodiments, the peptides can
be designed so that they do not contain conjugatable lysine residues. In some aspects,
conjugation of pgptides with N-terminal serine or threonine residues can be achieved via
oxidative cougling. In some embodiments, the conjugation can be accomplished by conjugating
a moiety tg’a lysine in the peptides in the peptide libraries.

[00179)/1n some aspects of the present disclosure, conjugated peptides can be isolated from a

pool 6f tryptically digested peptide fragments in the peptide library by binding the conjugate.
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For example, conjugated peptides can be immobilized onto a surface by 'selectively binding the
conjugate. In certain aspects, the N-terminus of a peptide is conjugated with biotin or palmitic
acid for recovery following proteolysis with trypsin. Any suitable conjugation-binding agent

combination can be used to isolate peptides of the present disclosure.

[00180] In various aspects of the present disclosure, the conjugated peptide fragments haye
unique mass spectral signatures relative to other conjugated peptide fragments in the 1 fary. In
further aspects, the mass spectral signature of a conjugated peptide is different fromr'the mass
spectral signature of the corresponding unconjugated peptide. In various aspectg, the mass
spectral signature of a peptide lacking N-terminal conjugation is different thasi the mass spectral
signature of the corrésponding peptide having N-terminus conjugation.

[00181] In various aspects, conjugation of a peptide can be performed at a single amino acid. In
some aspects, the amino acid may be cysteine, histidine, isoleucine, deucine, lysine, methionine,
phenylalanine, threpnine, tryptophan, valine, alanine, arginine, agparagines, aspartic acid,
glutamic acid, glutamine, glycine, ornithine, proline, selenocyéteine, serine or tyrosine. In an
exemplary case, the amino acid may be cysteine. In other dspects, the conjugation can be
performed at more than one amino acid. In some aspects, the more than one amino acid may be
cysteine, histidine, isoleucine, leucine, lysine, methighine, phenylalanine, threonine, tryptophan,
valine, alanine, arginine, asparagines, aspartic acid, glutamic acid, glutamine, glycine, ornithine,
proline, selenocysteine, serine or tyrosine.

[00182] In some aspects of the present disc}ésure, peptides can be conjugated to prevent
oxidation. For example, cysteine residugs can be conjugated following reduction in order to
prevent re-oxidation of the cysteine rgsidues. Any suitable thiol-alkylating agent can be used to
prevent re-oxidation of cysteine rg§idues following reduction. In certain aspects, cysteine
residues are conjugated with igdoacetamide, N-ethylmaleimide, or iodoacetic acid to prevent re-
oxidation of cysteine residugs following reduction. In various aspects, cysteine residues are
conjugated with iodoacetgmide. In certain aspects, peptides can be conjugated with “heavy”
iodoacetamide, thereby enabling its use as a reference standard for material conjugated to
standard (i.e., “light”) iodoacetamide. This strategy is particularly useful for knottin peptide
libraries due to the large numbers of cysteine residues in those peptides.

[00183] In various aspects of the present disclosure, the conjugate atoms can be either “heavy” or
“light,” degfending on the relative atomic mass of the atom. For example, the '*C atom is a

99,

“heavyatom and the '*C atom is a “light” atom. In some aspects, for example, a conjugate that

contgns at least one *C atom is heavy relative to a conjugate that contains only '*C atoms. For

- 54 -




WO 2014/093406 PCTTUSZUT3/074218 /

example, in some aspects, a conjugate that contains more than two 3C atoms is heavy relative to
a conjugate that contains only one °C atom. In some aspects, atoms besides carbon may be used
for heavy and light conjugates. |

[00184] In some embodiments, conjugates can be added having at least one "°C atom. These /
heavier conjugates can be otherwise identical to conjugates only having 12C atoms, thereb
making a difference that can be detected, e.g., by mass spectrometry. For example, two/identical
libraries can be administered to a subject; one library can be N-terminally labeled with palmitic
acid (a light peptide), and the other can be N-terminally labeled with palmitic acid containing
five °C atoms (a heavy peptide).

[060185] The liBrary with the *C atoms will be about five atomic mass unjs heavier but since it
is chemically identical it can have the same ionization properties (peak Meight) in mass
spectrometry. Material recovered from a tissue sample could be dopéd with some of the heavy
library and the 5+ shifted peaks used to quantitate the relative amgunt of each unshifted peak.
This is important because generally peak heights in mass specffometry are not quantitative but
instead reflect the ionizability of a peptide.

[00186] In various aspects of the present disclosure, a éavy library can be spiked into samples
containing an unknown quantity of light library mempers. The heavy library peaks observed
during mass spectral analysis can then be used to Jelp quantitate the light library peaks appearing
in the same sample. ‘

[00187] A heavy library is also useful to moAitor the relative amounts of candidates in a library
following a particular procedure. For ex4mple, a small amount of heavy library can be mixed
into a standard library to determine a Baseline of relative peak heights. Because the heavy library
is chemically identical but different in mass, in this mixture every member of the standard library
will be seen by LC/MS/MS to have a heavy peak adjacent to it. The heights of these heavy peaks
will form a gauge by which fhe amounts of members of the standard library can be judged. So
the standard library could be, for example, incubated in serum to test for susceptibility to serum
proteases. Following jdcubation in serum, the material could be heated to inactivate the serum
proteases, and the havy library doped in as a standard. The LC/MS/MS peak heights of the
heavy material can then be compared to the peak heights of the standard library to determine
which library fnembers were subject to proteolysis. The central point here is that heavy libraries
can be dopéd into standard ones to provide reference peaks. The different peptides will “fly”
differently just based upon their innate qualities, affecting their peak heights independent of

concgntration, but they will fly the same as their heavy counterparts, except that the heavy ones
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will be shifted by their mass. So the peak heights of the heavy ones can be used to calibrate the
peak heights of the standard ones to provide concentration from peak heights.

[00188] In certain aspects, the present invention can utilize the analysis of light and heavy ~ /

peptides by a variety of ways. For example, the present invention includes methods of
determining a distribution profile of knotted-peptides administered to a subject by differest
administration pathways. The methods can include, e.g., administering to the subject iight
knotted-peptide, the light knotted-peptide being administered by a first route of delwery and
having a lower molecular weight than a heavy knotted-peptide having the same gequence as the
light knotted-peptide. The methods can also include administering to the subject the heavy

knotted-peptide, the heavy knotted-peptide being administered by a second route of delivery that

is different than the first route of delivery. The methods can further inglude comparing a quantity
of the light knotted-peptide to a quantity of the heavy knotted-peptige obtained from a tissue or
fluid sample of the subject, thereby determining the distribution profile of the light and heavy
knotted-peptides in the subject based on the first and second rgutes of delivery, respectively.
[00189] In some embodiments, the conjugates used for andlysis of the peptide libraries can
differ from each other by least one '°N atom, at least ong”’O atom, at least one '*O atom, Vat least

one’H atom, at least one *H atom, at least one 13C, 14 , 18F, 3 7C1, at least one 76Br, at least one S

29Si

atom, 34g atom, g atom, at least one “>' atom, or /At least one *°Si atom. In various embodiments,

the conjugates attached to the peptides of the génerated libraries can differ from each other by an
isotopic substitution of at least 1 atom, at ledst 2 atom, at least 3 atom, at least 4 atoms, at least 5
atoms, at least 6 atoms, at least 7 atoms, /At least 8 atoms, at least 9 atoms, or at least 10 atoms. In
some embodiments, the present invention can include methods that can provide a quantitative
assessment of peptides that survivg/ experimental testing (e.g., BBB penetration, oral
bioavailability). For these methods, an isotope doping strategy can be employed. Relative
masses of the various peptidgs can be modified by a variety of ways. For example, the present
invention includes use of foieties that contain several different isotopic biases in order to
compare the relative apindance of peptides in more than two samples. It is also possible to use
isotopes other than garbon (e.g., hydrogen/deuterium). In one example, a library of peptides can
be split into two parts: some peptides can be conjugated to a moiety of normal isotopic

distribution (¢/&., mostly or all "*C atoms) while other peptides can be conjugated to an identical

identjéal chromatographic elution time), but the *C containing pool of peptides will be mass
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shifted to heavier mass. Peak heights in mass spectrometry can be a function not only of peptide
abundance but also the ionizability of the peptides. As such, the heavy versions of each peptide
can possess the same ionizability as their normal, lighter countefparts. By doping a normal (e.g/
mostly or all >C atoms) peptide sample recovered in an experiment (e.g., from an animal’s ‘
blood) with a portion of the heavy library just before LC/MS, the mass shifted heavy librgfy will
form a set of reference peaks to which to compare the recovered sample. These referepte peaks
will appear in the same MS plot but will be shifted heavier according to the numbey/6f'*C atoms
in the conjugate. Because the heavy and normal (light) peptides are chemically gimilar, they will
elute at the same time from the LC (liquid chromatography) column and have/the same
ionizability. Relative peak heights from the heavy and normal samples will then reflect
accurately the relative abundance bf the peptides in the two samples. some embodiments, the
peptides can further include moieties to facilitate purification from ti§sue or fluid from a subject.
For example, biotin can be conjugated to the peptides to aid recoyery, or fluorescent or
“warhead” conjugates could be recovered with an antibody to
embodiments, the peptides can also include therapeutic mofecules, such as a cytotoxic agent
and/or a toxin. In some embodiments, the peptides can glso include candidate drugs and/or or
candidate linkers.

Methods of Using Libraries
[00196] The libraries ge‘nerated and produced }y the methods and systems described herein can
be used for a range of applications. For exgfmple, the potential drug candidate libraries can be
used for therapeutic and/or diagnostic pyfposes. Some example uses include, but are not limited
to, conjugating the peptides to radiolgbels and/or fluorescent molecules for bioimaging, linking
the peptides to cytotoxic agents, uging the peptides for in vitro diagnostics for biochemical
assays, as well as, e.g., for veteyinary uses, insecticides, antibiotics, herbicides, antifreeze
compositions, and antivenongs.

[00191] As will be appreciated by one of ordinary skill in the art, the generated peptide libraries
described herein can bg'tailored for a wide range of targets (e.g., therapeutic targets). In some
embodiments, the tgrgets are associated with a variety of diseases or disorders. Some targets, for
example, can inchide but are not limited to glypican-2 (GPC2), protocadherin (1a(PCDHA1),
Ca2.2, K,1.3/Na,1.2, NaV1.1,NaV1.7, NaV1.8, CIC-3, nAChR, NMDA-R, NPRA, GLP-1R,
ous-AR, NT-R-1, ACE, NET mTor, cMet, VEGF/VEGFR, c-Kit, PDGF/PDGFR, PI13K, HER2,

rail, CD47, Raf, NFkB, Bromodomains, HATS, HDAC, LDH, 1IDH2, CD22, MIC, ¢-
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Myc, n-Mye, PHF5A, BUBIB, Bcl-2, k-Ras, Notchl, p53, a583, NKG2D, CTLA4/CD28, and/or
Mcl-1.

The present invention also provides compositions for administering the drug candidates /
described herein to a subject to facilitate diagnostic and/or therapeutic applications. In certaj ‘
embodiments, the compositions can include a pharmaceutically acceptable excipient.
Pharmaceutical excipients useful in the present invention include, but are not limited t; , binders,
fillers, disintegrants, lubricants, coatings, sweeteners, flavors and colors. One of skdll in the art
will recognize that other pharmaceutical excipients are useful in the present inveation. The term
“pharmaceutical composition” as used herein includes, ¢.g., solid and/or liqujd dosage forms
such as tablet, capsuie, pill and the like.

[00192] In some embodiments, the drug candidates are selected from the group consisting of
small chemical molecules, biologics, and peptides. In certain embodgiments, the plurality of drug
candidates comprises a plurality of peptides.

[00193] The drug candidates (e.g., peptides) of the present inyéntion can be administered as
frequently as necessary, including hourly, daily, weekly or/monthly. The drug candidates (e.g.,
peptides) utilized in the methods of the invention can bg/ ¢.g., administered at dosages that may
be varied depending upon the requirements of the mgthod being employed. The drug candidates
(e.g., peptides) described herein can be administe ed to the subject in a variety of ways, including
parenterally, subcutaneously, intravenously, infratracheally, intranasally, intradermally,
intramuscularly, colonically, rectally, urethrally or intraperitoneally. In some embodiments, the
pharmaceutical compositions can be adpfinistered parenterally, intravenously, intramuscularly or
orally. In some embodiments, the dryg candidates can be administered systemically. In some
embodiments, the compositions cai be administered intratumorally and/or intranodally, such as
delivery to a subject’s lymph ngde(s). In certain embodiments, administration can include
enteral administration inclu¢ing oral administration, rectal administration, and administration by
gastric feeding tube or dyédenal feeding tube. Administration can also be including intravenous
injection, intra-arterialAnjection, intra-muscular injection, intracerebral, intracerebroventricular
or subcutaneous (upder the skin) administration. In some embodiments, administration can be
achieved by topjéal means including epicutaneous (application to skin) and inhalation.

[00194] The gfral agents comprising a drug candidates (e.g., peptides) described herein can be in
any suitab}¢ form for oral administration, such as liquid, tablets, capsules, or the like. The oral
formulafions can be further coated or treated to prevent or reduce dissolution in stomach. The

ositions of the present invention can be administered to a subject using any suitable
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methods known in the art. Suitable formulations for use in the present invention and methods of
delivery are generally well known in the art. For example, the drug candidates (e.g., peptides)
described herein can be formulated as pharmaceutical compositions with a pharmaceutically /
acceptable diluent, carrier or excipient. The compositions may contain pharmaceutically ,
acceptable auxiliary substances as required to approximate physiological conditions in uding pH
adjusting and buffering agents, tonicity adjusting agents, wetting agents and the like/such as, for
example, sodium acctate, sodium lactate, sodium chiloride, potassium chloride, cgdcium chloride,
sorbitan monolaurate, triethanolamine oleate, etc.

[00195] The drug candidates used in the methods of the present invention pday be administered
by any suitable technique available in the art. In some embodiments, the entire library or sub-
library of the drug candidates can be administered into a single subjegf. Such administration can
provide, e.g., a rapid analysis of pharmacological properties of a lgfge number of drug
candidates. After administration to a subject, samples can be oftained and analyzed, e.g., by any
suitable assay method, such as liquid chromatography coupléd to tandem mass spectroscopy.
[00196] The administration of the libraries and the sub-lifraries of the present invention can
include administration via multiple routes. In some exdmples, the libraries or sub-libraries of the
candidates obtained from the methods of the present invention can be administered by more than
one route, €.g., sub—lib{aries of drug candidates (£.g., knotted peptides) that can be administered
both orally and intravenously. Different adm#hnistration routes of the same drug can, e.g., have
different effects including different drug agsorption rate, different time of onset and duration of
action. In some embodiments, the libraries of the present invention can be administered through
more than one route and the results ¢gdn be compared for desirable properties including maximum
drug concentration at the site of agtion, minimum drug concentration elsewhere, and prolonged
drug adsorption and for avoididg fast-pass metabolism. In certain embodiments, a library can be
administered to a subject bgth orally and intravenously and then brain tissue can be analyzed
(e.g., by mass spectromejfy) to determine the route of administration that leads to improved
concentration of the cghdidates past the blood brain barrier.

[00197] The present invention further relates to methods for identifying a library of drug
candidates having a pharmacological property where the method comprises analyzing an isolated
sample from @ subject following administration of a plurality of drug candidates to the subject. In
certain empodiments, the library of drug candidates are from the mass-defined drug candidate
library provided herein. In certain embodiments, the methods include identifying in the isolated

sample at least one drug candidate having the pharmacological property.
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[00198] In some embodiments, the methods further comprise using the pharmacological property
common to the drug candidates to generate additional drug candidates having the
pharmacological property. /

[00199] In some embodiments, the pharmacological property comprises oral bioavailability,

bioavailability.

[006200] In some embodiments, the present invention relates to methods for j
drug candidates having a pharmacological property where the method copiprises administering to
a subject a plurality of library drug candidates, wherein the library drug candidates are from the
mass-defined drug candidate library provided herein, obtaining, frof the subject, a sample
comprising at least some of the plurality of library drug candidajés; and analyzing the sample to
determine the identity of the at least some of the plurality of Jibrary drug candidates having the
pharmacological property.

[00201] In some embodiments, the invention provides pacthods for identifying drug candidates
having a pharmacological property, the method comprising: administering, to a subject, a
composition comprising a plurality of drug candidates; obtaining, from the subject, a sample
comprising at least some of the drug candidatgs in the plurality; and analyzing the sample to
determine the identity of the at least some ¢f the drug candidates having the pharmacological
property.

[00202] In some embodiments, the parmacological property comprises oral bioavailability,
capability to pass the blood-brain barrier, exclusion by the blood-brain barrier, serum half-life,
capability to penetrate cells, cgpability to enter subcellular organelles or other cellular domains,
capability to target organs of tissue, capability to target cancerous tissue, or a combination
thereof. In certain embodifnents, the method further comprises generating a peptide library
comprising the at leasy’some of the peptides having the pharmacological property.

[00203] In some erdbodiments, the first route and second route of delivery are independently
sclected from aryoral route, a topical route, a transmucosal route, an intravenous route, an
intramusculayroute, and an inhalation route. In certain embodiments, the either the first route or
the second/route of delivery comprises an oral route.

[00204}/The samples for analysis of the libraries or sub-libraries of the current invention include

any gample obtained from a subject. These samples including sample of biological tissue or fluid
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origin obtained in vivo or in vitro. Non limiting examples of such samples include body fluid
(e.g., blood, blood plasma, serum, mucous, spinal fluid, or urine), organs, tissues, fractions, and
cells isolated from a subject. Samples also include sections of the biological sample for e.g.,
sectional portions of an organ or tissue. Tissue samples from subjects can include biopsy an: or
necropsy tissue. The tissue samples can also include tissue from a brain, a lung, a kidney,
muscle, a liver, a heart, a stomach, a pancreas, or any other organ. Samples may also ipClude
extracts from a biological sample, for example, an antigen from a biological fluid (¢4., blood or
urine). In some examples the libraries of the current disclosure can be administered via 3, 4, or 5
administration routes. In some embodiments, the biological sample is mammglian (e.g., rat,
mouse, or human). In certain embodiments, the biological sample is of hurhan origin.

[00205] In some embodiments, thé method further comprises using the pharmacological property
common to the drug candidates to generate additional drug candidatgs having the
pharmacological property. In some embodiments, the subject is a# animal. In certain
embodiments, the subject is a human.

[00206] In some embodiments, the sample comprises a tissde sample or a fluid sample. In
certain embodiments, the fluid sample comprises blood, Airine, mucous or spinal fluid. In certain
embodiments, the sample comprises blood. In some gibodiments, the tissue sample comprises
biopsy or necropsy tissu’ge. In certain embodiments/ the tissue comprises tissue from a brain, a
lung, a kidney, a muscle, a liver, a heart, a storfach, a pancreas, or an organ. In some
embodiments, the subject is an animal. In sg/fme embodiments, the subject is a human.

[00207] In some embodiments, the sample comprises a tissue sample or a fluid sample. In some
embodiments, the fluid sample compyises blood, urine, mucous or spinal fluid. In certain
embodiments, the sample comprisgs blood. In some embodiments, the tissue sample comprises
biopsy or necropsy tissue. In otder embodiments, the tissue comprises tissue from a brain, a lung,
a kidney, a muscle, a liver, asheart, a stomach, a pancreas, or an organ.

[00208] In some aspects of the present disclosure, the method further comprises establishing a
relationship between thé structure and the pharmacological property of the drug candidates, and
in further aspects, a ubset of drug candidates based on that relationship.

[00209] In some Aspects of the present disclosure, the methods further comprise obtaining a
plurality of safples at a selected time interval for a selected duration of time following
administragion. In certain aspects, the time intervals are 5 minutes, 10 minutes, 20 minutes, 30
minutes/ 40 minutes, 50 minutes, or 60 minutes. In still further aspects, the selected duration of

time As 1 hour, 2 hours, 3 hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11
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hours, 12 hours, 15 hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120
hours. ‘

[00210] In some embodiments, the methods further comprise obtaining from the subject a /
plurality of samples, each sample being obtained at a different time point after administerin; he
plurality of peptides. In some embodiments, the methods further comprise analyzing at ledst
some samples of the plurality of samples to determine the identity of the at least some fthe
peptides having the pharmacological property in cach sample of the plurality. In ceyfain

embodiments, the identity of the at least some of the peptides is determined usi

mass
spectrometry, wherein each of the peptides comprise a unique mass signaturg/or digest fragment
mass signature detected by a mass spectrometer. In certain embodiments,fhe plurality of drug
candidates comprises greater than five drug candidates. In other embodfments, the plurality of
drug candidates comprises greater than 10 drug candidates. In othermbodiments, the plurality
of drug candidates comprises greater than 100 drug candidates. Iff other embodiments, the
plurality of drug caﬁdidates comprises greater than 1000 drug/tandidates. In other embodiments,
the plurality of drug candidates comprises greater than 10000 drug candidates. In other
embodiments, the plurality of peptides comprises greatgf than 100 peptides. In other |
embodiments, the plurality of peptides comprises gredter than 1000 peptides. In other
embodiments, the plura‘ljty of peptides comprises
[00211] In some embodiments, the plurality of/drug candidates comprises greater than five drug
candidates, greater than 10 drug candidates/greater than 100 drug candidates, greater than 1000
drug candidates, or greater than 10000 drug candidates. In some embodiments, the plurality of
drug candidates comprise knotted-peptides. In certain embodiments the unique mass signature or
digest fragment mass signature of the knotted-peptides are defined by the natural amino acid
sequence of the knotted peptid
[00212] A method for identifying a drug candidate having a pharmacological property, the
method comprising, analyZing an isolated sample from a subject following administration of a
plurality of drug candidates to the subject; and identifying in the isolated sample at least one drug
candidate having th€ pharmacological property. In some embodiments, the drug candidates are
selected from the group consisting of small chemical molecules, biologics, and peptides. In
certain embogiments, the plurality of drug candidates comprises a plurality of peptides. In other
embodiments, the pharmacological property comprises oral bioavailability, capability to pass the

ain barrier, exclusion by the blood-brain barrier, serum half-life, capability to penetrate
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cells, capability to enter subcellular organelles or other cellular domains, capability to target
organs or tissue, capability to target cancerous tissue, or a combination thereof.

[00213] A method for identifying drug candidates having a pharmacological property, the

method comprising, administering, to a subject, a composition comprising a plurality of drug /
candidates; obtaining, from the subject, a sample comprising at least some of the drug candidates
in the plurality; and analyzing the sample to determine the identity of the at least some #f the

drug candidates having the pharmacological property. In some embodiments, the dryg candidates

are sclected from the group consisting of small chemical molecules, biologics, and peptides. In

embodiments, the method further comprises obtaining from the subject a plurality of samples,
each sample being obtained at a different time point after agdininistering the plurality of peptides.
In certain embodiments, at least one peptide of the plurality of peptides comprises a detectable
label for tracing the at least one peptide in the subjecy/ In certain embodiments, the detectable
label comprises a near infrared dye.
[00214] In some embod‘iments, the first route gAd second route of delivery are independently
selected from an oral route, a topical route, £ transmucosal route, an intravenous route, an
intramuscular route, and an inhalation rodte. In certain embodiments, the either the first route or
the second route of delivery comprisgs an oral route. |
[00215] In some embodiments, the/method further comprises screening the at least some of the
peptides to identify which peptjdes exhibit an activity for inhibiting a protein:protein interaction,
inhibiting antagonism of a rg€eptor, inhibiting binding of an agonist to a receptor, modulating an
ion channel, inhibiting a stgnaling pathway, activating a signaling pathway, and/or a mhibiting a
protein:small molecule/interaction. In other embodiments, the protein:protein interaction is
associated with a digease or disorder selected from the group consisting of a cancer, an infectious
disease, an inflapdmatory disease, an immune disease, a metabolic disease, a cardiac disease, an
aging-related disease, and a neurologic disease. In certain embodiments, the protein:protein
s associated with cancer.

EXEMPLARY ASPECTS

EXAMPLE 1
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Expressing Peptide Constructs for Knottin Generation
[00216] This example describes a method for expressing peptide constructs in culture and greatly
facilitating their development, particularly as drugs.

[00217] As shown in FIG. 7, the various knottins can be expressed, ¢.g., in a lentivirus

constructs are disclosed in the SEQUENCE section below. FIG. 8 shows ge¥data of a number

of example knottins {hat were made according to the method described in FIG. 7. As shown,
chlorotoxin (CTX), chymotrypsin inhibitor (CTI), epiregulin (EPI), hefdtoxin (HTX), bubble
protein (BUB), potato carboxypeptidase inhibitor (PCI) were propeply folded.

[00218] FIG. 9 shews a schematic describing production of a pogled library of knottins. In this
example, sequences of thousands of knottins can be encoded j1 an oligonucleotide pool (1) and
selectively amplified using unique primer pairs (2). DNA gublibraries can be cloned into the
expression vector, which results in the knottin variants $hat can, e.g., have unique parentél mass
signatures and unique tryptic fragment mass signaturés that can be resolvable using current
techniques, such as mass spectroscopy.

[00219] FIG. 10 includes example knottin varjdnts that describe representative sequencing from a
cloned knottin library. The sequences show/'raw sequencing data from a single round of library
cloning. The sequence portions highlighted in grey are full length chlorotoxin variants, and the
errors in oligonucleotide synthesis cag explain the truncated and extended peptide sequences.
[00220] Using the methods descripéd in this example, variants of several knottin scaffolds were

generated and analyzed. FIG. )1 shows an SDS-PAGE analysis of 3000 member knottin

libraries for, e.g., hefutoxin, £hlorotoxin and chymotrypsin inhibitor. Each column of the SDS-
PAGE gel shows a purified sample of a pool of 3000 knottin protein variants run under native
and reducing conditiond. The migration shift between the paired bands indicates disulfide
formation.
[00221] Four sc

chlorotoxin, ard epiregulin. A list of target amino acid sequences was generated in silico such

olds were selected for the generation of defined libraries: hefutoxin, CTI,

that every miember of each library would have a tryptic fragment with a unique mass; mutations
were selécted to be structurally adjacent in order to generate binding epitopes. The cysteines

were fot mutated, and lysine was specifically avoided in order to make N-terminal conjugation
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unambiguous. 3000 variants of each scaffold were generated, and each scaffold was flanked by a
unique set of PCR primer sites so that each of the four sublibraries could be amplified
independently. All constructs had an N-terminal BamHI site and a C-terminal Notl site, and
following PCR amplification of each sublibrary from the pool of 12000 oligonucleotides, ¢ éh
sublibrary was restriction digested and cloned into cut parental vector (both the furin-cledved and
TEV-cleaved versions) as an Len2 fusion protein using standard techniques. HEK29 cells were

transfected with this plasmid library as well as the accessory plasmids needed for

expression, and the virus in the media harvested 3-4 days later. Virus was concéntrated by
centrifugation and used to infect HEK293 cells for protein production using t’andard procedures.
We have found that the TEV-cleavable construct is technically easier to hdndle when producing
libraries because it allows for facile recovery of the fusion by IMAC o4 nickel resin. Following
IMAC, the fusion protein was dialyzed into PBS and allowed to cledve overnight with 6xHis
tagged TEV protease, and the Len2 and protease were subsequeptly removed by running the
material through nickel resin again. The flow-through contaiding the cleaved peptide libraries
was further purified and buffer exchanged by size exclusioh chromatography (SEC) into 10mM
ammonium formate, and the fractions containing the peptides were pooled and lyophilizéd.
[00222] There were two approaches taken to cloning/ Seamless Cloning (Invitrogen) and
restriction/ligation based methods. Seamless cloping was employed for making single
constructs, typically usi‘ng synthesized “gBlocks” from IDT. The manufacturer’s instructions
were followed. Restriction/ligation methog§ were standard and were used for cloning libraries as
follows: the pooled oligonucleotides frofn CustomArray were subjected to PCR in order to
amplify the relevant sublibrary. The/dmplified pool was agarose gel purified and cleaned of

- agarose using a Qiagen column. Phe purified fragment was digested with FaastDigest
(Fermentas) BamHI and Notl gnd ligated into the parental vector which had been cut with the
same two restriction endonugleases. Singleton clones were sequence verified, and 48 members
of each library were sequghced in order to verify library quality.
[00223] The cloned knéttin or library was cotransfected into HEK293 cells and media was
collected as describgd (Daedalus: a robust, turnkey platform for rapid production of decigram
quantities of acti¥e recombinant proteins in human cell lines using novel lentiviral vectors.
Bandaranayaké AD, Correnti C, Ryu BY, Brault M, Strong RK, Rawlings DJ. Nucleic Acids
Res. 2011 Nov;39(21):¢143. doi: 10.1093/nar/gkr706. Epub 2011 Sep 12.) Fusion protein was
isolated Aising nickel IMAC and cleaved with recombinant TEV protease. Excess siderocalin was

remoxed via size exclusion chromatography, a process which also allowed the buffer to be
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switched to 10mM ammonium formate. The knottin containing fractions were then lyophilized.
Proper folding and peptide uniformity was demonstrated via SEC chromatography, reverse-phase,
HPLC, mass spectrometry, and a gel shift in reduced versus non-reduced samples in SDS-PAGE.
[00224] Conjugation to palmitic acid, ICG, or biotinidase-resistant biotin was performed usiig a
3-10 fold excess of commercially available, activated ester conjugate in PBS. Acetonitrife was
added when there were solubility problems. The final material was purified by RP-H ' C for
singletons, and excess conjugate was removed from libraries by dialysis.
EXAMPLE 2

Generating Mass-Indexed Peptide Libraries and Peptides for Drug Development
[00225] This exampie describes a method for generating peptide librariesfhat contain mass-
indexed peptides for the generation of knottins. This example also degéribes the analysis of
mass-indexed peptides in a sample.
[60226] A mass—indexed library of 3,000 variants of the peptide Lhayote Trypsin Inhibitor was
created in silico, All lysine residues in the peptide were changed to arginine residues. The
resulting sequence was: CPRILMRCRLDTDCFPTCTCRPSGFCG. G1 and S2 of this sequence
were added to the molecule’s N-terminus. The moleculér structure of the scaffold was analyzed
manually to identify portions of the sequence that may be altered without disrupting scaffold
structure. The identiﬁeg amino acid resides inclyded M8, R9, L12, D13, T14, F17, P18, T19,
T21, R23, P24, §25, G26. The identified aminb acids were R23, P24, S25, and G26 and were
located at positions 1 through 4 of a beta turh, respectively.
[00227] Python software was used to creéte a pool of five million sequences, such that cach
sequence was a unique variant. The g€quences were created by altering the amino acids of each
member in the pool such that each/member contained a fully-tryptic peptide in the range of 7-30
amino acids in length. The fully-tryptic peptide was within the mass range 800-3500Da when
reduced and alkylated with igdoacetamide.
[00228] The number of afino acid alterations from the starting amino acid sequence for each
variant was chosen frogh a distribution of between 4 and 8. The distribution was weighted as
follows: 4: 15%, 5: 30%, 6: 20%, 7: 10%, 8: 5%. The positions that were altered were chosen
randomly from th list of possibly alterable positions. For each amino acid alteration, the amino
acid to be subgtituted was selected from a set of amino acids. The set of amino acids was
appropriatg/for the structure of the scaffold in a given position and weighted appropriately to
favor amino acids that were more likely to favor proper folding. The weights for each amino

i the different structural classifications were as follows:
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Beta turn position 1: D: 15, G: 11, H: 13, N: 10, Q: 15,S: 13, T: 10, Y: 10

Beta turn position 2; D: 12, E: 14, G: 10, N: 10, Q: 10, S: 12, P: 35

Beta turn position 3: D: 18, G: 21, H: 12, N: 10, Q: 21, S: 10

Beta turn position 4: G: 16, N: 10, Q: 10, S: 10, T: 12, Y: 10

All other positions: A: 4, D: §, E: 4, F: 7, G: 8§, H: 8, 1: §, L: 2, M: 4, N:4,Q: 4,R: 8,S: 7
V:4, W:6,Y:10 /
[00229] There were no variants with more than 3 tryptophan residues retained in thepool.
During DNA
synthesis, the coding of the n-terminal GS portion was changed to GGATCC /Further, the 5’
sequence AACTGCCATGTGCAACTCGTAAG and the 3’ sequence '
TAATGCGGCCGCGTTCTTAGTCACCTTGCATGGAC were added to each member of the

I (GGATCC) or Notl

Reverse translations of each member of the pool were chosen for DNA synthesis

pool. The reverse translations were chosen so as not to contain Ba

neighbors within 2.1 Thompsong/and 2.75 minutes of predicted LC retention time that is

unique in sequence within th
Subsequently, 3,000 sense-strand gligonucleotides as well as 3,000 full reverse-complement
oligonucleotides were ordered for library members.
[00231] Members of the libraries were screened for protein expression. Samples of the members
of the library were preparéd as protein mixtures. The samples of the protein mixture was reduced
with 20 mM DTT and blocked with 25 mM iodoacetamide. The proteins were digested with
trypsin at a trypsin
using a C18 desglting column. One pg of purified peptide sample was injected into an Orbitrap

protein ratio: 1/50 overnight (or approximately16-18 hours) and purified

Elite hybrid mfass spectrometer (Thermo Fisher Scientific, Waltham, MA) that was coupled with
nano-flowHPLC. The liquid chromatography/mass spectrometry apparatus and method
consistgd of a trap column (100pm x 1.5¢cm) made from an IntegraFrit (New Objective, Woburn,

MAYpacked with Magic C18AQ resin (5um, 200A particles; Michrom Bioresources, Auburn
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CA), followed by an analytical column (75um x 27cm) made from a PicoFrit (New Objective)
packed with Magic C18AQ resin (5pum, 100A particles; Michrom Bioresources). The columns
were connected in-line to an Eksigent 2D nano-HPLC (Eksigent Technologies, Dublin, CA) in
vented column configuration to allow fast sample loading at 3uL/min.

[00232] The peptide samples were analyzed by LC-MS/MS using a 90-minute non-linea
gradient as follows: start at 5% acetonitrile with 0.1% formic acid (against water with :1%
formic acid), change to 7% over 2 minutes, then to 35% over 90 minutes, then to 50% over 1
minute, hold at 50% for 9 minutes, change to 95% over 1 minute, hold at 95% fgr 5 minutes,
drop to 5% over 1 minute and recondition at 5%. The flow rate for the peptigt separation was
300 nL/min. | |

[00233] A spray voltage of 2.25 kV was applied to the nanospray tip. ¥he mass spectrometry
experiment consisted of a full MS scan in the Orbitrap (AGC target falue 16, resolution 60K,
and one microscan, FT preview scan on) followed by up to 5 M$/MS spectra acquisitions in the
linear ion trap. The five most intense ions from the Orbitrap g€an were selected for MS/MS
using collision-induced dissociation (isolation width 2 m/z/target value le4, collision energy
35%, max injection time 100 ms). Lower abundance pgptide ions were interrogated using
dynamic exclusion (repeat count 1, repeat duration 38 sec., exclusion list size 100, exclusion time
45 sec., exclusion mass width —0.55 m/z low to 1,465 m/z high). Charge state screen was used,
allowing for MS/MS of any ions with identifighle charge states +2, +3, and +4 and higher.
[00234] For samples that contained the pepgldes of interest, the following data analysis methods
were used. A FASTA database was congtructed for database search, containing the entire
UniProt human proteome (2012/12/19), the expected 3,000 proteins from the chayote trypsin
inhibitor library, and a set of comidonly observed contaminant proteiné. Raw machine output
files from all MS runs were copterted to mzXML files and searched with X!Tandem (version
2011.12.01.1) configured wifh the k-score scoring algorithm, against this FASTA database. The
search parameters were ag'follows: enzyme, trypsin; maximum missed cleavages, 2; fixed
modification, carboxardidomethylation on cysteine; potential modification, oxidization on
methionine; parent phonositopic mass error, -1.5Da to 2.5Da.

[00235] Peptide identifications were assigned probability by PeptideProphet (Trans-Proteomic
Pipeline versigh 4.6), and all identifications assigned probability <0.95 were discarded. Variants
present in the sample were inferred based on the peptide identifications of the tryptic peptides

unique 6 those variants. For mouse plasma and tissue samples, the methods above were
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followed, using a FASTA database containing the sequences described above in addition to the
entire UniProt mouse proteome (2012/12/19).
EXAMPLE 3
Generating Mass-Indexed Peptide Libraries Using Conjugated Peptides

[00236] This example describes a method for generating peptide libraries that contain conjtigated
mass-indexed peptides that can be used for the generation of knottins. This example fyfther
describes the analysis of mass-indexed conjugated peptides in a sample.
[00237] Peptides were conjugated to biotin and retrieved from a peptide library fgllowing
proteolysis with trypsin. A library of 1000 Chayote Trypsin Inhibitor variant, at 10mg/ml was
allowed to react with a 3x molar excess of N-hydroxy succinimide (NHS) gster of biotin in
phosphate buffered saline. The conjugation proceeded strictly at the Noterminus of the peptides
because the library was engineered to contain no lysine residues.

[00238] Excess bigtin.and NHS were removed by ultrafiltration, ghd the resultant library
administered to mice with xenografted human tumors at 100mg/kg via tail vein injection. Mice
were sacrificed at 3, 10, 30, and 60 minutes and the tumor, Brain, blood, and kidneys were
collected and mechanically homogenized. Cells and cloffed material were removed by
centrifugation and the resultant supernatant was incupfated with avidin immobilized on beads for
30 minutes at room temperature with shaking. The beads were then washed extensively with
PBS and boiled to releaée the biotinylated peptides. These peptides were then subjected to
reduction, alkylation (of cysteine residues), frypsinization, and LC/MS/MS analysis to determine
the identities of the peptides in the varioys tissues.

[00239] In a variation of this method sin was added prior to the mechanical homogenization
to break up protein-protein interacgions with knottin peptides, which may have formed during
sample trypsinization. Recovery of the peptides was the same, with avidin beads, except only the
N-terminus of the peptide wgs recovered.

[00240] In addition to confugation with biotin, additional peptide libraries were generated by
isotopic labeling. Botlytypes of libraries were quantified via mass spectrometry. A library of
1000 Chayote Trypsin Inhibitor variants at 10mg/ml was split into two halves. One half reacted
with a 3x molar gkcess of N-hydroxy succinimide (NHS) ester of isotopically normal palmitic
acid in phosphéte buffered saline. The other half was treated in the same manner with palmitic
acid contaiding at four C13 (isotopically heavy) carbons. DMSO or DMF was added sufficient
to keep the palmitic acid in solution. Excess palmitic acid was removed by extraction with ethyl

acetgte after an overnight (12-18 hour) incubation.
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[00241] The isotopically heavy library is chemically identical to the isotopically normal library
but was differentiated by mass. The heavy library was administered to animals by I'V dosing at
100mg/kg and the isotopically normal library administered in the same animals by oral lavage. ,
The animals were sacrificed 20 minutes after library administration. The blood was collecte; ‘
and allowed to clot. Cells and clotted material were removed by centrifugation and the r¢dultant
plasma was reduced with 5mM TCEP, alkylated with iodoacetamide, and applied to a 18 solid
phase extraction column. The column was then rinsed with increasing percentages 6f acetonitrile
in 0.5% TFA. The N-terminally palmitylated peptides clute at 80% or higher acgtonitrile. This
eluted material was then subjected to trypsinization and LC/MS/MS analysis,/and the isotopically
normal and heavy péaks were compared directly. Normal peaks were obsgtved and corresponded
to peptides with oral bioavailability.

[00242] In a variation of this protocol, the plasma was treated with t#ypsin after iodoacetamide
treatment and prior to applying it to the C18 column. With this ryethod, only the N-terminél
tryptic peptide of each library member was recovered and disgihguishable based on unique
properties.

[00243] A library composed of 28 knottin peptides was gereened for those that bind withvhigh
affinity to the human derived rhabdomyosarcoma (¢ g., cancer) cell line, A-204. Twenty-four
hours prior to exposure, the cells were plated on b ly-L-Lysine coated 6-well plates (Corning)
and grown in RPMI-1640 media (Life Techno}6gy) supplemented with 10% FBS (Hyclone) to
reach ~85% of confluency. The adherent cglls were washed 3x with 3ml D-PBS (Life
Technology) and incubated with the knottin library (30pg/ml) in D-PBS for 1hr at 37C. The
unbound peptides were aspirated, ang/cells were washed 3x with D-PBS in which the last wash
was recovered for analysis. To elyfe the bound knottins, the cells were incubated in 1ml 280mM
NaCl in D-PBS for 5min at 37¢, followed by 560mM and 1.12M NaCl. Following the final -
elution, the cells were collecfed in HyPure Molecular Biology Grade Water (Hyclone).

The cells were lysed wit ee freeze thaw cycles, and Smin in a bath sonicator. The protein
concentration of the lygate was quantified based on the absorbance at 280nm using a Nanodrop
1000 and the samplg was diluted to 100ug/ml total protein in water. The lysate and elution
samples were degalted using a Strata-X desalting column (Phenomenex). The recovered peptides
were then reddced, alkylated and trypsinized before being submitted for LC/MS-MS analysis.

Individual Knottins were identified from each sample by their unique tryptic peptide signature.
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EXAMPLE 4
Identifying Knottins with Serum Stability, Half Life and Tissue Homing Capabilities
[00244] This example describes a method for identifying knottin peptides that contain mass-

indexed peptides for the generation of knottins. This example further describes the analysis £
mass-indexed peptides in a sample.
[00245] Six mice were given a library of mass-indexed knottins via tail-vein injectio
mice were sacrificed at 5 minutes, three at 30 minutes. The blood was collected by'cardiac
puncture and the organs (brain, liver, kidneys) dissected for analysis. Tissue wgs flash-frozen in
liquid nitrogen. Tissue was subsequently thawed, homogenized, and subjec dto analysis by
mass spectrometry to determine tissue distribution and half-life estimatio.
EXAMPLE 5

Parallel Assessment of Chymotrypsin Inhibitor Mutdtional Tolerance
[00246] This example describes the assessment of mutational to)érance of chymotrypsin inhibitor
(CTI) according to an aspect of the present disclosure.
[00247] Chip-based oligonucleotide synthesis was performed in order to generate a set of 3000
mutants of CTI. The mutants were amplified by PCR afd cloned by restriction digestioh and
ligation into the lentiviral system.
[00248] FIG. 12 depicts the assessment of mutatighal tolerance of CTI by reverse proteomics
3000 mutants of CTI with 4-8 mutations, each/with a unique MS signature, were generated.
These viruses were used to inflect HEK293/cells as a pool, and the resulting peptides were
isolated, digested with trypsin, treated with iodoacetamide, and applied to an LC/MS/MS
Orbitrap Elite system, and 1595 protgins were observed. The over- or underrepresentation of
amino acids at each position, in th€ expressed and observed proteins versus the full set of
proteins ordered, is shown. Awfino acids below the line at the bottom were not observed at all in
the set of produced and obsgfved proteins. Globally, arginine and tryptophan amino acids were
less likely to be present iy'the produced and observed proteins than in the set of ordered proteins,
and glutamic acid was/ore likely to be present.
[00249] While prefefred embodiments of the present invention have been shown and described
herein, it will be 6bvious to those skilled in the art that such embodiments are provided by way of
example only/ Numerous variations, changes, and substitutions will now occur to those skilled in
the art without departing from the invention. It should be understood that various alternatives to

the embodiments of the invention described herein may be employed in practicing the invention.
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It is intended that the following claims define the scope of the invention and that methods and
structures within the scope of these claims and their equivalents be covered thereby.
SEQUENCES /

[00250] The following are DNA and/or amino acid sequences of genes of interest and constyticts

identified herein.

Construction of parental construct for seamless cloning:
SEQ ID NO:1 - IgK-SF-H6-GGS-len2C-GGS-ENLYFQ-GG-PARENTAL for Xho/Bam cut from
pUCS7 and ligation into pCVL
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCAZCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCYCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCAXCCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAAQGGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCYTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGEGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGZGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCCGCTAAGGATCCCGGACZGCCTCTCC

Notl cut is AACCTGTATTTTCAGGGAGGC - GELTAAGGATCCCGGACCGCCTCTCC
Fusion protein Sequences — original set of 10 — cléned into NotlI cut parent above by seamless
cloning: '

SEQ ID NO:2 - IgK-SF-H6-GGS-Ien2C-GGS-ENLYFQ-GG-BubbleProtein
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTEGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCAQCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGC TCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTG GAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTVACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTYCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCLAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGATACCTGCGGCAGCGGCTATAATGTGGATCAGCGTCGTACCA
ATAGCGGCPYGCAAAGCGGGCAATGGCGATCGTCATTTTTGCGGCTGCGATCGT
ACCGGCGYGGTGGAATGCAAAGGCGGCAAATGGACCGAAGTGCAGGATTGCG
GCAGCAGCAGCTGCAAAGGCACCAGCAATGGCGGCGCGACCTGCTAATGCTAA
GGATCZCGGA

SEQ D NO:3 -
atggagacagacacactcctgctatgggtactgctgctctgggttccaggtteccactggt
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M £E T D T L L L W V L. L LW V P G 5 T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H H H H H G G S @ D s T 5 D
ctgatcccagceccccacctetgagcaaggtecctectgecagcagaacttccaggacaaccaa
L 1 p A P P L S K V P L © @ N F @ D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F ¢ 6 K W Y V V. 6 L A GG N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgt
D Pp Q K M Y A T I ¥ E L K E D K S ¥ N
acctccgtecctgtttaggaaaaagaagtgtgactactggatcaggacttttgttecgggt
T §$ v L. F R K K K ¢ bD ¥y W I R T F V
tgccagcceccggcecgagttcacgectgggcaacattaagagttacecctggattaac
c ¢ P G E ¥F T L G N I K S Y P G L
ctcgtccgagtggtgagcaccaactacaaccagcatgetatggtgttettcéagaaagtt
L vV R V V 8§ T N Y N Q H A M V F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaag agctgacttcg
S ¢ N R E Y F K I T L Y G R T E L T S
gaactaaaggagaacttcatccgcttctccaaatctctgggectegetgaaaaccacate
E L XK EN F I R F S K S L G L/P E N H I
gtcttccctgtcécaatcgaccagtgtatcgacggcggaggt Cgaaaacctgtatttt
v ¥ p V P I D ¢ Cc I D GG G G/SS E N L Y F
cagggaggcgatacctgcggcagecggctataatgtggatcagegtegtaccaatageggce
6 G DT C GG S G Y N V D/JQ R R T N S5 G
tgcaaagcgggcaatggcgatcgtcatttttgeggctgecgatcecgtaccggegtggtggaa
cC K A G N G DR HPFF C G/C D R T G VvV V E
tgcaaaggcggcaaatggaccgaagtgcaggattgtggcagcagcagctgcaaaggcace
Cc K 6 G K w T E V ¢ bD/C G 5 8 S C K G T
aqcaatggcggcgcgabctgc
S N G G A T C

gttac
S Y

SEQ ID NO:4 - 1gK-SF-H6-GGS-1en2CAGGS-ENLYFQ-GG-Attractin

GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACYGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTG GAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGAGQTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGC ATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTGAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACITCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGATCAGAATTGCGATATTGGCAATATTACCAGCCAGTGCCAGA
TGCAGCATPAAAAATTGCGAAGATGCGAATGGCTGCGATACCATTATTGAAGAAT

GCAAAAQCAGCATGGTGGAACGTTGCCAGAATCAGGAATTTGAAAGCGCGGCG
GGCAGLACCACCCTGGGCCCGCAGTAATGCTAAGGATCCCGGA

SEQIDNO 5 -
atggagacagacacactcctgctatgggtactgctgectetgggttccaggttecactggt
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M £ T D T L L L W V L. L.L W V P G s T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac

D Yy K D E H H H H HHE G G S ¢ D s T S D
ctgatcccagceccccacctctgagcaaggtecctctgcagcagaacttccaggacaaccaa /
L I P A P P L S K V P L Q ©Q N F Q D N Q /
ttccaggggaagtggtatgtggtaggcectggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y v Vv ¢ L A G N A I L R E D K
gacccgcaaaagatgtatgceccaccatctatgagectgaaagaagacaagagctacaatgyc
b P 0K M ¥ A T I Y E L K E D K S Y N/V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttcecoaggt
T $ v L F R K K K ¢ D Y W I R T F V G
tgccagcecceccggcgagttcacgctgggcaacattaagagttacecctggattaacgagttac
c Q P G E F T L G N I K 5 Y P G L S Y
ctcgtccgagtggtgagcaccaactacaaccagcatgcectatggtgttettgaagaaagtt

L v R VvV V §$ T N Y N Q H A M V F K K V¥V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagectgactteg
S ¢ N R E Y F K I T L Y G R T E L T 3

gaactaaaggagaacttcatccgecttctceccaaatctctgggectelctgaaaaccacate
E L K BE N F I R F S K 5 L G P E N H I

Q 6 ¢ D g N C D I G N I T
aaaaattgcgaagatgcgaatggctgcgataccattaftgaagaatgcaaaaccageatg
K N C¢C € D AN G C D T I/IT E E C K T S5 M
gtggaacgttgccagaatcaggaatttgaaagcggggcgggcagcaccaccctgggeccyg
vV BE R C Q N QO E F E 8/A A G S T T L G P
cag '
Q

SEQ ID NO:6 - IgK-SF-H6-GGS-len2C-6GS-ENLYFQ-GG-Hefutoxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACYGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTG GAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGAQTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGC ATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACITCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCCATGCGTGCTATCGTAATTGCTGCGCGTGAAGGCAATGATG
AAGAAACOTGCAAAGAACGTTGCTAATGCTAAGGATCCCGGACCGCC

SEQ ID 7- ‘

atggagacagacacactcctgctatgggtactgectgectectgggtteccaggttccactggt
T D T L L L W V LL L L W V P G S T G
acaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctecagac
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b ¥ K D E H H H H H H 66 GG 8 @ D s T S5 D
ctgatcccagcecccacctcectgagcaaggteectctgcagcagaacttccaggacaaccaa
L T p A P P L S K V P L Q © N F Q D N Q
ttccaggggaagtggtatgtggtaggcecctggcagggaatgcaattctcagagaagacaaa
F 0O G K W Yy V V. 6 L A N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgtce
Db P Q K M Y A T I Y E L X E D K S ¥ N V
acctccgtcectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccag
T § v.L F R K K K ¢ D Y w I R T F V P
tgccagcccggcgagttcacgectgggcaacattaagagttacecctggattaacgagrtac
cC ¢ p G E F T L G N I K S5 Y P G L T Y
ctcgtccgagtggtgagcaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L vV R V V. 3T N Y N O H A M V F F K Vv
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagttgactteg
S ¢ N R E Y ¥ K I T L Y 6 R T K ¥ L T S
gaactaaaggagaacttcatccgettcecteccaaatctetgggecteecctgaaaaccacate
E L K E N FF I R F s K s L G L » E N H I
gtcttcectgteccaatcgaccagtgtatecgacggecggaggtagegaaaacctgtatttt
v ¥ p V P I D ¢ C I D G G GG S E N L Y F
cagggaggcggcéatgcgtgctatcgtaattgctggcgtgaaqgcaatgatgaagaaacc
Q 6 6 G H A C ¥ R NCWURE/SG N D E E T
tgcaaagaacgttgc
C K E R C

SEQ ID NO:8 - IgK-SF-H6-GGS-len2C-GGS-ENLYFQ-GG-Hanatoxin
GACTGAGTCGCCCGCTCGAGACCATGGAGAZAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACPACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGAQAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGAXTCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCKXGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGAATGCCGTTATCTGTTTGGCGGCTGCAAAACCACCAGCGATT
GCTGCAAACATCTGGEGCTGCAAATTTCGTGATAAATATTGCGCGTGGGATTTTA
CCTTTAGCTAATGZTAAGGATCCCGGA

SEQ ID NO:9 -
atggagacagagacactcctgcectatgggtactgctgectectgggtteccaggttccactggt
M E T P T L L L w Vv L L.L. W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y D E H H H H H H GG G S ¢ D S5 T 5 D
ctgatcgcagccccacctctgagcaaggtcecectctgcagcagaacttccaggacaaccaa
L /P A P P L S8 K V P L Q @ N F ¢ D N Q
ttccaggggaagtogtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F/O0 G K W Y V V G L AG N A I L R E D K
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gacccgcaaaagatgtatgccaccatctatgagectgaaagaagacaagagctacaatgtce

D P Q K M Y A T I Y E L K E D K S Y N V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggat

T §$ vV L F R K K K ¢C D Y W I R T F V P G y
tgccagcccggcgagttcacgectgggcaacattaagagttaccctggattaacgagttac /
c Q¢ P G E F T L G N I K S ¥ P G L T 5 Y
ctcgteccgagtggtgagcaccaactacaaccagcatgctatggtgttcecttcaagaaagt
L v R V V 8§ T N ¥ N Q H A M V F F K K
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgacticg
s ¢ N R E Y F K I T L ¥ ¢ R T K E L
gaactaaaggagaacttcatccgcttctceccaaatctectgggectecectgaaaacgacatce
E L XK E N F I R F S K s L 6 L P E N H I
gtcttcectgteccaatecgaccagtgtatcgacggecggaggtagcgaaaacgtgtatttt
v ¥ Pp V P I D ¢ C I D G G G S8 E NL Y F
cagggaggcgaatgccgttatctgtttggeggetgcaaaaccaccagecgattgectgcecaaa
O 6 6 E ¢C R Y L ¥ G G C K T T S5/D C C K
catctgggctgcaaatttcgtgataaatattgecgecgtgggattttagetttage

H L G ¢ K F R D K Y C A W D F/)T F S

SEQ ID NO:10 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-£hymotrypsinInhibitor
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACXCACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGAYCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTA@CCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCYACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTZCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGYGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGAAATTAGCTGCGAACCGGGCAAAACCTTTAAAGATAAATGCA
ATACCTGCCGTTGCGGCGCEGATGGCAAAAGCGCGGCGTGCACCCTGAAAGCG
TGCCCGAATCAGTAATGCTAAGGATCCCGGA

SEQ ID NO:11 -
atggagacagacacactcftgctatgggtactgctgectectgggtteccaggttecactggt
M E T D T L L. w Vv L L L W VvV P G S T G

gactacaaggacgaggatcaccatcatcaccatggtggaagccaggactccacctcagac
DY K D E/H H HHHHHE G GG S © D s T s D
ctgatcccagecctacctetgagcaaggtecctetgcagcagaacttccaggacaaccaa
L 1 p A/P P L S KV P L ©Q O N F O D N 9Q
ttccaggggaggtggtatgtggtaggecctggcagggaatgcaattctcagagaagacaaa
F 0 G/K W Y V V. 6 L A G N A I L R E D K
gacccgcgaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgtce
D /0 K M Y A T I Y E L K E D K S Y N V
acctclgtecctgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T V L ¥ R K K K CcCD Y W I R T F V P G
tggcagceccecggecgagttcacgectgggcaacattaagagttaccctggattaacgagttac
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c ¢ P G E F T L G N I K S Y P G L T S5 ¥
ctcgtccgagtggtgagcaccaactacaaccagcatgetatggtgttcttcaagaaagtt
L VvV R V vV § T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgacttecg
S ¢ N R E Y F K I T L Y 6 R T K E L T S
gaactaaaggagaacttcatcecgcettctecaaatctctgggectecctgaaaaccacate
E L K E N F I R F §$ K S L 66 L P E N H I

gtcttccecctgteccaatcgaccagtgtatcgacggecggaggtagecgaaaacctgtatt
v ¥ P V P I D ¢Q C I D GG G @G S E N L ¥
cagggaggcgaaattagctgcgaaccgggcaaaacctttaaagataaatgcaatacgtge

O 6 G E I 8§ C E P G K T F K D K C N C
cgttgcggcgecggatggcaaaagegeggcgtgcaccctgaaagogtgeccgaaycag
R ¢ 6 A D G K S A A C T L K A C P Q

SEQ ID NO:12 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-ToxinK

GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTZCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCABCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGAC GACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACXATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTYGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGUATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATZGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGTGTGCCGTGATTGGTTTAAAGAAACCGCGTGCCGTCATGCGA

AAAGCCTGGGCAATTGCCGTACCAGCCAGAAATATCGTGCGAATTGCGCGAAA
ACCTGCGAACTGTGCTAATGCTAAGGATCCCGGA

SEQ ID NO:13 -
atggagacagacacactcctgctdtgggtactgetgectetgggttccaggttccactggt
M E T D T L L w v L L L w Vv P G S T G
gactacaaggacgagcatcagcatcatcaccatggtggaagccaggactccacctcagac
D Y K D E H H H H H 6 ¢ s ¢ D s T 8 D
ctgatcccagceccccacctgtgagcaaggtecctectgcagcagaacttccaggacaaccaa
L I p A P B L S K V P L Q9 O N F O D N Q
ttccaggggaagtggiatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K wW/y v v 6 L A GG N A I L R E D K
gacccgcaaaagatgtatgceccaccatctatgagctgaaagaagacaagagctacaatgtc
D P Q K/M Y A T I Y E L K E D K S ¥ N V
acctccgteccecggtttaggaaaaagaagtgtgactactggatcaggacttttgttceccaggt
T $§ V/L F R K K K ¢ D Y w I R T F V P G
tgccagcotggcgagttcacgectgggcaacattaagagttaccctggattaacgagttac
c ¢/p G E F T L G N I K S ¥ P G L T 85 Y
ctcgtLcgagtggtgagcaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L R VvV v s T N Y N Q H A M V F F K K V
tcycaaaacagggagtacttcaagatcaccctectacgggagaaccaaggagctgactteg
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S ¢ N R E Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgcecttctccaaatctcectgggcectecctgaaaaccacate
E L K E N F I R F $§ K 8§ L GG L P E N H I
gtcttcceccectgteccaatcgaccagtgtatcgacggcggaggtagcgaaaacctgtatttt
v F P VP I DOQOCTIDGGG S ENTL Y F
cagggaggcgtgtgecgtgattggtttaaagaaaccgegtgecgtcatgecgaaaagectyg/
Q 6 6 VvV ¢C R D W F K E T A C R H A K S L
ggcaattgccgtaccagccagaaatatcgtgcgaattgegcgaaaacctgecgaactgik
G N C R T S Q K ¥ R A N C A K T C E L/SC

SEQ ID NO:14 - I1gK-SF-H6-GGS-len2C-GGS-ENLYFQ-GG-EGFepiregulinCofe
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCAXCCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCQGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTQACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTYTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAALCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGECGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGTGAGCATTACCAAATGCAGCAGCGATATGAATGGCTATTGCC
TGCATGGCCAGTGCATTTATCTGGTGGATATGAGCCAGAATTATTGCCGTTGCG
AAGTGGGCTATACCGGCGTGCGTTGCGAXACATTTITITCTGTAATGCTAAGGAT
CCCGGA

SEQ ID NO:15 -
atggagacagacacactcctgetatgggfactgctgctcectgggtteccaggtteccactggt
M E T D T L L L W/V L L L W V P G 8 T G
gactacaaggacgagcatcaccatcgtcaccatggtggaagccaggactccacctcagac
b Yy K b E H H H/H H H G G $ Q D S T S D
ctgatcccagececccacctetgagfaaggtcecectetgecagecagaacttccaggacaaccaa
L T p A P P L K v P L 9 @ N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F ¢ G K W Y v 6 L. A G N A I L R E D K
gacccgcaaaagatgtatfccaccatctatgagctgaaagaagacaagagctacaatgtc
D P Q K M A T I Y E L K E D K S Y N V
acctccgtectgtttfggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T s v L. ¥ R K K K C D Y W I R T F V P G
tgccagcecceccggecgagttcacgetgggcaacattaagagttaccctggattaacgagttac
c ¢ P G/E F T L. G ¥ I X S Y P G L T S8 Y
ctcgteccgagfggtgagcecaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L VvV RSV V 5 T N Y N O H A M V F F K K V
tctcaaagcagggagtacttcaagatcaccctctacgggagaaccaaggagctgacttcyg

S Q R E Y F K I T L Y G R T K E L T S
gaactédaaggagaacttcatccgcttctccaaatctctgggectececctgaaaaccacate
E K 8 N F I R F 8§ K s L 6 L P E N H I

gtgttcecctgtecccaatcgaccagtgtatcgacggcggaggtagecgaaaacctgtatttt
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vV F P V P I D Q C I D G G G S E N L Y F
cagggaggcgtgagcattaccaaatgcagcagcgatatgaatggctattgectgecatgge
O 6 6 vs I T K C S s bDMDN G Y C L H G
bagtgcatttatctqgtggatatgagccagaattattgccgttgcgaagtqggctatacc
¢ ¢ I Y L v D M S ¢ N Y C R C E V G Y T
ggcgtgcgttgcgaacatttttttectg
G VvV R C E H F F L

SEQ ID NO:16 - IgK-SF-H6-GGS-len2C-GGS-ENLYFQ-GG-Circulin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCPCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGIGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCKAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACQTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGEZCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGBAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCGGCATTCCGTGCGGCGAAAGCYGCGTGTGGATTCCGTGCATTA
GCGCGGCGCTGGGCTGCAGCTGCAAAAATAAAGTGTGCTATCGTAATTAATGC
TAAGGATCCCGGA

SEQ ID NO:17 -
atggagacagacacactcctgctatgggtactgttgectectgggttecaggtteccactggt
M E T D T L L L W V L L wW Vv P G S T G
gactacaaggacgagcatcaccatcatcagtatggtggaagccaggactccacctcagac
D ¥ K D E H H H H Y H G G S ¢ D s T S D
ctgatcccagccccacctcectgagcaaggtcectectgcagcagaacttccaggacaaccaa
L I P A P P L S v P L ¢ ¢ N F O D N Q

ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0 G K W Yy Vv v L A G N A I L R E D K
gacccgcaaaagatgtatgeccglcecatctatgagectgaaagaagacaagagctacaatgte
D P Q K M Y A/T I Y E L K E D K S Y N V
acctccgtectgtttaggagaaagaagtgtgactactggatcaggacttttgtteccaggt
T s v L ¥ R/K K K ¢ D Y W I R T F V P G
tgccagccecggcgagttLacgetgggcaacattaagagttacectggattaacgagttac
cC ¢ P G E T L. G N I K S Y P G L T S Y
ctcgtccgagtggtdagcaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L vV R V ¥ 3 T N Y N Q H A M V F F K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaaccaaggagctgacttcg
s ¢ N R B Y F K I T L Y G R T K E L T S
gaactaaaggagaacttcatccgcecttcteccaaatctctgggectecctgaaaaccacatce
E L E N F I R F $ K S L G L P E N H I
gtcttecgctgtcccaatcgaccagtgtatcgacggcggaggtagcgaaaacctgtatttt
vV &P V P I D @ ¢C I D G G G S E N L Y F
cagggaggcggcattccgtgeggcgaaagectgegtgtggattecgtgecattagecgeggeg
/66 6 6 I p C G E s Cc v w I P C I 5 A A
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ctgggctgcagctgcaaaaataaagtgtgctatcgtaat
L ¢ ¢ 5 C K N K V C Y R N

SEQ ID NO:18 - IgK-SF- H6 GGS-len2C-GGS-ENLYFQ-GG-Brazzein /
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTA'TGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGPCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCQAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTAQCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCZTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCCAGGATAAATGCAAAAAAGTGTATGANXAATTATCCGGTGAGCA
AATGCCAGCTGGCGAATCAGTGCAATTATGATTGCAXACTGGATAAACATGCGC
GTAGCGGCGAATGCTTTTATGATGAAAAACGTAATZTGCAGTGCATTTGCGATT
ATTGCGAATATTAATGCTAAGGATCCCGGA

SEQ ID NO:19 -
atggagacagacacactcctgctatgggtactgctgck ctgggttccaggttccactggt
M EE T D T L L L W V L L/)L W V P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
b Yy K D E H H H H H H/G G S Q@ D S5 T S D
ctgatcccagceccccaectctgagcaaggtececgfctgcagcagaacttccaggacaaccaa
L I p A P P L S K V/P L QQ QQ N F QQ D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F ¢ G K W Y V V G A G N A I L R E D K
gacccgcaaaagatgtatgccaccatgtatgagctgaaagaagacaagagctacaatgte
D P Q K M Y A T Y E L K E D K S ¥ N V
acctcegtectgtttaggaaaaagdagtgtgactactggatcaggacttttgttecaggt
T s v L ¥ R K K ¢ D Y W I R T F V P G
tgccagcecccggcegagttecacggtgggcaacattaagagttaccctggattaacgagttac
¢ ¢ P G E F ¥L G N I K S Y P G L T s Y
ctcgtccgagtggtgagegtcaactacaaccagcatgectatggtgttecttcaagaaagtt
L v R VvV V S5/T N Y N Q H A M V F F K K V
tctcaaaacagggagtygcttcaagatcaccctctacgggagaaccaaggagctgactteg
S ¢ N R EJY F K I T L ¥ GG R T K E L T 3
gaactaaaggagaglttcatcecgecttctccaaatctectgggectcecectgaaaaccacate
E L K E F I R F §$ K 5 L G L P E N H I
gtcttcecectgtddeccaatcgaccagtgtatcgacggecggaggtagecgaaaacctgtatttt

Vv ¥ P Pp 1 D ¢ ¢ I D G G G S E N L Y F
cagggaggctaggataaatgcaaaaaagtgtatgaaaattatceccggtgagcaaatgccayg
Q G © D K ¢C K K v Y E N Y P V 5 K C 0

ctggcaggatcagtgcaattatgattgcaaactggataaacatgcgcgtagcggcgaatgce
N ¢ ¢C N Y D C K L D K H A R S8 G E C
tttthtgatgaaaaacgtaatctgcagtgcatttgcgattattgcgaatat

F/Y D E K R N L ©Q C I ¢ D Y C E Y
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SEQ ID NO:20 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Chlorotoxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCAC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGC
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCZCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCETCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTITCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCC’I;Z?AAACCACATCG

TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCATGTGCATGCCGTGCTTTACCACCGATCATCAGATGGCGCGTA
AATGCGATGATTGCTGCGGCGGCAAAGGCCGTGGCAAATGCTATGGCCCGCAG
" TGCCTGTGCCGTTAATGCTAAGGATCCCGGA

SEQ ID NO:21 - |
atggagacagacacactcctgctatgggtactgetgectectgggttccaggttccactggt
M E T D T L L L W VvV L L L v P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaggccaggactccacctcagac
D Yy K D E H H H H H H G GG/S3S ¢ D 8 T s D
ctgatcccagcecccacctcectgagcaaggteectetgghgcagaacttccaggacaaccaa
r I p A P P L S K V P L, © N F QQ D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F 0 G K W Y V V 6 L A/G N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgdgctgaaagaagacaagagctacaatgte
p p O K M ¥y A T I Y/E L. X B D K S Y N V
acctccgtcectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T s v L F R K K K/ D Y W I R T F V P G
tgccagcccggcgagttcacgectggglaacattaagagttaccctggattaacgagttac
c 9 P G E F T L N I X 5 Y P G L T s Y
ctcgtecgagtggtgagcaccaagtacaaccagcatgctatggtgttecttcaagaaagtt
L V R V VvV 5 T Y N ¢ H A M V ¥ F XK K V
tctcaaaacagggagtacttgaagatcaccctcectacgggagaaccaaggagctgactteg
S ¢ N R E Y K 1 T L ¥ 6 R T K E L T S
gaactaaaggagaacttcfZtccgcttctccaaatctectgggectecectgaaaaccacate
E L K BE N B, I R F 5 K 5 L G L P E N H I
gtcttceccectgtececcagtcgaccagtgtatcgacggcggaggtagcgaaaacctgtatttt
v *» P V P/)T D ¢ C I D G G G S E N L Y F
cagggaggcatgtgcatgccgtgctttaccaccgatcatcagatggcgcgtaaatgecgat
Q 6 6 M/YC M P C F T T D H Q M A R K C D
gattgctgcggcoggcaaaggccgtggcaaatgctatggeccgecagtgectgtgecgt
bp ¢c ¢c/G G K G R G K C Y G P © C L C R

Construction of parental construct for BamH1/Notl cloning:

SEQ JD NO:22 - IgK-SF-H6-GGS-len2C-GGS-ENLYFQ-GS-PARENTAL
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GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTJTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCEGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTQCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACYTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCG
TTCAGGGATCCTAATGTTGGCCATGATGTTAGGCGGCCGCTAAGGATCCCGGA

BamHI site: GGATCC
Notl site: GCGGCCGC

A BamHI site adds “GS” before a knottin. This construct can be uged for cloning libraries.

Construction of parental construct for furin cleavage, BamHI/IotI cloning can include an
idealized furin cut site is RARYKRS —RARYKRGS can be wSed for a Bam HI site.

SEQ ID NO:23 - IgK-SF-H6-GGS-len2C-GGS-furin-GS4PARENTAL
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTAZAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACZTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAXCCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATZAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGLZATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACZCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCITCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCegegegegctataaacgeG
GATCCTAATGTTGGCCATJGATGTTAGGCGGCCGCTAAGGATCCCGGA

SEQ ID NO:24 - 1gK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GS-MIDKINE
GACTGAGTCGCCCGYTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
T GGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCITCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
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TTCAGAGCGATTGCAAATATAAATTTGAAAACTGGGGCGCGTGCGATGGCGGCACC
GGCACCAAAGTGCGCCAGGGCACCCTGAAAAAAGCGCGCTATAACGCGCAGTGCCA
GGAAACCATTCGCGTGACCAAACCGTGCTAATGCTGGATCCCGGACCGCCTCTCC

SEQ ID NO:25 -
atggagacagacacactcctgctatgggtactgectgetectgggttceccaggttecactggt /
M £ T D T L L L w VvV L L. L. wW VvV P G 5 T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
b Y K D E H H H H H H G GG 5 O D S T D

F QO G K w Yy vv 6L A G N A I L R/JE D K
gacccgcaaaagatgtatgecaccatctatgagectgaaagaagacaagagdtacaatgte

D P Q K M Y A T I Y E L K E D K Y N V
acctccgteectgtttaggaaaaagaagtgtgactactggatcaggacgtttgttccaggt
T s v L F R K K K C D Y W I R F VvV P G
tgccagcceccggcgagttcacgctgggcaacattaagagttacecyggattaacgagttac
cC Q@ P G \E, F T L G N I K S Y G L T S Y
ctcgtccgagtggtgagcaccaactacaaccagcatgctatggtgttcttcaagaaagtt
L VvV R V. VvV 8§ T N Y N Q H A v F F K K V

tctcaaaacagggagtacttcaagatcaccctctacgggigaaccaaggagctgactteg
S ¢ N R E Y F K I 7 L Y ¢ R T K E L T S
gaactaaaggagaacttcatccgcttctccaaatectgtgggectecctgaaaaccacatce
E L KX EN F I R F 5 K S/L G L P E N H I
gtcttceccectgteccaatcecgaccagtgtatecgacggcggaggtagecgaaaacctgtatttt
v ¥ P V P I D ¢ C I D/S)G G G S E N L Y F
cagagcgattgcaaaﬁataaatttgaaaact gggcgcgtgcgatggcggcaccggecacce
Q $ D C K Y K F E N/)W G A C D G G T G T
aaagtgcgccagggcaccctgaaaaaagggcecgectataacgecgcagtgeccaggaaaccatt
K v R 0 ¢ T L K K/A R Y N A Q. .C ¢ E T 1T
cgcgtgaccaaaccgtgce

R v T K P C

SEQ ID NO:26 - 1gK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Violacin A
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTYCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGG GCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCLTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCAGCGCCATCAGCTGCGGCGAGACCTGCTTCAAGTTCAAGTGCTAC
ACCZCCAGATGCAGCTGCAGCTACCCCGTGTGCAAGTAAGCTAAGGATCCCGGACC
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SEQ ID NO:27 -
atggagacagacacactcctgctatgggtactgctgetectgggtteccaggttccactyggt
M E T D T L L L WV L L. L W V P G S T G /

gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac /
DY K D E H H H HE HH G G s ¢ D s T S8 D
ctgatcccagccecccacctectgagcaaggtecctcectgcagcagaacttccaggacaaccaa
r I P A P P L S K V P L ¢ QO N F O D N

F 0 G K W Y V Vv 6 L A G N A I L R E
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacy
b P Q K M ¥ A T I Y E L K E D K.S

T § v L F R K K K C¢C D Y W I R T
tgccagcceccggcgagttcacgetgggcaacattaagagttacectggattaacgagttac
c 9 p G B F T L G N I K 5 Y P GyL T S5 Y
ctcgtccgagtggtgagcaccaactacaaccagcatgectatggtgtfcttcaagaaagtt
L vV R V. VvV § T N Y N Q H A M V/F ¥ K K V
tctcaaaacagggagtacttcaagatcaccctctacgggagaagcaaggagctgacttcg
S ¢ N R E ¥y ¥ K I T L Y G R/)T K E L T S
gaactaaaggagaacttcatccgcecttctccaaatcectetggglctecectgaaaaccacatce
E L XK E N F I R F 5 K 8 LA L P E N H I
gtcttcecctgtceccaatcgaccagtgtatcgacggcggadggtagcgaaaacctgtatttt
v ¥ P VvV P I D.Q C I D G G S E N L Y F
cagggaggcagcgceccatcagctgcecggcecgagacctggttcaagttcaagtgctacacccece
Q G G S A I 5 C G E T F K P K C Y T P
agatgcagctgcagctaccccgtgtgcaag
R ¢ 8§ ¢ s Y P V C K

SEQ ID NO:28 - 1gK-SF-H6-GGS-Ien2C-GGS-ENLYFQ-GG-Lambda Toxin
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCAZCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTGCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAMTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACPACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
AACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA

/cagacacactcctgctatgggtactgctgectectgggttccaggttccactggt
T D T L L L W VvV L L. LW V P G S5 T G

K Db E H H H H HH G G S QQ D 8 T 5 D

-84 -




WO 2014/093406 PCT/US20T3/074218

ctgatcccagccccacctctgagecaaggtecctectgcagcagaacttccaggacaaccaa
L I p A P P L S KV P L Q @ N F Q D N Q
ttccaggggaagtggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
F 0O G K W Yy V VvV 6 L A N A I L R E D K
gacccgcaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgtce
b P ¢Q K M ¥ A T I Y E L K E D K S Y N V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T s v L R K K K ¢C D Y w I R T F V P g
tgccagcccggcgagttcacgectgggcaacattaagagttaccctggattaacgagtyac
c ¢ P G E F T L G N I K S Y P G L T S
ctcgtccgagtggtgagcaccaactacaaccagcatgctatggtgttcttcaag
L vV R V. VvV §$ T N Y N ¢ H A M V F F K/K V
tctcaaaacagggagtacttcaagatcaccctcectacgggagaaccaaggagcrgacttcyg
s ¢ N R E Y F K I T L Y 6 R T K E/L T S
gaactaaaggagaacttcatccgettcteccaaatctectgggectecctggaaaccacate
F L K E N F I R ¥ 5 K S L G L P/JE N H I
gtcttcecectgteccaatcgaccagtgtatcgacggcggaggtagecggaaacctgtatttt
v ¥ P V P I D ¢ C I D G G G S N L Y F
cagggaggcqtgggctgcggctacaagctgtgccacccctgc
Q 6 6V ¢ ¢ 6 Y K L ¢ H P C

SEQ ID NO:30 - 1gK-SF-H6-GGS-len2C-GGS-ENLYFQ-(/G-Lambda Toxin NG
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCCTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGCCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACZAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAATGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTYACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGTGTTCTTCAAGAAAGTTTCTCAAAA
CAGGGAGTACTTCAAGATCACCCITCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATCTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCAACGGCGTGTGCTGCGGCTACAAGCTGTGCCACCCCTGCTAAGCT
AAGGATCCCGGACC )

SEQID NO:31 -
atggagacagacacactlctgcectatgggtactgctgcectectgggttccaggttccactggt
M E T D T L . w Vv L L.L w Vv P G S T G
gactacaaggacgagcatcaccatcatcaccatggtggaagccaggactccacctcagac
D Y K D H H H H H H G G S @ D s T s D
ctgatcccagegccacctectgagcaaggtececctectgcagcagaacttccaggacaaccaa
L I P p P L $ K VvV P L Q0 O N F O D N 9Q
ttccagggghagtaggtatgtggtaggcctggcagggaatgcaattctcagagaagacaaa
FOQ K w vy v VvV 6 L A N A I L R E DK

"gacccgfaaaagatgtatgccaccatctatgagctgaaagaagacaagagctacaatgte
b »»QQ KM Yy A T I Y E L K E D K S Y N V
acciccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgtteccaggt
s v L. R K K K ¢ D Y W I R T F V P G
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tgccagccecggcgagttcacgctgggcaacattaagagttaccctggattaacgagttac

c ¢ p G E F T L G N I K S Y P G L T 85 Y
ctcgtccgagtggtgagcaccaactacaaccagcatgctatggtgttecttcaagaaagtt

L v RV V $ T N Y N Q H A M V F F K K V /’
tctcaaaacagggagtacttcaagatcaccctectacgggagaaccaaggagectgactteg
s ¢ N R E ¥ F K I T L Y G R T K E L T
gaactaaaggagaacttcatccgecttctccaaatctctgggectcecctgaaaaccac
E L K E N F I R F $ K S L G L P E N H

v ¥ P V P I D @ C I D G G G S E N L/J)Y F
cagggaggcaacggcgtgtgctgcggctacaagectgtgeccaccectge
Q G G N G VvV C C G Y K L ¢ H P C

SEQ ID NO:32 - IgK-SF-H6-GGS-1en2C-GGS-ENLYFQ-GG-Potato Carboxypeptidase Inhibitor
GACTGAGTCGCCCGCTCGAGACCATGGAGACAGACACACTCZTGCTATGGGTACTGC
TGCTCTGGGTTCCAGGTTCCACTGGTGACTACAAGGACGAGCATCACCATCATCACC
ATGGTGGAAGCCAGGACTCCACCTCAGACCTGATCCCAGZCCCACCTCTGAGCAAG
GTCCCTCTGCAGCAGAACTTCCAGGACAACCAATTCCAGGGGAAGTGGTATGTGGTA
GGCCTGGCAGGGAATGCAATTCTCAGAGAAGACAAAGACCCGCAAAAGATGTATGC
CACCATCTATGAGCTGAAAGAAGACAAGAGCTACAXTGTCACCTCCGTCCTGTTTAG
GAAAAAGAAGTGTGACTACTGGATCAGGACTTTTGTTCCAGGTTGCCAGCCCGGCGA
GTTCACGCTGGGCAACATTAAGAGTTACCCTGGATTAACGAGTTACCTCGTCCGAGT
GGTGAGCACCAACTACAACCAGCATGCTATGGIGTTCTTCAAGAAAGTTITCTCAAAA
CAGGGAGTACTTCAAGATCACCCTCTACGGGAGAACCAAGGAGCTGACTTCGGAAC
TAAAGGAGAACTTCATCCGCTTCTCCAAATYTCTGGGCCTCCCTGAAAACCACATCG
TCTTCCCTGTCCCAATCGACCAGTGTATCGACGGCGGAGGTAGCGAAAACCTGTATT
TTCAGGGAGGCCcageagcatgcgpatccgatttocaagaaaccgtocaaaacccatgatgattecapcggcgegtgatittoce
aszacgtactgcraacancgcEcszcacctfzcszgcccsztatgtxm/,chAATGCTAAGGATCCCGGACCG

SEQ ID NO:33 - ,
atggagacagacacactcctgectatgggtactgectgctectgggttccaggtteccactggt
M E T D T L L L v L L. L W VvV P G S T G
gactacaaggacgagcatcaccatfatcaccatggtggaagccaggactccacctcagac
D Y K D E H H H B H G 6 3 ¢ D s T 5 D
ctgatcccagccccacctcectgidgcaaggtecetectgcagcagaacttccaggacaaccaa
L I P A P P S K v P L Q Q¢ N F O D N Q
ttccaggggaagtggtatgtggtaggectggcagggaatgcaattctcagagaagacaaa
F QO G K W yYy/vVv VvV 6 L A G N A I L R E D K
gacccgcaaaagatgtgtgccaccatctatgagctgaaagaagacaagagctacaatgte
b p Q0 K M/Yy A T I Y E L K E D K S Y N V
acctccgtectgtttaggaaaaagaagtgtgactactggatcaggacttttgttccaggt
T S V L R K K K ¢ b Y W I R T F V P G
tgccagcccggggagttcacgctgggcaacattaagagttacectggattaacgagttac
E F T L 6 N I K S ¥ P G L T S8 Y

N R E Y F XK I T L Y G R T K E L T S
aaaggagaacttcatccgcttctccaaatctectgggecteecctgaaaaccacate
E/L K E N F I R F §$ K s L G L P E N H I
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gtcttcectgtceccaatcgaccagtgtatcgacggcggaggtagcgaaaacctgtatttt
v ¥ P V P I D ¢ Cc I D GG GG GG S E N L Y F
cagggaggccagcagcatgcggateccgatttgcaacaaaccgtgcaaaacccatgatgat
Q 6 G Q9 Q H A D P I C N K P C K T H D D
tgcagcggcgecgtggttttgecaggegtgetggaacagegecgegecacctgeggececgtat
c §$ 6 A W F C Q A C W N S A R T C G P Y,

gtgggctaa
vV G
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CLAIMS
WHAT IS CLAIMED IS:
1. A method for identifying a drug candidate having a pharmacological propeyy,

the method comprising:

analyzing an isolated sample from a subject following administration of a pfrality of

drug candidates to the subject; and

identifying in the isolated sample at least one drug candidate having/the

pharmacological property.

2. A method for identifying drug candidates having a pharpiacological property, the

method comprising:
administering, to a subject, a composition comprising g/plurality of drug candidates;

obtaining, from the subject, a sample comprising gt least some of the drug candidates in

the plurality; and

analyzing the sample to determine the idenfity of the at least some of the drug candidates

having the pharmacological property.

3. The method of claim 1 or 2, Avherein the drug candidates arc selected from the

group consisting of small chemical molg€ules, biologics, and peptides.

4. The method of clainy'l or 2, wherein the plurality of drug candidates comprises a
plurality of peptides.
5. The method gf claim 1 or 2, wherein the plurality of drug candidates comprises a

plurality of small chemicAl molecules.

6. The method of claim 1 or 2, wherein the plurality of drug candidates comprises a

plurality of biologics.

7. The method of any one of the preceding claims, wherein the pharmacological
property comprises oral bioavailability, capability to pass the blood-brain barrier, exclusion by

the blogd-brain barrier, serum half-life, capability to penetrate cells, capability to enter

- 88 -




f"‘“

WO 2014/093406 PCT/US2013/074218 /

subcellular organelles or other cellular domains, capability to target organs or tissue, capability to

target cancerous tissue, or a combination thereof.

8.  The method of claim 6, further comprising generating a peptide library compriging
the at least some of the peptides having the pharmacological property. /

9. - The method of any one of the preceding claims, further comprising scr éning the
at least some of the peptides to identify which peptides exhibit an activity for inhibifing a
protein:protein interaction, inhibiting antagonism of a receptor, inhibiting bindipg of an agonist
to a receptor, modulating an ion channel, inhibiting a signaling pathway, activating a signaling

pathway, and/or a inhibiting a protein:small molecule interaction.

10.  The method of claim 9, wherein the protein:protein ingéraction is associated with a
disease or disorder selected from the group consisting of a cancer,/an infectious disease, an
N
inflammatory disease, an immune disease, a metabolic disease,/4 cardiac disease, an aging-

related disease, and a neurologic disease.

11.  The method of claim 9 or 10, wherein th¢ protein:protein interaction is associated

with cancer.

12.  The method of any one of the pyéceding claims, further comprising obtaining from
the subject a plurality of samples, each sample being obtained at a different time point after

administering the plurality of peptides.

13. | The method of claim 12, further comprising analyzing at least some samples of
the plurality of samples to determine the identity of the at least some of the peptides having the

pharmacological property in egch sample of the plurality.

14.  The method of any one of the preceding claims, wherein the identity of the at least
some of the peptides isAMetermined using mass spectrometry, wherein cach of the peptides

comprise a unique nfass signature or digest fragment mass signature detected by a mass

spectrometer.
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16.  The method of any one of the preceding claims, wherein at least one peptide of the
plurality of peptides comprises a detectable label for tracing the at least one peptide in the

subject. y

17.  The method of claim 16, wherein the detectable label comprises a near infr: ed

dye.

18.  The method of any one of the preceding claims, wherein at least ong/peptide of the

plurality of peptides comprises a hydrophobic moiety conjugated to the N-termixfus of the at least

one peptide, wherein the at least one peptide exhibits an increased half-life ag’compared to the at

least one peptide 1acking the hydrophobic moiety.

19.  The method of claim 18, wherein the hydrophobic mofety comprises a

hydrophobic ﬂuorgscent dye or a saturated or unsaturated alkyl gréup.

20.  The method of any one of the preceding claim&, wherein the sample comprises a

tissue sample or a fluid sample.

21.  The method of claim 20, wherein the fluid sample comprises blood, urine, mucous

or spinal fluid.
22.  The method of claim 21, wheréin the sample comprises blood.

23.  The method of claim 20, #herein the tissue sample comprises biopsy or necropsy

tissue.

24.  The method of clgim 20 or 23, wherein the tissue comprises tissue from a brain, a

lung, a kidney, a muscle, a liy€r, a heart, a stomach, a pancreas, or an organ.

25.  The methgd of any one of the preceding claims, further comprising using the
pharmacological propgrty common to the drug candidates to generate additional drug candidates

having the pharmagological property.
he method of any one of the preceding claims, wherein the subject is an animal.

The method of claim 26, wherein the subject is a human.

-90 -




WO 2014/093406 PCT/US2013/074218

28.  The method of any one of the preceding claims, further comprising establishing a

relationship between the structure and the pharmacological property of the drug candidates.

29.  The method of claim 28, further comprising selecting a subset of drug candidasés

based on the relationship.

30.  The method of any one of the preceding claims, further comprising obtdiing a
plurality of samples at a selected time interval for a selected duration of time following

administration.

31. The method of claim 30, wherein selected time intervals are/5 minutes, 10

minutes, 20 minutes, 30 minutes, 40 minutes, 50 minutes, or 60 minutes/

32.  The method of claim 30, wherein selected duration ¢f time is 1 hour, 2 hours, 3
hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10 hofirs, 11 hours, 12 hours, 15

hours, 30 hours, 45 hours, 60 hours, 75 hours, 90 hours, 105 Hours, or 120 hours.

33. A method of generating a mass-defined drug candidate library, the method
comprising:

producing a plu:ality of drug candidates, gt least some of the drug candidates each
having a unique mass siénature or digest fragmént mass signature;,

analyzing the plurality of drug candidates using mass spectrometry to measure the
unique mass signature or digest fragmeny/mass signature for the at least some of drug candidates;
and

generating a mass-defined Arug candidate library comprising the at least some of the
plurality of drug candidates, the/drug candidate library being generated based on a
pharmacological property, wherein the identity of the drug candidates in the mass-defined drug
candidate library can be dgfermined with the unique mass signature or digest fragment mass

signature of each of the/drug candidates.

34. A mtthod for identifying library drug candidates having a pharmacological
property, the mgthod comprising:

analyzing an isolated sample from a subject following administration of a plurality of
drug candidates to the subject, wherein the library drug candidates are from the mass-defined

didate library of claim 33;
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identifying in the isolated sample at least one drug candidate having the

pharmacological property.

35. A method for identifying library drug candidates having a pharmacological
property, the method comprising:

administering to a subject a plurality of library drug candidates, wherein the ljfrary drug
candidates are from the mass-defined drug candidate library of claim 26;

obtaining, from the subject, a sample comprising at least some of the plyfality of library
drug candidates; and

analyzing the sample to determine the identity of the at least somg/of the plurality of

library drug candidates having the pharmacological property.

36. The method of any one of claims 33 to 35, wherein the pharmacological property
comprises oral bicavailability, capability to pass the blood-braiy barrier, exclusion by the blood-
brain barrier, serum half-life, capability to penetrate cells, capability to enter subcellular

organelles or other cellular domains, or a combination thefeof.

37.  The method of claim 36, wherein the pharmacological property comprises oral

bioavailability.

38.  The method of any one of clajns 33 to 37, wherein the plurality of drug
candidates comprises greater than five dryg candidates, greater than 10 drug candidates, greater
than 100 drug candidates, greater than Y000 drug candidates, or greater than 10000 drug

candidates.

39.  The method of gniy one of claims 33 to 35, wherein the plurality of drug

candidates comprises knotted-peptides.

40.  The meth6d of claim 39, wherein the unique mass signature or digest fragment
mass signature of thé/knotted-peptides are defined by the natural amino acid sequence of the

knotted peptides.

41. /The method of any one of claims 33 to 35, wherein at least one of the drug
candidates/n the plurality comprises a pre-defined number of a heavy isotope atom to modify the

unique pass signature or digest fragment mass signature of the at least one drug candidate.
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42.  The method of claim 41, wherein the heavy isotope atom comprises °C or

deuterium.

43.  The method of claim 39 or 40, wherein the unique mass signature or digest /
fragment mass signaturc of at lecast one of the knotted-peptides in the plurality is defined Fy a

moiety conjugated to the at least one knotted-peptide.

44.  The method of claim 40, wherein the moiety is conjugated to the

the at least one knotted-peptide.

45.  The method of claim 43 or 44, wherein the moiety comprigés a pre-defined
number of a heavy isotope atom to modify the unique mass signature of digest fragment mass

signature of the at least one knotted-peptide.

46.  The method of claim 45, wherein the heavy isotépe atom comprises >C or

deuterium.

47.  The method of claim 39, wherein the plyfality of knotted-peptides comprises
greater than 100 peptides, greater than 1000 peptidey, or greater than 10000 peptides.

48.  The method of claims 33 to 47, fdrther comprising establishing a relationship

between the structure and the pharmacological property of the drug candidates.

49.  The method of claim 48

based on the relationship.

rther comprising selecting a subset of drug candidates

50.  The method of apy onc of claims 33 to 49, further comprising 6btaining a plurality

of samples at a selected time Anterval for a selected duration of time following administration.

51.  The methgd of claim 50, wherein selected time intervals are 5 minutes, 10

minutes, 20 minutes, Y0 minutes, 40 minutes, 50 minutes, or 60 minutes.

52. Thé method of claim 50, wherein selected duration of time is 1 hour, 2 hours, 3
hours, 4 hours/5 hours, 6 hours, 7 hours, 8§ hours, 9 hours, 10 hours, 11 hours, 12 hours, 15

hours, 30 hglurs, 45 hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120 hours.

53. A method of determining a distribution profile of knotted-peptides administered to

a supject by different administration pathways, the method comprising:
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administering to the subject a light knotted-peptide, the light knotted-peptide being
administered by a first route of delivery and having a lower molecular weight than a heavy
knotted-peptide having the same sequence as the light knotted-peptide; ‘

administering to the subject the heavy knotted-peptide, the heavy knotted-peptide being

administered by a second route of delivery that is different than the first route of delivery,/and
comparing a quantity of the light knotted-peptide to a quantity of the heavy k ftted-

peptide obtained from a tissuc or fluid sample of the subject, thereby determining the distribution

profile of the light and heavy knotted-peptides in the subject based on the first apd second routes

of delivery, respectively.

54. A method of determining a distribution profile of knotted4peptides administered to
a subject by different administration pathways, the method comprisi

analyzing an isolated sample from a subject following adpinistration to the subject of a
composition comp}i‘sing a light knotted-peptide, the light knottgd-peptide being administered by
a first route of delivery and having a lower molecular weight'than a heavy knotted-peptide
having the same sequence as the light knotted-peptide;

analyzing an isolated sample from a subject fgllowing administration to the subject of a
composition comprising the heavy knotted-peptides/the heavy knotted-peptide being administered
by a second route of delivery that is different thah the first route of delivery; and
comparing a quantity of the light kngtted-peptide to a quantity of the heavy knotted-

peptide obtained from a tissue or fluid samaple of the subject, thereby determining the distribution

profile of the light and heavy knotted-p€ptides in the subject based on the first and second routes

of delivery, respectively.

55.  The method of ¢faim 53 or 54, wherein the light knotted peptide comprises fewer

heavier isotopes than the 1i

56. The metiod of any one of claims 53 to 55, wherein the heavy knotted-peptide

comprises at least oné more '°C atom or deuterium atom than the light knotted-peptide.

57.

conjugated to/a first moiety and the heavy knotted-peptide is conjugated to a second moiety.

¢ method of any one of claims 53 to 56, wherein the first knotted-peptide is

The method of claim 57, wherein the first moiety, second moiety, or both is

ated to the N-terminus of the light and heavy knotted peptide, respectively.
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59.  The method of claim 57, wherein the first moiety, second moiety, or both

comprises a hydrophobic moiety.

60. The method of any one of claims 53 to 59, wherein the first route and second /*

route of delivery arc independently selected from an oral route, a topical route, a transmucogal

route, an intravenous route, an intramuscular route, and an inhalation route.

61. The method of any one of claims 53 to 60, wherein the either the firgt route or the

second route of delivery comprises an oral route.

62. The method of claim 57, wherein at least one >C atom is prgsent in the first

moiety, the second moiety, or both.

63.  The method of any one of claims 53 to 62, wherein the light knotted-peptide, the
heavy knotted-peptide, or both have unique mass signature or digest mass signature when

analyzed by mass spectrometry.

64.  The method of claims 53 to 63, further comprising establishing a relationship

between the structure and the pharmacological propepfy of the drug candidates.

65.  The method of claim 64, further gomprising selecting a subset of drug candidates

based on the relationship.

66.  The method of any one of'claims 53 to 65, further comprising obtaining a plurality

of samples at a selected time interval for a selected duration of time following administration.

67. The method of clgim 66, wherein sclected time intervals arc 5 minutes, 10

minutes, 20 minutes, 30 minytes, 40 minutes, 50 minutes, or 60 minutes.

68.  The methgd of claim 66, wherein selected duration of time is 1 hour, 2 hours, 3
hours, 4 hours, 5 hourg, 6 hours, 7 hours, 8 hours, 9 hours, 10 hours, 11 hours, 12 hours, 15

hours, 30 hours, 45/hours, 60 hours, 75 hours, 90 hours, 105 hours, or 120 hours.

69. /A method for identifying drug candidates having a pharmacological property, the
method comprising:
dministering, to a subject, a composition comprising a plurality of drug candidates;
oBtaining, from the subject, a sample comprising at least some of the drug candidates in

thg/plurality; and
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analyzing the sample to determine the identity of the at least some of the drug candidates

having the pharmacological property.

70.  The method of claim 69, wherein the drug candidates are selected from the grotip

consisting of small chemical molecules, biologics, and peptides.

71..  The method of claim 69, wherein the plurality of drug candidates compfises a

plurality of peptides.

72.  The method of claim 69, wherein the pharmacological property’ comprises oral
bioavailability, capability to pass the blood-brain barrier, exclusion by the ¥lood-brain barrier,
serum half-life, capability to penetrate cells, capability to enter subcellylar organelles or other
cellular domains, capability to target organs or tissue, capability to tafget cancerous tissue, or a

combination theregf. ,

73.  The method of claim 71, further comprising génerating a peptide library

comprising the at least some of the peptides having the phdrmacological property.

74.  The method of claim 71, further compfising screening the at least some of the
peptides to identify which peptides exhibit an actixity for inhibiting a protein:protein interaction,
inhibiting antagonism of a receptor, inhibiting Binding of an agonist to a receptor, modulating an
ion channel, inhibiting a signaling pathway,/Activating a signaling pathway, and/or a inhibiting a

protein:small molecule interaction.

75.  The method of claim/74, wherein the protein:protein interaction is associated with
a disease or disorder selected froph the group consisting of a cancer, an infectious disease, an_
inflammatory disease, an i ne disease, a metabolic disease, a cardiac disease, an aging-

related disease, and a neurglogic disease.

76.  The merhod of claim 75, wherein the protein:protein interaction is associated with

cancer.

77. he method of claim 71, further comprising obtaining from the subject a plurality

of samples, gach sample being obtained at a different time point after administering the plurality
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78.  The method of claim 77, analyzing at least some samples of the plurality of
samples to determine the identity of the at least some of the peptides having the pharmacological

property in cach sample of the plurality.

79.  The method of claim 71, whercin the identity of the at least some of the peptides
is determined using mass spectrometry, wherein each of the peptides comprise a unique fnass

signature or digest fragment mass signature detected by a mass spectrometer.

80.  The method of claim 69, wherein the plurality of drug candidateg’comprises

greater than five drug candidates.

81.  The method of claim 69, wherein the plurality of drug cardidates comprises

greater than 10 drug candidates.

82.  The method of claim 69, wherein the plurality ofdrug candidates comprises

greater than 100 drug candidates.

83.  The method of claim 69, wherein the plupélity of drug candidates comprises

greater than 1000 drug candidates.

84.  The method of claim 69, wherein/the plurality of drug candidates comprises

greater than 10000 drug candidates.

85.  The method of claim 71, ¥herein the plurality of peptides comprises greater than
100 peptides.

86.  The method of clgim 71, wherein the plurality of peptides comprises greater than
1000 peptides.

87.  The method of claim 71, wherein the plurality of peptides comprises greater than
10000 peptides.

88.  Thé method of claim 71, wherein at least one peptide of the plurality of peptides

comprises a detectable label for tracing the at least one peptide in the subject.

The method of claim 88, wherein the detectable label comprises a near infrared
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90. The method of claim 71, wherein at least one peptide of the plurality of peptides
comprises a hydrophobic moiety conjugated to the N-terminus of the at least one peptide,
wherein the at least one peptide exhibits an increased half-life as compared to the at least one /

peptide lacking the hydrophobic moiety.

91.  The method of claim 90, wherein the hydrophobic moiety comprises a

hydrophobié fluorescent dye or a saturated or unsaturated alkyl group.

92.  The method of claim 69, wherein the sample comprises a tissue gample or a fluid

sample.

93.  The method kof claim 92, wherein the fluid sample compyises blbod, urine, mucous

or spinal fluid.
94.  Thé method of claim 69, wherein the sample co risés blood.

95.  The method of claim 92, wherein the tissue gample comprises biopsy or necropsy

tissue.

96. The method of claim 92, wherein the/tissue comprises tissue from a brain, a lung,

a kidney, a muscle, a liver, a heart, a stomach, a/pancreas, or an organ.

97.  The method of claim 69, further comprising using the pharmacological property
common to the drug candidates to generdte additional drug candidates having the

pharmacological property.
98. The method of clgim 69, wherein the subject is an animal.
99.  The method ¢f claim 69, wherein the subject is a human.

100. A methof of generating mass-defined drug candidate libraries, the method
comprising:

producing a plurality of drug candidates, at least some of the drug candidates each
having a uniqyé mass signature or digest fragment mass signature,

anglyzing the plurality of drug candidates using mass spectrometry to measure the

unique mass signature or digest fragment mass signature for the at least some of drug candidates;

and
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generating a mass-defined drug candidate library comprising the at least some of the
plurality of drug candidates, the drug candidate library being generated based on a
pharmacological property, wherein the identity of the drug candidates in the mass-defined drug

candidate library can be determined with the unique mass signature or digest fragment mass /

signature of each of the drug candidates.

101. The method of claim 100, wherein the pharmacological property cor
bio’availdbility, capability to pass the blood-brain barrier, exclusion by the blood-
serum half-life, capability to penetrate cells, capability to enter subcellular orggfielles or other

cellular domains, or a combination thereof.

102. The method of claim 100, wherein the pharmacological/property comprises oral

bioavailability.

103. The method of claim 100, wherein the drug candidates are selected from the group

consisting of small chemical molecules, biologics, and peptides.

104. The method of claim 100, wherein the plurality of drug candidates comprises

greater than five drug candidates.

105. The metﬁod of claim 100, whergin the plurality of drug candidates comprises
greater than 10 drug candidates.

106. The method of claim 108, wherein the plurality of drug candidates comprises

greater than 100 drug candidates.

107. The method of ¢faim 100, wherein the plurality of drug candidates comprises -

greater than 1000 drug candidates.

108. The metifod of claim 100, wherein the plurality of drug candidates comprises

greater than 10000 drug candidates.

109. e method of claim 100, wherein the plurality of drug candidates comprise

knotted-peptides.

10. The method of claim 109, wherein the unique mass signature or digest fragment
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111. The method of claim 100, wherein at least one of the drug candidates in the
plurality comprises a pre-defined number of a heavy isotope atom to modify the unique mass

signature or digest fragment mass signature of the at least one drug candidate. /

112. The method of claim 101, wherein the heavy isotope atom comprises *C o

deuterium.

. 113. The method of claim 109, wherein the unique mass signature or digést fragment
mass signature of at least one of the knotted-peptides in the plurality is defined By a moiety

conjugated to the at least one knotted-peptide.

114. The method of claim 113, wherein the moiety is conjugaed to the N-terminus of

the at least one knotted-peptide.

115. Thé method of claim 113, wherein the moiety cofiprises a pre-defined number of
a heavy isotope atom to modify the unique mass signature or/Adigest fragment mass signature of

the at least one knotted-peptide.

116. The method of claim 115, wherein the/heavy isotope atom comprises *C or

deuterium.

117. The method of claim 109, whefein the plurality of knotted peptides comprises
greater than 100 peptides.

118. The method of claim J09, wherein the plurality of knotted peptides comprises
greater than 1000 peptides.

119. The method ofclaim 109, wherein the plurality of knotted peptides comprises
greater than 10000 peptidey.

d of determining a distribution profile of knotted-peptides administered to
a subject by differerit administration pathways, the method comprising:

administering to the subject a light knotted-peptide, the light knotted-peptide being
administered by a first route of delivery and having a lower molecular weight than a heavy
knotted-pgptide having the same sequence as the light knotted-peptide;
administering to the subject the heavy knotted-peptide, the heavy knotted-peptide being

istered by a second route of delivery that is different than the first route of delivery; and
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comparing a quantity of the light knotted-peptide to a quantity of the heavy knotted-
peptide obtained from a tissue or fluid sample of the subject, thereby determining the distribution
profile of the light and heavy knotted-peptides in the subject based on the first and second routes

of delivery, respectively.

121. The method of claim 120, wherein the light knotted peptide comprises feyer
heavier isotopes than the light knotted peptide.

122. The method of claim 120, wherein the heavy knotted-peptide comfprrises at least

one more °C atom or deuterfum atom than the light knotted-peptide.

123. The method of claim 120, wherein the first knotted-peptid€ is conjugated to a first

moiety and the heavy knotted-peptide is conjugated to a second moig

124. The method of claim 123, wherein the first moiety, second moiety, or both is

conjugated to the N-terminus of the light and heavy knotted péptide, respectively.

125. The method of claim 123, wherein the firgt moiety, second moiety, or both

comprises a hydrophobic moiety.

126. The method of claim 120, whereid the first route and second route of delivery are
independently selected from an oral route, a yépical route, a transmucosal route, an intravenous

route, an intramuscular route, and an inhajdtion route.

127. The method of claim }20, wherein the either the first route or the second route of

delivery comprises an oral route.

128. The method of’claim 120, wherein at least one *C atom is present in the first

moiety, the second moiety/or both.

129. The mgthod of claim 120, wherein the light knotted-peptide, the heavy knotted-
peptide, or both haxe unique mass signature or digest mass signature when analyzed by mass

spectrometry.

A peptide for imaging a tumor in a subject, the peptide comprising a chlorotoxin
compriging an amino acid sequence having at least three D-amino acids and the peptide having a
secopdary structure configured to bind to the tumor, wherein the peptide further comprises a

defectable label.
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131. The peptide of claim 130, wherein at least 10%, at least 20%, at least 30%, at leas
40%, at least 50%, at least 60%, at lcast 70%, at least 80%, or at least 90% of the amino acids i

the peptide are D-amino acids.

132. The peptide of claim 130 or 131, having an amino acid sequence at legét 80%,
83%, 86%, 89%, 90% or 92 % identical to the following sequence of
MCMPCFTTDHQMARXCDDCCGGXGRGXCYGPQCLCR, wherein X is sctected from K, A
and R.

#least 80% identical to the
following sequence of MCMPCFTTDHQMARXCDDCCGGXGR@GXCYGPQCLCR, wherein at

133. A peptide comprising an amino acid sequence having

least three of the amino acids in the amino acid sequence are D-gimino acids, wherein X is

selected from K, A and R.

134. The peptide of claim 133, wherein at legét 50%, at least 60%, or at least 70% of

the amino acids in the peptide are D-amino acids.

135. The peptide of any of claims 1¥3-134, further comprising a detectable label.

136. The peptide of any of clgim 130-135, wherein all the amino acids in the peptide

are D-amino acids.

137. The peptide any/of claims 130-132 or 135-137, wherein the detectable label is

conjugated to the N-terminuf of the peptide or conjugated to a lysine residue in the peptide.

138. The peptide of claim 137, wherein the detectable label comprises a near-infrared

dye.
139. /The peptide of claim 137, wherein the detectable label comprises a cyanine dye.

40. A composition comprising the peptide of any one of claims 130-139, or a

combination thereof.
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141. A method of detecting a peptide in a subject, the method comprising:
administering to the subject an effective amount of the peptide according to any of
claims 130-132 or the peptide according to any of claims 135-139 or the composition accordz ‘g

to claim 126, and detecting detectable label.

142. The method of claim 141, wherein the detecting comprises obtainin, /an image of

a region in the subject by detecting the detectable label.

143. The method of claim 142, wherein the detecting comprises Mntra-operative

visualization of cancerous tissue.

144. The method of claim 142, wherein visualization ofthe detectable label guides

surgical removal of a tumor in the subject.

145. A method of treating a discase associateg/with cells expressing a chlorotoxin
target, the method comprising:

administering, toa subject in need thereof, a therapeutically effective amount of a
pharmaceutical composition comprising the peptide according to claims 130-139 or the

composition of claim 140, thereby treating the disease.

146. The method of claim J45, wherein the peptide of the composition further
comprises a cytotoxic agent, a toxih, an antisense nucleotide, a cancer drug, a nucleotide drug, a
metabolic modulator, a radiosesitizer, a peptide therapeutic, a peptide-drug conjugate, or a -

combination thereof.

147. The method of claim 145 or of claim 146, wherein the disease comprises
cancerous tissue asgociated with glioma, skin cancer, lung cancer, lymphoma,
medulloblastomg, prostate cancer, pancreatic cancer, breast cancer, mammary cancer, colon

cancer, sarcorha, oral squamous cell carcinoma, hemangiopericytoma, or a combination thereof.
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