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Description
FIELD

[0001] The invention relates to the field of immunology, and in particular to adaptive immunity profiling and methods
of producing monoclonal antibodies.

BACKGROUND

[0002] The existing methods for creating therapeutic monoclonal antibodies are primarily hybridoma, phage display,
B cell isolation and antibody sequence rescue, followed if necessary by humanization of the antibody. The humanization
step can be eliminated by using transgenic animals which are capable of themselves generating human antibodies.
[0003] The hybridoma method involves isolating large numbers of B cells from an immunized organism which are then
fused with a myeloma tumor cell. These cells are then screened for individual cells producing antibodies with the desired
properties. Once a particular hybridoma of interest is detected, a cDNA encoding the antibody is isolated and sequenced
by standard molecular biology techniques, followed by a process of humanization. Humanization is the process of placing
the variable region of the antibody, usually from a mouse or rabbit, into a human antibody backbone so that the resulting
molecule is less immunogenic when used as a therapeutic agent in a human host. Hybridoma technology is limited by
its low efficiency; the need for large numbers of B cells, which are generally obtained by sacrificing mice and harvesting
from them splenic B cells; and the relative instability of the hybridomas themselves.

[0004] Phage display is a technology that uses a library of recombinant phage which present on their surface randomly
paired variable domains of heavy and light chain antibodies taken from human donors. The phages are panned against
the antigen of interest and those which specifically bind are amplified and the process is repeated. After multiple rounds
of panning, representative phages’ DNA are isolated and sequenced. The variable domains are then transferred into Ig
constant region backbones. This technology often requires artificial affinity maturation in order to generate antibodies
of sufficient affinity, which involves making a series of point mutations and retesting the affinity of the resulting antibodies.
Moreover, the panning process is quite laborious and is often performed using robotics.

[0005] B cell isolation and antibody sequence rescue techniques involve isolating individual or small numbers of B
cells and culturing them in vitro in order to create small amounts of conditioned supernatants which can be used to
screen for antibodies with the desired properties. The selected lymphocyte antibody method (SLAM) is one aspect of
this technology. Once an antibody with the desired properties is detected, the antibody’s heavy and light chain are
recovered from the cell or cells by standard molecular techniques such as PCR, and the resulting antibody is then
humanized in the same manner as a hybridoma-derived antibody.

[0006] EP-A- 2088432 describes methods for identifying an antibody, a target molecule, or an agent by analyzing the
immunoglobulin repertoire sequence data in a sample and by determining the most dominant VH and VL chains present
in said sample, as well as materials used therewith.

[0007] The methods currently available for the generation of monoclonal antibodies are laborious, time consuming,
and subjectto inaccuracy. Thus, there remains a need in the art for an efficient, easy, and accurate method for generating
monoclonal antibodies.

SUMMARY

[0008] The presentdisclosure addresses long-felt needs in the field of immunology by providing a novel, efficient, and
accurate method for producing high affinity monoclonal antibodies. The methods of the present disclosure are faster
and less laborious than any existing technology for generating monoclonal antibodies. Using this method, sequence
data can be generated in several days as compared to the weeks or months required by the other methods. Furthermore,
since only small amounts of DNA are needed according to the present methods, data can be generated by non-invasive
and non-lethal means which enables repeated sampling of the immunized organism and also allows the technique to
be applied directly to human patients.

[0009] The adaptive immune system responds to changes in exposure of an organism to different pathogen and
disease states by creating immune cells which are differentiated to respond to particular antigens. This occurs by genomic
rearrangement at certain loci which in turn generates a wide variety of proteins not coded directly in the germline genomic
DNA. Such regions subject to this kind of rearrangement include the Ig heavy and light chain variable domains, and the
T-cell receptor alpha and beta variable domain regions. Once exposed to antigens which induce these changes, the
cells which react to them will exist in the organism for years, and can rapidly proliferate in response to re-exposure to
the antigen. In this way a record of antigen exposure is maintained in the host. This present disclosure describes a
method to extract this information in order to create therapeutically useful monoclonal antibodies.

[0010] The presentdisclosure provides methods for producing monoclonal antibodies by applying new molecular and
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proteomic technologies with a novel method of data analysis.

[0011] Blood samples from immunized organisms are used to generate MPSS libraries profiling genes which are
subject to rearrangement by the adaptive immune system, including but not limited to, the Ig heavy chain variable region.
[0012] According to one aspect, the present invention provides methods of generating monoclonal antibodies, com-
prising the steps of: (a) creating a cDNA sequence library comprising the steps of (i) isolating mMRNA from lymphocytes
isolated from a host subject that has been immunized with an antigen; (ii) reverse transcribing the mRNA to cDNA; (iii)
amplifying target antibody cDNA sequences; and (iv) sequencing the target antibody cDNA sequences; and (b) analyzing
the frequency of target antibody cDNA sequences, comprising:

(i) comparing the relative frequencies of target antibody cDNA sequences before and after exposure to the antigen,
wherein target antibody cDNA sequences having a significantly higher frequency after exposure to the antigen are
identified as candidate antibody sequences; or

(ii) comparing the relative frequencies of target antibody cDNA sequences at two or more times after exposure to
the antigen, wherein target antibody cDNA sequences having a significantly lower frequency in later times are
identified as candidate antibody sequences.

[0013] According to certain aspects, the lymphocytes comprise B cells and T cells. According to further aspects, the
lymphocytes comprise isolated B cells.

[0014] In further aspects, a host subject is re-immunized with the antigen, a cDNA sequence library is created after
the re-immunization, and the relative frequencies of the target antibody sequences are compared before and after the
re-immunization, wherein antibody sequences present at a significantly higher frequency after the re-immunization are
identified as mature candidate antibody sequences.

[0015] In some aspects, methods are provided wherein the relative frequencies of target antibody cDNA sequences
are compared at two or more times after exposure to the antigen, wherein target antibody cDNA sequences having a
significantly lower frequency in later times are identified as candidate antibody sequences.

[0016] In some aspects, the target antibody sequences comprise immunoglobulin (Ig) heavy chain variable domain
sequences. In further aspects the target antibody sequences comprise sequences of one or more complementarity
determining regions (CDRs) of an immunoglobulin (Ig) heavy chain variable domain. In various aspects, a candidate
antibody sequences with a light chain variable domain sequence and an Ig framework to produce a set of candidate
monoclonal antibodies. In some aspects, the Ig framework is a human Ig framework.

[0017] According to certain aspects, the present disclosure provides methods for assaying the candidate monoclonal
antibodies for affinity to an antigen. In further aspects, the present disclosure provides for subjecting the candidate
monoclonal antibodies to positive selection to identify high affinity monoclonal antibodies. Inyetfurther aspects, subjecting
the candidate monoclonal antibodies to positive selection comprises contacting the candidate monoclonal antibodies to
the antigen bound to a substrate and isolating bound antibodies from unbound antibodies. In certainaspects, the candidate
monoclonal antibodies bind to an antigen with an affinity of at least 1 x 1010 liter/mole, measured as an association
constant (K.

[0018] According to certain aspects, the present disclosure provides methods for sequencing the high affinity mono-
clonal antibodies. In further aspects, the relative frequencies of target antibody sequences are analyzed using a bioin-
formatics software algorithm. In yet further aspects the amplified target cDNA sequences are sequenced by massively
parallel signature sequencing (MPSS).

[0019] In certain aspects, the host subject is an experimental animal. In some aspects, the host subject is a transgenic
animal expressing human antibodies. In further aspects the host subject is a human patient that has been exposed to
an antigen or a pathogen or is suffering from a disease which alters the adaptive immune response.

[0020] According to certain aspects, the present disclosure provides that a host subject is immunized with multiple
antigens. In further aspects, the monoclonal antibody is reactive to multiple antigens.

[0021] According to certain aspects, the present disclosure provides methods for administering a background antigen
and selecting against antibodies that are reactive to the background antigen. In further aspects, the background antigen
is administered after a first antigen.

[0022] Thefeaturesand advantagesdescribed inthe specification are notallinclusive and, in particular, many additional
features and advantages will be apparent to one of ordinary skill in the art in view of the drawings, specification, and
claims. Moreover, it should be noted that the language used in the specification has been principally selected for readability
and instructional purposes, and may not have been selected to delineate or circumscribe the disclosed subject matter.

BRIEF DESCRIPTION OF FIGURES

[0023]
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Figure 1: Heavy Chain Sequence Library Generation. This figure illustrates an example process by which candidate
antigen-specific variable chain regions can be generated. MPSS data is generated for a specific isotype of the Ig
heavy chain variable region before and after exposure to antigen. These data are digitally analyzed in order to
identify those sequences which have been generated in response to antigen exposure.

Figure 2: Heavy Chain Sequence Library Generation using Multiple Boosts/Antigens. This figure is an extension
of figure 1 whereby the variable region is sampled at multiple times after repeated boost with the same or related
antigens. These data are digitally analyzed in order to identify candidate antibody variable domains that are induced
after each boost which will react with the antigen(s).

Figure 3: Cluster based e-score analysis. (A) This figure shows the process of identifying peak nodes of statistical
significance starting from barcoded NGS sequence data. (B) This figure shows histograms of the negative log of e-
scores from the indicated experimental arm peak nodes on the upper Y axis, and the log inverse control scores in
the lower Y axis. Experimental scores for experimental cohorts are indicated arm 1..5 and the inverse scores are
indicated rev 1..5. The four graphs show the effects of different values of T from 1 to 1000 on the e-scores.

Figure 4: Light Chain Pairing to Heavy Chain Sequence Library. This figure shows a method for pairing the heavy
chain sequences with candidate light chain sequences in order to generate full length antibodies which are then
expressed and screened for desired properties. The candidate light chain sequences can either be generated in a
similar manner as the heavy chain candidate sequences, or deduced on the basis of isotypes that are known to
frequently be paired with and to stabilize the isotype of the heavy chain candidate list.

DETAILED DESCRIPTION

[0024] The present disclosure generally provides a novel, efficient, and accurate method for producing high affinity
monoclonal antibodies. The methods of the present disclosure are faster and less laborious than any existing technology
for generating monoclonal antibodies.

[0025] A person skilled in the art will appreciate that the present disclosure can be practiced without undue experi-
mentation according to the methods given herein. The methods, techniques and chemicals are as described in the
references given or from protocols in standard biotechnology and molecular biology textbooks.

[0026] The Figures and the following description relate to preferred aspects by way of illustration only. It should be
noted that from the following discussion, alternative aspects disclosed herein will be readily recognized as viable alter-
natives that can be employed without departing from what is claimed.

[0027] It should be noted that the language used herein has been principally selected for readability and instructional
purposes, and it can not have been selected to delineate or circumscribe the inventive subject matter. Accordingly, the
disclosure is intended to be illustrative of the scope of claimed methods.

[0028] As used in this specification and the appended claims, the singular forms "a", "an" and "the" include plural
referents unless the content clearly dictates otherwise. Thus, for example, reference to "an antibody" includes a com-
bination of two or more antibodies, and the like.

[0029] Any terms not directly defined herein shall be understood to have the meanings commonly associated with
them as understood within the art of the present disclosure. Certain terms are discussed herein to provide additional
guidance to the practitioner in describing the compositions, devices, methods and the like of aspects of the present
disclosure, and how to make or use them. It will be appreciated that the same thing can be said in more than one way.
Consequently, alternative language and synonyms can be used for any one or more of the terms discussed herein. No
significance is to be placed upon whether or nota term is elaborated or discussed herein. Some synonyms or substitutable
methods, materials and the like are provided. Recital of one or a few synonyms or equivalents does not exclude use of
other synonyms or equivalents, unlessiitis explicitly stated. Use of examples, including examples of terms, is for illustrative
purposes only and does not limit the scope and meaning of the aspects of the present disclosure herein.

[0030] "About" as used herein when referring to a measurable value such as an amount, a temporal duration, and the
like, is meant to encompass variations of £20% or £10%, more preferably +5%, even more preferably £1%, and still
more preferably £0.1% from the specified value, as such variations are appropriate to perform the disclosed methods.
[0031] "Patient", "subject" or "mammal" are used interchangeably and refer to mammals such as human patients and
non-human primates, as well as experimental animals such as rabbits, rats, and mice, and other animals. Animals include
all vertebrates, e.g., mammals and non-mammals, such as sheep, dogs, cows, chickens, amphibians, and reptiles.
[0032] The term "sufficient amount" means an amount sufficient to produce a desired effect, e.g., an amount of antigen
sufficient to give rise to an immune response in a host.

[0033] Theterm "isolated" means a biological component, such as a cell, group of cells, nucleic acid, peptide or protein,
that has been substantially separated, produced apart from, or purified away from other biological components in the
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cell of the organism in which the component naturally occurs, i.e., other chromosomal and extrachromosomal DNA and
RNA, and proteins. Nucleic acids, peptides and proteins which have been isolated thus include nucleic acids and proteins
purified by standard purification methods. The term also embraces nucleic acids, peptides and proteins prepared by
recombinant expression in a host cell as well as chemically synthesized nucleic acids.

[0034] The term "sample," is used in its broadest sense. A biological sample suspected of containing nucleic acids
encoding at least one monoclonal antibody, or fragments thereof, or at least one monoclonal antibody itself and which
sample can comprise a bodily fluid, an extract from a cell, chromosome, organelle, or membrane isolated from a cell, a
cell, genomic DNA, RNA, or cDNA (in solution or bound to a solid support), a tissue, a tissue print, and the like.
[0035] As used herein any reference to "one aspect” or "an aspect” means that a particular element, feature, structure,
or characteristic described in connection with the aspect is included in at least one aspect. The appearances of the
phrase "in one aspect" in various places in the specification are not necessarily all referring to the same aspect.
[0036] The terms "comprises," "comprising," "includes," "including," "has," "having" or any other variation thereof, are
intended to cover a non-exclusive inclusion. For example, a process, method, article, or apparatus that comprises a list
of elements is not necessarily limited to only those elements but can include other elements not expressly listed or
inherent to such process, method, article, or apparatus. Further, unless expressly stated to the contrary, "or" refers to
an inclusive or and not to an exclusive or. For example, a condition A or B is satisfied by any one of the following: A is
true (or present) and B is false (or not present), A is false (or not present) and B is true (or present), and both A and B
are true (or present).

[0037] In addition, use of the "a" or "an" are employed to describe elements and components of the aspects herein.
This is done merely for convenience. This description should be read to include one or at least one and the singular also
includes the plural unless it is obvious that it is meant otherwise.

[0038] "About"as used herein when referring to a measurable value such as an amount, a temporal duration, and the
like, is meant to encompass variations of 220% or =10%, more preferably 5%, even more preferably +1%, and still
more preferably =0.1% from the specified value, as such variations are appropriate to perform the disclosed methods.
[0039] The present disclosure includes, but is not limited to, a method to derive monoclonal antibodies from an im-
munized organism. The organism can be an experimental organism treated with the antigen and appropriate adjuvant,
or exposed to a pathogen or other biological agent. The organism can also be a human patient suffering from exposure
to a pathogen or a disease. Since the method requires only small amounts of blood or tissue, the same organism can
be sampled multiple times and subject to the following described analysis.

[0040] According to one aspect, the present disclosure provides methods for producing a monoclonal antibodies, the
method comprising the steps of: (a) immunizing a host subject with an antigen; (b) creating a cDNA sequence library,
the creating comprising the steps of: (i) isolating lymphocytes from the host subject, (ii) isolating mRNA from the lym-
phocytes, (iii) reverse transcribing the mRNA to cDNA, (iv) amplifying target antibody cDNA sequences, and (v) se-
quencing the target antibody cDNA sequences; and (c) analyzing the frequency of target antibody cDNA sequences,
wherein target antibody cDNA sequences having a relatively high frequency are identified as candidate antibody se-
quences.

[0041] According to certain aspects, the lymphocytes comprise B cells and T cells. According to further aspects, the
lymphocytes comprise isolated B cells.

[0042] In some aspects, methods are provided wherein the relative frequencies of target antibody cDNA sequences
are compared before and after exposure to the antigen, wherein target antibody cDNA sequences having a significantly
higher frequency after exposure to the antigen are identified as candidate antibody sequences.

[0043] In further aspects, a host subject is re-immunized with the antigen, a cDNA sequence library is created after
the re-immunization, and the relative frequencies of the target antibody sequences are compared before and after the
re-immunization, wherein antibody sequences present at a significantly higher frequency after the re-immunization are
identified as mature candidate antibody sequences.

[0044] In some aspects, methods are provided wherein the relative frequencies of target antibody cDNA sequences
are compared at two or more times after exposure to the antigen, wherein target antibody cDNA sequences having a
significantly lower frequency in later times are identified as candidate antibody sequences.

Host Immunization and Antibody Production

[0045] Immunogens are delivered to a host for eliciting an immune response. The host can be any animal known in
the art that is useful in biotechnological screening assays and is capable of producing recoverable antibodies when
administered an immunogen, such as but not limited to, rabbits, mice, rats, hamsters, monkeys, baboons and humans.
In yet another aspect, the host is transgenic and produces human antibodies, thereby greatly easing the development
work for creating a human therapeutic.

[0046] In some aspects of the present disclosure, methods are provided wherein the target antibody sequences
comprise immunoglobulin (Ig) heavy chain variable domain sequences. In further aspects the target antibody sequences
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comprise sequences of one or more complementarity determining regions (CDRs) of an immunoglobulin (Ig) heavy
chain variable domain. In various aspects, a candidate antibody sequences with a light chain variable domain sequence
and an Ig framework to produce a set of candidate monoclonal antibodies. In some aspects, the Ig framework is a human
Ig framework.

[0047] In certain aspects, the host subjectis an experimental animal. In some aspects, the host subject is a transgenic
animal expressing human antibodies. In further aspects the host subject is a human patient that has been exposed to
an antigen or a pathogen or is suffering from a disease which alters the adaptive immune response.

[0048] The term "antibody" refers to any immunoglobulin or intact molecule as well as to fragments thereof that bind
to a specific epitope. Such antibodies include, but are not limited to polyclonal, monoclonal, chimeric, humanized, single
chain, Fab, Fab’, F(ab)’ fragments and/or F(v) portions of the whole antibody. Antibodies can include monoclonal anti-
bodies, polyclonal antibodies, single-chain antibodies, and fragments thereof which retain the antigen binding function
of the parent antibody.

[0049] Anintact"antibody" comprises atleast two heavy (H) chains and two light (L) chains inter-connected by disulfide
bonds. Each heavy chain is comprised of a heavy chain variable region (abbreviated herein as HCVR or VH) and a
heavy chain constant region. The heavy chain constant region is comprised of three domains, CH;, CH, and CHj3. Each
light chain is comprised of a light chain variable region (abbreviated herein as LCVR or V| ) and a light chain constant
region. The light chain constant region is comprised of one domain, C, . The V|, and V| regions can be further subdivided
into regions of hypervariability, termed complementarity determining regions (CDR), interspersed with regions that are
more conserved, termed framework regions (FR). Each V| and V| is composed of three CDRs and four FRs, arranged
from amino-terminus to carboxyl-terminus in the following order: FR1, CDR1, FR2, CDR2, FR3, CDR3, FR4. The variable
regions of the heavy and light chains contain a binding domain that interacts with an antigen. The constant regions of
the antibodies can mediate the binding of the immunoglobulin to host tissues or factors, including various cells of the
immune system (e.qg., effector cells) and the first component (Clq) of the classical complement system. The term antibody
includes antigen-binding portions of an intact antibody that retain capacity to bind. Examples of binding include (i) a Fab
fragment, a monovalent fragment consisting of the V|, Vy, C| and CH1 domains; (ii) a F(ab’), fragment, a bivalent
fragment comprising two Fab fragments linked by a disulfide bridge at the hinge region; (iii) a Fd fragment consisting of
the VH and CH1 domains; (iv) a Fv fragment consisting of the V| and V|, domains of a single arm of an antibody, (v) a
dAb fragment (Ward et al., Nature, 341:544-546 (1989)), which consists of a VH domain; and (vi) an isolated comple-
mentarity determining region (CDR).

[0050] The term "single chain antibodies" or "single chain Fv (scFv)" refers to an antibody fusion molecule of the two
domains of the Fv fragment, V|_and V},. Although the two domains of the Fv fragment, V| and Vy, are coded for by
separate genes, they can be joined, using recombinant methods, by a synthetic linker that enables them to be made as
a single protein chain in which the V| and V| regions pair to form monovalent molecules (known as single chain Fv
(scFv); see, e.g., Bird et al., Science, 242:423-426 (1988); and Huston et al., Proc Natl Acad Sci USA, 85:5879-5883
(1988)). Such single chain antibodies are included by reference to the term "antibody" fragments can be prepared by
recombinant techniques or enzymatic or chemical cleavage of intact antibodies.

[0051] The term "antibody fragment" refers to an incomplete or isolated portion of the full sequence of the antibody
which retains the antigen binding function of the parent antibody. Examples of antibody fragments include Fab, Fab’,
F(ab’)2, and Fv fragments; diabodies; linear antibodies; single-chain antibody molecules; and multispecific antibodies
formed from antibody fragments. Antibody fragments are encompassed by the present disclosure so long as they retain
the desired affinity of the full-length antibody. In particular, it can be shorter by at least one amino acid.

[0052] Also, recombinant immunoglobulins can be produced. See, Cabilly, U.S. Pat. No. 4,816,567,; and Queen et
al., Proc Natl Acad Sci USA, 86:10029-10033 (1989).

[0053] The term "monoclonal antibody" refers to a preparation of antibody molecules of single molecular composition.
A monoclonal antibody composition displays a single binding specificity and affinity for a particular epitope. Accordingly,
the term "human monoclonal antibody" refers to antibodies displaying a single binding specificity which have variable
and constant regions (if present) derived from human germline immunoglobulin sequences.

[0054] The term "immune cell response" refers to the response of immune system cells to external or internal stimuli
(e.g., antigen, cell surface receptors, cytokines, chemokines, and other cells) producing biochemical changes in the
immune cells that result in immune cell migration, killing of target cells, phagocytosis, production of antibodies, other
soluble effectors of the immune response, and the like.

[0055] "Immune response" refers to the concerted action of lymphocytes, antigen presenting cells, phagocytic cells,
granulocytes, and soluble macromolecules produced by the above cells or the liver (including antibodies, cytokines, and
complement) that results in selective damage to, destruction of, or elimination from the human body of cancerous cells,
metastatic tumor cells, metastatic breast cancer cells, invading pathogens, cells or tissues infected with pathogens, or,
in cases of autoimmunity or pathological inflammation, normal human cells or tissues.

[0056] The term "protective immunity" means that the subject mounts an active immune response to the immunogenic
composition and/or that the subject has been provided with passive immunity, such that upon subsequent exposure or
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a challenge, the subject is able to resist and/or overcome infection and/or disease. Thus, a protective immune response
will preferably decrease the incidence of morbidity and/or mortality from subsequent exposure to infection and/or disease.
[0057] "Adaptive immunity" or "adaptive immune response" are used interchangeably and in a broad sense herein
and mean the immune response to antigen challenge, including the development ofimmunological memory. The adaptive
immune response includes, without limitation, humoral and cellular immunity.

[0058] An "active immune response"” is mounted by the host after exposure to immunogens by infection or by vacci-
nation. In contrast, "passive immunity" is acquired through the transfer of preformed substances (e.g., antibodies, transfer
factors, thymic grafts, interleukin-2, and the like) from an actively immunized host to a non-immune host.

[0059] ‘“Lymphocyte" as used herein has the normal meaning in the art, and refers to any of the mononuclear, non-
phagocytic leukocytes, found in the blood, lymph, and lymphoid tissues, e.g., B and T lymphocytes.

[0060] "T lymphocyte response" and "T lymphocyte activity" are used here interchangeably to refer to the component
of immune response dependent on T lymphocytes (e.g., the proliferation and/or differentiation of T lymphocytes into
helper, cytotoxic killer, or suppressor T lymphocytes, the provision of signals by helper T lymphocytes to B lymphocytes
that cause or prevent antibody production, the killing of specific target cells by cytotoxic T lymphocytes, and the release
of soluble factors such as cytokines that modulate the function of other immune cells).

[0061] Components of an immune response can be detected in vitro by various methods that are well known to those
of ordinary skill in the art. For example, (1) cytotoxic T lymphocytes can be incubated with radioactively labeled target
cells and the lysis of these target cells detected by the release of radioactivity; (2) helper T lymphocytes can be incubated
with antigens and antigen presenting cells and the synthesis and secretion of cytokines measured by standard methods
(Windhagen et al., Immunity, 2:373-380 (1295)); (3) antigen presenting cells can be incubated with whole protein antigen
and the presentation of that antigen on MHC detected by either T lymphocyte activation assays or biophysical methods
(Harding et al., Proc Natl Acad Sci, 86:4230-4234 (1989)); (4) mast cells can be incubated with reagents that cross-link
their Fc-epsilon receptors and histamine release measured by enzyme immunoassay (Siraganian et al., TIPS, 4:432-437
(1983)).

[0062] Similarly, products of an immune response in either a model organism (e.g., mouse) or a human patient can
also be detected by various methods that are well known to those of ordinary skill in the art. For example, (1) the
production of antibodies in response to vaccination can be readily detected by standard methods currently used in clinical
laboratories, e.g., an ELISA; (2) the migration of immune cells to sites of inflammation can be detected by scratching
the surface of skin and placing a sterile container to capture the migrating cells over scratch site (Peters et al., Blood,
72:1310-1315 (1988)); (3) the proliferation of peripheral blood mononuclear cells in response to mitogens or mixed
lymphocyte reaction can be measured using 3H-thymidine; (4) the phagocytic capacity of granulocytes, macrophages,
and other phagocytes in peripheral blood mononuclear cells (PBMCs)s can be measured by placing PBMCs in wells
together with labeled particles (Peters et al., Blood, 72:1310-1315 (1988)); and (5) the differentiation of inmune system
cells can be measured by labeling PBMCs with antibodies to CD molecules such as CD4 and CD8 and measuring the
fraction of the PBMCs expressing these markers.

[0063] For convenience, immune responses are often described in the present disclosure as being either "primary"
or "secondary" immune responses. A primary immune response, which is also described as a "protective" immune
response, refers to an immune response produced in an individual as a result of some initial exposure (e.g., the initial
"immunization") to a particular antigen, e.g., cell surface receptor, or activated integrin receptor. Such an immunization
can occur, for example, as the result of some natural exposure to the antigen (for example, from initial infection by some
pathogen that exhibits or presents the antigen) or from antigen presented by cancer cells of some tumor in the individual.
Alternatively, the immunization can occur as a result of vaccinating the individual with a vaccine containing the antigen.
[0064] A primary immune response can become weakened or attenuated over time and can even disappear or at
least become so attenuated that it cannot be detected. Accordingly, the present disclosure also relates to a "secondary"
immune response, which is also described here as a "memory immune response." The term secondary immuneresponse
refers to an immune response elicited in an individual after a primary immune response has already been produced.
Thus, a secondary orimmune response can be elicited, e.g., to enhance an existing immune response that has become
weakened or attenuated, or to recreate a previous immune response that has either disappeared or can no longer be
detected. An agent that can be administrated to elicit a secondary immune response is after referred to as a "booster"
since the agent can be said to "boost" the primary immune response.

[0065] As an example, and not by way of limitation, a secondary immune response can be elicited by re-introducing
to the individual an antigen that elicited the primary immune response (for example, by re-administrating a vaccine).
However, a secondary immune response to an antigen can also be elicited by administrating other agents that cannot
contain the actual antigen. The secondary or memory immune response can be either a humoral (antibody) response
or a cellular response. A secondary or memory humoral response occurs upon stimulation of memory B cells that were
generated at the first presentation of the antigen. Delayed type hypersensitivity (DTH) reactions are a type of cellular
secondary or memory immune response that are mediated by CD4+ cells. A first exposure to an antigen primes the
immune system and additional exposure(s) results in a DTH.



10

15

20

25

30

35

40

45

50

55

EP 2 387 627 B1

[0066] According to certain aspects, the present disclosure provides that a host subject is immunized with multiple
antigens. In further aspects, the monoclonal antibody is reactive to multiple antigens.

[0067] "Immunologically cross-reactive" or "immunologically reactive" refers to an antigen which is specifically reactive
with an antibody which was generated using the same ("immunologically reactive") or different ("immunologically cross-
reactive") antigen.

[0068] "Immunologically reactive conditions" refers to conditions which allow an antibody, generated to a particular
epitope of an antigen, to bind to that epitope to a detectably greater degree than the antibody binds to substantially all
other epitopes, generally at least two times above background binding, preferably at least five times above background.
Immunologically reactive conditions are dependent upon the format of the antibody binding reaction and typically are
those utilized in immunoassay protocols. See, Harlow and Lane, Antibodies, A Laboratory Manual (1988) for a description
of immunoassay formats and conditions.

[0069] "Effector cell" refers to an immune cell which is involved in the effector phase of an immune response, as
opposed to the cognitive and activation phases of an immune response. Exemplary immune cells include a cell of a
myeloid or lymphoid origin, e.g., lymphocytes (e.g., B cells and T cells including cytolytic T cells (CTLs)), killer cells,
natural killer cells, macrophages, monocytes, eosinophils, neutrophils, polymorphonuclear cells, granulocytes, mast
cells, and basophils. Effector cells express specific Fe receptors and carry out specific immune functions. An effector
cell can induce antibody-dependent cell-mediated cytotoxicity (ADCC), e.g., a neutrophil capable of inducing ADCC. An
effector cell can also phagocytose a target antigen, target cell, metastatic cancer cell, or microorganism.

[0070] The term "antigen" refers to a substance that prompts the generation of antibodies and can cause an immune
response. It can be used interchangeably in the present disclosure with the term "immunogen". In the strict sense,
immunogens are those substances that elicit a response from the immune system, whereas antigens are defined as
substances that bind to specific antibodies. An antigen or fragment thereof can be a molecule (i.e., an epitope) that
makes contact with a particular antibody. When a protein or a fragment of a protein is used to immunize a host animal,
numerous regions of the protein can induce the production of antibodies (i.e., elicit the immune response), which bind
specifically to the antigen (given regions or three-dimensional structures on the protein).

[0071] The term "epitope" refers to a protein determinant capable of specific binding to an antibody. Epitopes usually
consist of chemically active surface groupings of molecules such as amino acids or sugar side chains and usually have
specific three dimensional structural characteristics, as well as specific charge characteristics. Conformational and non-
conformational epitopes are distinguished in that the binding to the former but not the latter is lost in the presence of
denaturing solvents.

[0072] Examples of the methods used for the production of the monoclonal antibodies of the present disclosure are
given in EXAMPLES 1-5. These examples provide general methods used for the production of monoclonal antibodies.
[0073] In addition, techniques developed for the production of "chimeric antibodies" (Morrison et al., Proc Natl Acad
Sci, 81:6851-6855 (1984)),) by splicing the genes from a mouse antibody molecule of appropriate antigen specificity
together with genes from a human antibody molecule of appropriate biological activity can be used. For example, the
genes from a mouse antibody molecule specific for an autoinducer can be spliced together with genes from a human
antibody molecule of appropriate biological activity. A chimeric antibody is a molecule in which different portions are
derived from different animal species, such as those having a variable region derived from a murine mAb and a human
immunoglobulin constant region.

[0074] The term "human sequence antibody" includes antibodies having variable and constant regions (if present)
derived from human germline immunoglobulin sequences. The human sequence antibodies of the present disclosure
caninclude amino acid residues not encoded by human germline immunoglobulin sequences (e.g., mutations introduced
by random or site-specific mutagenesis in vifro or by somatic mutation in vivo). Such antibodies can be generated in
non-human transgenic animals, e.g., as described in PCT App. Pub. Nos. WO 01/14424 and WO 00/37504. However,
the term "human sequence antibody", as used herein, is not intended to include antibodies in which CDR sequences
derived from the germline of another mammalian species, such as a mouse, have been grafted onto human framework
sequences (e.g., humanized antibodies).

[0075] The term "humanized antibody," refers to at least one antibody molecule in which the amino acid sequence in
the non-antigen binding regions has been altered so that the antibody more closely resembles a human antibody, and
still retains its original binding ability.

[0076] In addition, techniques have been developed for the production of humanized antibodies (see, e.g., U.S. Pat.
Nos. 5,585,089 and 5,225,539). An immunoglobulin light or heavy chain variable region consists of a "framework" region
interrupted by three hypervariable regions, referred to as complementarity determining regions (CDRs). Briefly, human-
ized antibodies are antibody molecules from non-human species having one or more CDRs from the non-human species
and a framework region from a human immunoglobulin molecule.

[0077] In certain aspects of the present disclosure, humanized antibodies are produced. In order to humanize an
antibody derived from a different species, the antibody is sequenced and those sequences are placed into a human
antibody backbone. Because certain sequences are predictably easier than others to place into the human backbone,
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the list of candidate sequences can be selected on the basis of ease of humanization.

[0078] In further aspects, the candidate sequences can be placed directly into a human backbone, thereby bypassing
the steps of cloning and expression of the native non-humanized protein. Humanized animal technology is a method to
create monoclonal antibodies that do not require humanization. The humanized antibodies are produced by creating a
transgenic mouse wherein the native Ig loci are replaced with the corresponding human Ig loci. The resulting antibody
is thus human and does not require humanization. However, this process still requires that a monoclonal antibody with
a desired property is recovered from the humanized animal using either hybridoma or B cell isolation techniques.
[0079] Alternatively, techniques described for the production of single chain antibodies can be adapted to produce
single chain antibodies against an immunogenic conjugate of the present disclosure. Single chain antibodies are formed
by linking the heavy and light chain fragments of the Fv region via an amino acid bridge, resulting in a single chain
polypeptide. Fab and F(ab’)2 portions of antibody molecules can be prepared by the proteolytic reaction of papain and
pepsin, respectively, on substantially intact antibody molecules by methods that are well-known. See e.g., U.S. Pat. No.
4,342,566. Fab’ antibody molecule portions are also well-known and are produced from F(ab’)2 portions followed by
reduction of the disulfide bonds linking the two heavy chain portions as with mercaptoethanol, and followed by alkylation
of the resulting protein mercaptan with a reagent such as iodoacetamide.

[0080] The antibodies of the present disclosure can bind to their corresponding antigen. For example, the antibodies
can bind to a corresponding antigen displayed on the surface of a cell, in which case, the cell is targeted for immune
mediated lysis. The monoclonal antibodies of the present disclosure have high affinity for their corresponding antigens.
[0081] According to some aspects, the present disclosure provides for a method for deriving monoclonal antibodies
from an immunized organism. The organism can be an experimental organism treated with the antigen and appropriate
adjuvant, or exposed to a pathogen or other biological agent. The organism can also be a human patient suffering from
exposure to a pathogen or a disease. Since the method requires only small amounts of blood or tissue, the same
organism can be sampled multiple times.

[0082] The antibody can be labeled with at least one radionuclide in order to improve targeting of infectious and/or
diseased elements in vivo in at least a diagnostic and/or therapeutic capacity. The antibody can be labeled with at least
one toxin and/or chemotherapeutic reagent. In particular, the labeled antibody can be used as an immunotoxin that
better targets these toxic agents to infectious and/or diseased elements.

[0083] It will be appreciated that once the CDRs of an antibody are identified, conventional genetic engineering tech-
niques can be used to devise expressible polynucleotides encoding any of the forms or fragments of antibodies described
herein.

Adjuvants

[0084] As is also well known in the art, the immunogenicity of a particular immunogen composition can be enhanced
by the use of non-specific stimulators of the immune response, known as adjuvants. Suitable adjuvants include all
acceptable immunostimulatory compounds, such as cytokines, chemokines, cofactors, toxins, plasmodia, synthetic
compositions or LEEs or CEEs encoding such adjuvants.

[0085] Further suitable adjuvants can include, for example, any of the following: aluminum salts (alum), Complete
Freund’s adjuvant (CFA), Incomplete Freund’s adjuvant (IFA), muramyl dipeptide (MDP). See, e.g., Ellouz et al., Biochem
Biophys Res Commun, 59:1317 (1974). Synthetic analogs of MDP (see, Chedid et al., Prog Allergy, 25:63 (1978)),
analogs of MDP including threonyl derivatives of MDP (Byars et al., Vaccine, 5:223 (1987)), n-butyl derivatives of MDP
(Chedid et al., Infect Immun, 35:417), and a lipophilic derivative of a muramyl tripeptide (Gisler et al., in Inmunomodu-
lations of Microbial Products and Related Synthetic Compounds, 167 (1981)). MDP compounds, such as thur-MDP and
nor-MDP, CGP (MTP-PE). Additional adjuvants include MF59 (See, e.g., Ott et al., "MF59-Design and Evaluation of a
Safe and Potent Adjuvant for Human Vaccines" in Vaccine Design: The Subunitand Adjuvant Approach, 277-296 (1995)).
QS21 is another adjuvant that has been shown to have significant immunological activity (Kensil et al., (1991); Wu et
al., (1992); White et al., (1991) and White et al., Adv Exp Med Biol, 303:207-210 (1991)). Additional adjuvants include
saponin (Kensil et al., J Immunol, 148:1519-1525 (1992); and Kensil et al., J Immunol, 146:431-437 (1991)). Yet further
adjuvants according to the present methods include IL-1, IL-2, IL-4, IL-7, IL-12, y-interferon, GMCSP, BCG, Resiquimod
(R-848), aluminum hydroxide, lipid A, and monophosphoryl lipid A (MPL). RIBI, MPL, trehalose dimycolate (TDM) and
cell wall skeleton (CWS) in a 2% squalene/Tween 80 emulsion is also contemplated.

Absence of Pre-lmmunization

[0086] Inanotheraspect, the present methods can be performed inthe absence of pre-immunization data. Forinstance,
this method is useful when pre-immune serum samples are not available such as can be the case if a human is exposed
to a pathogen. Under these conditions, sequence frequency data post-infection is be used to derive a list of candidate
antibody sequences as the number of circulating plasmacytes will fall off significantly. This technique is particularly useful
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for rapid antibody generation during epidemics.
Generation of Antibodies Against Multiple Related Antigens

[0087] In certain aspects of the present disclosure, different but related species of antigens are given to the host after
multiple boosts. The antibodies are subsequently screened for cross-reactivity between multiple antigens, such as can
be required for certain applications. For example, it can be desirable to create antibodies against a family of pathogen-
derived proteins, or a set of synthetically designed proteins. In EXAMPLE 5 below, it is shown that multiple IgG heavy
and variable domain sequences were present in both arm 3 and arm 5 of the experiment in high significance clusters.
The presence of identical significant sequences across samples shows that there is a level of overlap between different
animals in generating antibodies against a common antigen. Therefore, antibodies against shared epitopes can be found
across multiple related antigens by immunizing related antigens into separate cohorts and comparing induced sequences
between the cohorts. Accordingly, a single animal can be boosted with different, butrelated, antigens in order to determine
whether there are sets of related sequences that are induced after each boost. Thus, one aspect of the present disclosure
provides for antibodies having reactivity to greater than one antigen, especially where the antigens are related.

Negative Selection Antigens

[0088] In certain aspects of the present disclosure, a final boost of a background antigen, for which it is undesirable
to have antibodies against, can be performed. In this case, MPSS data from post-immunization of the background antigen
is used to screen out undesired antibody candidates. For example, a synthetic epitope or protein backbone might be
used to assist in creation of the antigen, such that the same epitope or backbone could be placed in the background
antigen. In this case, the candidate antibody sequences matching the background data set are removed from the list of
antibody sequences.

[0089] According to certain aspects, the present disclosure provides methods for administering a background antigen
and selecting against antibodies that are reactive to the background antigen. In further aspects, the background antigen
is administered after a first antigen.

Isolation of Lymphocytes

[0090] Once the host has been immunized, lymphocytes can be isolated from circulating blood or other tissues as
appropriate. Various methods for isolating lymphocytes are well known in the art, for example, lymphocytes can be
isolated from human peripheral blood by standard density gradient centrifugation, apheresis, negative selection (e.g.,
by removing red blood cells using red blood cell-specific antibodies or by osmotic lysis of red blood cells followed by
washing in PBS), or any other suitable means known in the art.

[0091] In some aspects, the B cells are isolated away from other blood lymphocytes by positive or negative selection
techniques. Examples of reagents for isolating B-Cells include conjugated antibodies for positive selection such as anti-
CD 19 antibodies and pluralities of conjugated antibodies for negative selection such as anti-CD2, anti-CD3, anti-CD14,
anti-CD16, anti-CD56, anti-Glycophorin A antibody cocktails, where the antibodies are conjugated to an appropriate
support.

[0092] In another aspect, antigen specific B cells can be isolated, using a biotinylated form of the monomer linked to
an immunomagnetic bead. In a further aspect, cell sorting is utilized to isolate desired B cells, such as B memory cells.
One method of sorting which can be utilized in accordance with the present disclosure is a sorting method using magnetic
beads, such as those produced by Dynal or Miltenyi, can be utilized. Another method of B cell selection that can be used
is fluorescence-activated cell sorting (FACS). Since B memory cells have immunoglobulin on their surface, this specificity
can be utilized to identify and capture these cells. Optionally, beads can be coated with an antigen of interest and attached
to a column. B cells with immunoglobulin on their surface can be identified by FACS as well as by binding to the antigen.
In certain aspects, B cells are selected by first biotynylating immunogens that bind to specific B cell receptors found on
the surface of B cells specific to the monomer. Anti-biotin coated magnetic-activated cell sorting (MACs) beads can then
be used to isolate bound B cells on magnetic columns.

Isolating mRNA

[0093] In the present disclosure, mMRNAs derived from a small number of lymphocytes or B cells are used. mRNAs
are extracted from isolated lymphocytes or isolated B cells. cDNAs are synthesized by using the extracted mRNAs as
a template to obtain a cDNA library. Commercially available kits are conveniently used for extracting mRNAs and for
constructing the cDNA library. Total cellular RNA can be isolated from a biological sample such as the isolated lym-
phocytes, or alternatively the isolated B cells, using any suitable technique such as the single-step guanidinium-thiocy-

10



10

15

20

25

30

35

40

45

50

55

EP 2 387 627 B1

anate-phenol-chloroform method described by Chomczynski and Sacchi (Anal Biochem, 162:156-159 (1987)). A portion
of the total RNA comprises nucleic acid molecules encoding the heavy or entire light chain of antibodies produced in
response to an immunogen.

[0094] In various aspects, the nucleic acid molecules are isolated from lymphocytes or B cells derived from an immu-
nized subject. Methods of isolating mMRNA encoding an antibody are well-known in the art. See, e.g., Sambrook et al.
The mRNA can be used to produce cDNA for use in the polymerase chain reaction (PCR) or cDNA cloning of antibody
genes. In another aspect, the nucleic acid is isolated from a non-human, non-transgenic animal. The nucleic acid mol-
ecules isolated from a non-human, non-transgenic animal can be used, e.g., for humanized antibodies.

Production and Amplification of cDNA

[0095] In certain aspects, mMRNA in a biological sample is used to produce cDNA from a sample by reverse transcription
using at least one primer; amplifying the cDNA so produced using polynuclectides as sense and antisense primers to
amplify cDNAs therein; and detecting the presence of the amplified cDNA. In further aspects, the sequence of the
amplified cDNA can be determined by any suitable method.

[0096] A number of methods for amplifying and/or detecting the presence of polynucleotides are well known in the art
and can be employed in the practice of the present methods. For instance, reverse transcription-polymerase chain
reaction (RT-PCR) can be used to amplify sequences encoding the conserved regions from RNA obtained from a variety
of cell or tissue sources or cell lines. Nucleic acids encoding the polypeptides disclosed herein, or modified nucleic acids,
can be reproduced by, e.g., amplification. Amplification methods include, e.g., polymerase chain reaction, PCR (PCR
PROTOCOLS,AGUIDE TOMETHODS AND APPLICATIONS, ed. Innis, AcademicPress, N.Y.(1990) and PCR STRAT-
EGIES, ed. Innis, Academic Press, Inc., N.Y ., ligase chainreaction (LCR) (1995) (see, e.g., Wu, Genomics, 4:560 (1989);
Landegren, Science, 241:1077 (1988); Barringer, 89:117 (1990)); transcription amplification (see, e.g., Kwoh, Proc Natl
Acad Sci USA, 86:1173 (1989)); and, self-sustained sequence replication (see, e.g., Guatelli, Proc Natl Acad Sci USA,
87:1874 (1990)); Q Beta replicase amplification (see, e.g., Smith, J Clin Microbiol, 35:1477-1491 (1997)), automated Q-
beta replicase amplification assay (see, e.g., Burg, Mol Cell Probes, 10:257-271 (1996)) and other RNA polymerase
mediated techniques (e.g., NASBA, Cangene, Mississauga, Ontario); see also Berger, Methods Enzymol, 152:307-316
(1987); Sambrook; Ausubel; U.S. Pat. Nos. 4,683,195 and 4,683,202; Sooknanan, Biotechnology, 13:563-564 (1995).
[0097] Methods for designing and using primers for RT-PCR are well known in the art and can be readily performed
by one of skill in the art. Any number of appropriate sense and antisense probe combinations can be designed from a
nucleotide sequence and used for this purpose.

[0098] In certain aspects, the B cells are isolated from other blood lymphocytes by positive or negative selection
techniques before generating the mRNA sample. Additionally, a linear amplification step can be applied to create a more
representative sequencing sample, for example T7 RNA polymerase sites can be placed in the cDNA primer in order
to create more mRNA corresponding to the the Ig heavy chain region by using T7 RNA polymerase, which can then be
used for cDNA creation and PCR.

Sequencing

[0099] The methods of the present disclosure are not limited to any particular sequencing method but can be used in
conjunction with essentially any sequencing methodology which relies on successive incorporation of nucleotides into
a polynucleotide chain. Suitable techniques include, for example, Pyrosequencing™, FISSEQ (fluorescent in situ se-
quencing), MPSS (massively parallel sighature sequencing), and sequencing by litigation-based methods, some of which
are described in more detail below.

[0100] According to certain aspects, the present disclosure provides methods for sequencing the high affinity mono-
clonal antibodies. In further aspects, the relative frequencies of target antibody sequences are analyzed using a bioin-
formatics software algorithm. In yet further aspects the amplified target cDNA sequences are sequenced by massively
parallel sighature sequencing (MPSS).

[0101] In one aspect of the present disclosure, massively parallel methods are used for the identification and quanti-
fication of nucleotide sequences. Additionally, the method preferably exhibits a wide, dynamic range and high sensitivity
enabling the quantitation of highly abundant as well as rare species. Also preferred is a method that provides an absolute
measure of abundance, rather than relative quantitation as a ratio to a housekeeping or normalizing gene. Absolute
abundance facilitates comparison of the nucleotide abundances between samples and between experiments, and allows
the data from different runs to be "banked" in a database and directly compared. Finally, in order to permit the discovery
of new nucleotide sequences, the method preferably provides direct sequence readout, and is independent of prior
sequence knowledge. Several methods for nucleotide sequence analysis have been described that demonstrate one
or more of these performance features.

[0102] The sequencing methods of Mermod et al. (PCT App. Pub. No. WO 00/18957) and Adessi et al., Nucleic Acids
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Res, 28(20):e87 (2000)) can also be used according to the present disclosure. They have described a method of solid-
phase PCR in which highly multiplexed DNA colonies derived from individual DNA fragments are created on the surface
of a solid support. In this method, primer pairs and templates containing universal priming sites are immobilized on the
surface of a functionalized glass slide at a density appropriate for the generation of discrete colonies. Amplification of
the templates occurs by primer extension in a process called "bridge amplification” to create on the order of two thousand
copies of each template per colony. This method is purported to yield colonies at a density of millions of features per
mm2, which is suitable for genome-wide analysis. Sequence analysis of the colonies can be carried out by traditional
methods, such as sequencing by addition or MPSS.

[0103] Leamon et al., have described a method of highly multiplexed genomic DNA amplification in a low volume-
plate-based platform that is also applicable to the present disclosure. PCR products derived from genomic fragments
are attached to solid-phase beads, and sequencing of the fragments is carried out by synthesis using the Pyrosequenc-
ing™ technology. Such technology is applicable to the present disclosure.

[0104] Other appropriate sequencing methods include multiplex polony sequencing (as described in Shendure et al.,
Accurate Multiplex Polony Sequencing of an Evolved Bacterial Genome, Sciencexpress, Aug. 4, 2005, pg 1 available
atwww.sciencexpress.org/4 Aug. 2005/Pagel/10.1126/science.1117389), which employs immobilized microbeads, and
sequencing in microfabricated picoliter reactors (as described in Margulies et al., Genome Sequencing in Microfabricated
High-Density Picolitre Reactors, Nature, August 2005, available at www.nature.com/nature (published online 31 Jul.
2005, doi:10.1038/nature03959). In certain aspects of the present disclosure, any one of these methods can be used
to sequence the cDNA vectors to obtain sequence data on the isolated RNA sequences.

Massively Parallel Signature Sequencing (MPSS)

[0105] In certain aspects of the present disclosure, MPSS is used for sequencing cDNA. When using MPSS, a single
species of DNA is attached to a solid support bead. Millions of these beads are created in a single reaction using emulsive
PCR. The beads are placed in a chamber and subject to multiple rounds of pyrogenic sequencing, which is a chemistry
that allows the beads to fluoresce depending on what base is next in the sequence. During each round the beads are
photographed by a sensitive CCD camera and in this manner the sequence of the DNA on each of the bead is deduced.
The result is that millions of sequences can be produced in a single run. Until recently, the length of these sequence
reads were only 20 to 30 bases. Newer chemistry now allows for reads in the range of 400 bases, such as is the case
with the Roche 454 titanium technology. These longer read methods allow of the generation of millions of 400 base long
sequences in parallel which is a sufficient length to cover the entire variable domain region of both Ig heavy and light
chain sequences. Furthermore, this type of sequencing does notrequire large amounts of starting material. For example,
a long read MPSS run requires only 250 nanograms of DNA.

[0106] After hybridization, a minimum of one million beads are immobilized in a flow cell for sequencing biochemistry
and imaging. The sighature sequence on each bead is determined in parallel. The novel sequencing process involves
repeatedly exposing four nucleotides by enzymatic digestion, ligating a family of encoded adapters, and decoding the
sequence by sequential hybridization with fluorescent decoder probes.

[0107] The MPSS sequencing process is fully automated. Buffers and reagents are delivered to the beads in the flow
cell via a proprietary instrumentation platform, and sequence-dependent fluorescent responses from the micro-beads
are recorded by a CCD camera after each cycle.

[0108] MPSS data have many uses. The expression levels of nearly all polyadenylated transcripts can be quantitatively
determined; the abundance of signatures is representative of the expression level of the gene in the analyzed tissue.
Quantitative methods for the analysis of tag frequencies and detection of differences among libraries have been published
and incorporated into public databases for SAGE ™ data and are applicable to MPSS data. The availability of complete
genome sequences permits the direct comparison of signatures to genomic sequences and further extends the utility
of MPSS data. Because the targets for MPSS analysis are not pre-selected (like on a microarray), MPSS data are able
to characterize the full complexity of transcriptomes, and can be used for "gene discovery". This is analogous to se-
quencing millions of ESTs at once, but the short length of the MPSS signatures makes the approach most useful in
organisms for which genomic sequence data are available so that the source of the MPSS signature can be readily
identified by computational means.

[0109] Additional information regarding MPSS technology can be obtained by reviewing the many publications on this
subject, including U.S. Pat. Nos. 6,013,445, 5,846,719, and 5,714,330.

[0110] Inone aspect of the present disclosure the heavy chain variable domain region for a specific isotype of antibody
is used to create an MPSS library and subject to MPSS sequencing. The sample can be taken from lymphocytes or
isolated B cells found in circulating blood or other appropriate tissue. In order to apply the MPSS sequencing technology,
specific DNA sequence tags must be placed at either end of the region of DNAs to be sequenced. This can be accom-
plished by creating a cDNA from mRNA taken from B cells using reverse-transcriptase, and then applying polymerase
chain reaction (PCR) using primers with both the appropriate isotype specific sequences and the MPSS tags to generate
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the DNA library.

[0111] The MPSS method involves significant amounts of digital analysis. As a result, perfect sequence subtraction
and analysis can be preformed, as opposed to physical methods which are always subject to imperfections and con-
tamination. Also, unlike physical methods, the digital analysis technique can be altered and applied multiple times without
the need for additional physical samples.

[0112] More precise information about the candidate antibody sequences can be produced by more frequent sampling
using MPSS. Samples might be taken as the organism’s response falls back to background levels and to establish the
background before the next boost. Another advantage of multiple data points is that affinity maturation data of the
antibody can be generated. For example one or more highly related antibodies to an antibody detected in a previous
sample might appear over time that represents a B cell line which has undergone affinity maturation. Affinity matured
antibodies have higher affinity for the target sequence than the parental sequence, so identification of these sequences
can be desirable.

[0113] In certain aspects, the list of candidate sequences might be changed by applying filters based on the DNA
sequence or predicted protein sequence. For example, if additional cysteine residues are presentin the sequence, which
are judged as likely to create potential difficulties in manufacturing of the protein, those sequences could be removed
from the candidate antibody sequence list. Other properties of the predicted protein sequences could also be used, such
as the presence or absence of charged residues, or conformance to canonical antibody sequence patterns.

Nucleic Acids

[0114] According to another aspect, the present disclosure provides an isolated nucleic acid molecule encoding: at
least one heavy chain of an antibody or a fragment thereof as identified by the present methods and/or at least one light
chain of an antibody as identified by the present methods. In further aspects, the present disclosure provides for variants,
mutants or fragments of the isolated nucleic acids as well.

[0115] According to further aspects, the present disclosure provides an expression vector comprising the nucleic acid
which encodes an antibody identified according to the present methods and a host cell comprising the expression vector.
In particular, the vectors can comprise, but are not limited to, lentiviral vectors, retroviral vectors, adenoviral vectors,
adeno-associated virus vectors and Herpes Simplex Virus vectors. More in particular, retroviral vectors can be used for
delivery of the constructs either in vitro, ex vivo or in vivo.

Recombinant Nucleic Acid Techniques

[0116] The nucleic acids used to practice the methods disclosed herein, whether RNA, siRNA, antisense nucleic acid,
cDNA, genomic DNA, vectors, viruses or hybrids thereof, can be isolated from a variety of sources, genetically engineered,
amplified, and/or expressed/generated recombinantly. Recombinant polypeptides generated from these nucleic acids
can be individually isolated or cloned and tested for a desired activity. Any recombinant expression system can be used,
including bacterial, mammalian, yeast, insect or plant cell expression systems.

[0117] Alternatively, these nucleic acids can be synthesized in vitro by well-known chemical synthesis techniques, as
describedin, e.g., Adams, J Am Chem Soc, 105:661 (1983); Belousov, Nucleic Acids Res, 25:3440-3444 (1997); Frenkel,
Free Radic Biol Med, 19:373-380 (1995); Blommers, Biochemistry, 33:7886-7896 (1994); Narang, Meth Enzymol, 68:90
(1979); Brown, Meth Enzymol, 68:109 (1979); Beaucage, Tetra Lett, 22:1859 (1981); U.S. Pat. No. 4,458,066.

[0118] Techniques for the manipulation of nucleic acids, such as, e.g., subcloning, labeling probes (e.g., random-
primer labeling using Klenow polymerase, nick translation, amplification), sequencing, hybridization and the like are well
described in the scientific and patent literature, see, e.g., Sambrook and Russell, ed., MOLECULAR CLONING: A
LABORATORY MANUAL (3rd ED.), Vols. 1-3, Cold Spring Harbor Laboratory (2001); CURRENT PROTOCOLS IN
MOLECULAR BIOLOGY:; Ausubel, ed. John Wiley & Sons, Inc., New York (1997); LABORATORY TECHNIQUES IN
BIOCHEMISTRY AND MOLECULAR BIOLOGY: HYBRIDIZATION WITH NUCLEIC ACID PROBES, Part |. Theory and
Nucleic Acid Preparation, Tijssen, ed. Elsevier, N.Y. (1993).

[0119] Nucleic acids, vectors, capsids, polypeptides, and the like can be analyzed and quantified by any of a number
of general means well known to those of skill in the art. These include, e.g., analytical biochemical methods such as
NMR, spectrophotometry, radiography, electrophoresis, capillary electrophoresis, high performance liquid chromatog-
raphy (HPLC), thin layer chromatography (TLC), and hyperdiffusion chromatography, various immunological methods,
e.g., fluid or gel precipitinreactions, immunodiffusion, immuno-electrophoresis, adioimmunoassay (RIAs), enzyme-linked
immunosorbent assays (ELISAs), immuno-fluorescent assays, Southern analysis, Northern analysis, dot-blot analysis,
gel electrophoresis (e.g., SDS-PAGE), nucleic acid or target or signal amplification methods, radio labeling, scintillation
counting, and affinity chromatography.

[0120] Obtaining and manipulating nucleic acids used to practice the methods of the present disclosure can be done
by cloning from genomic samples, and, if desired, screening and re-cloning inserts isolated or amplified from, e.g.,
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genomic clones or cDNA clones. Sources of nucleic acid used in the methods of the present disclosure include genomic
or cDNA libraries contained in, e.g., mammalian artificial chromosomes (MACs), see, e.g., U.S. Pat. Nos. 5,721,118;
6,025,155; human artificial chromosomes, see, e.g., Rosenfeld, Nat Genet, 15:333-335 (1997); yeast artificial chromo-
somes (YAC); bacterial artificial chromosomes (BAC); P1 artificial chromosomes, see, e.g., Woon, Genomics, 50:306-316
(1998); P1-derived vectors (PACs), see, e.g., Kern, Biotechniques, 23:120-124 (1997); cosmids, recombinant viruses,
phages or plasmids.

[0121] The present disclosure provides fusion proteins and nucleic acids encoding an antibody as identified by the
present methods. An antibody can be fused to a heterologous peptide or polypeptide, such as N-terminal identification
peptides which impart desired characteristics, such as increased stability or simplified purification. Peptides and polypep-
tides of the present disclosure can also be synthesized and expressed as fusion proteins with one or more additional
domains linked thereto for, e.g., producing a more immunogenic peptide, to more readily isolate a recombinantly syn-
thesized peptide, to identify and isolate antibodies and antibody-expressing B cells, and the like. Detection and purification
facilitating domains include, e.g., metal chelating peptides such as polyhistidine tracts and histidine-tryptophan modules
that allow purification on immobilized metals, protein A domains that allow purification on immobilized immunoglobulin,
and the domain utilized in the FLAGS extension/affinity purification system (Sigma Aldrich, St. Louis, Missouri). The
inclusion of a cleavable linker sequences such as Factor Xa or enterokinase (Invitrogen, San Diego Calif.) between a
purification domain and the motif-comprising peptide or polypeptide to facilitate purification. For example, an expression
vector can include an epitope-encoding nucleic acid sequence linked to six histidine residues followed by a thioredoxin
and an enterokinase cleavage site (see e.g., Williams, Biochemistry, 34:1787-1797 (1995); Dobeli, Protein Expr Purif,
12:404-414 (1998). The histidine residues facilitate detection and purification while the enterokinase cleavage site pro-
vides a means for purifying the epitope from the remainder of the fusion protein. In one aspect, a nucleic acid encoding
a polypeptide is assembled in appropriate phase with a leader sequence capable of directing secretion of the translated
polypeptide or fragment thereof Technology pertaining to vectors encoding fusion proteins and application of fusion
proteins are well described in the scientific and patent literature, see e.g., Kroll, DNA Cell Biol, 12:441-53 (1993).
[0122] In some aspects, a nucleic acid encoding a heavy chain of an antibody of the present disclosure can comprise
a nucleotide sequence encoding a Vydomain of the presentdisclosure joined in-frame to a nucleotide sequence encoding
a heavy chain constant domain from any source. Similarly, a nucleic acid molecule encoding a light chain of an antibody
as identified by the present methods can comprise a nucleotide sequence encoding a V| domain of the presentdisclosure
joined in-frame to a nucleotide sequence encoding a light chain constant domain from any source.

[0123] In afurther aspect of the present disclosure, nucleic acid molecules encoding the variable domain of the heavy
(V) and light (V| ) chains are "converted" to full-length antibody genes. In one aspect, nucleic acid molecules encoding
the Vi or V|_domains are converted to full-length antibody genes by insertion into an expression vector already encoding
heavy chain constant (C) or light chain (Cy) constant domains, respectively, such that the V| segment is operatively
linked to the Cy segment(s) within the vector, and the V| segment is operatively linked to the C; segment within the
vector. In another aspect, nucleic acid molecules encoding the V; and/or V| domains are converted into full-length
antibody genes by linking, e.g., ligating, a nucleic acid molecule encoding a Vi, and/or V| domains to a nucleic acid
molecule encoding a C and/or C| domain using standard molecular biological techniques. Nucleic acid sequences of
human heavy and light chain immunoglobulin constant domain genes are known in the art. See, e.g., Kabat et al.,
Sequences of Proteins of Inmunological Interest, 5th Ed., NIH Publ. No. 91-3242 (1991). Nucleic acid molecules encoding
the full-length heavy and/or light chains can then be expressed from a cell into which they have been introduced and
the particular monoclonal antibody isolated.

[0124] The nucleic acid molecules can be used to recombinantly express large quantities of monoclonal antibodies.
The nucleicacid molecules also can be used to produce chimeric antibodies, bispecific antibodies, single chain antibodies,
immunoadhesins, diabodies, mutated antibodies and antibody derivatives, as described further below. If the nucleic acid
molecules are derived from a non-human, non-transgenic animal, the nucleic acid molecules can be used for antibody
humanization, also as described herein.

[0125] In another aspect, a nucleic acid molecule of the present disclosure is used as a probe or PCR primer for a
specific antibody sequence. For instance, the nucleic acid can be used as a probe in diagnostic methods or as a PCR
primer to amplify regions of DNA that could be used, inter alia, to isolate additional nucleic acid molecules encoding
variable domains of particular antibodies. In some aspects, the nucleic acid molecules are oligonucleotides. In some
aspects, the oligonucleotides are from highly variable regions of the heavy and light chains of the antibody of interest.

Transcriptional Control Elements
[0126] The nucleic acids, as aspects of the present disclosure, can be operatively linked to a promoter. A promoter
can be one motif or an array of nucleic acid control sequences which direct transcription of a nucleic acid. A promoter

can include necessary nucleic acid sequences near the start site of transcription, such as, in the case of a polymerase
Il type promoter, a TATA element. A promoter also optionally includes distal enhancer or repressor elements which can
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be located as much as several thousand base pairs from the start site of transcription. A "constitutive" promoter is a
promoter which is active under most environmental and developmental conditions. An "inducible" promoter is a promoter
which is under environmental or developmental regulation. A "tissue specific" promoter is active in certain tissue types
of an organism, but not in other tissue types from the same organism. The term "operably linked" refers to a functional
linkage between a nucleic acid expression control sequence (such as a promoter, or array of transcription factor binding
sites) and a second nucleic acid sequence, wherein the expression control sequence directs transcription of the nucleic
acid corresponding to the second sequence.

Expression Vectors and Cloning Vehicles

[0127] Expression vectors and cloning vehicles can comprise viral particles, baculovirus, phage, plasmids, phagemids,
cosmids, fosmids, bacterial artificial chromosomes, viral DNA (e.g., vaccinia, adenovirus, foul pox virus, pseudorabies
and derivatives of SV40), P1-based artificial chromosomes, yeast plasmids, yeast artificial chromosomes, and any other
vectors specific for specific hosts of interest (such as bacillus, Aspergillus and yeast). Vectors can include chromosomal,
non-chromosomal and synthetic DNA sequences. Large numbers of suitable vectors are known to those of skill in the
art, and are commercially available.

[0128] The nucleic acids of the present disclosure can be cloned, if desired, into any of a variety of vectors using
routine molecular biological methods; methods for cloning in vitro amplified nucleic acids are described, e.g., U.S. Pat.
No. 5,426,039. To facilitate cloning of amplified sequences, restriction enzyme sites can be "built into" a PCR primer pair.
[0129] The present disclosure provides libraries of expression vectors encoding polypeptides and peptides for use in
the methods disclosed herein. These nucleic acids can be introduced into a genome or into the cytoplasm or a nucleus
of a cell and expressed by a variety of conventional techniques, well described in the scientific and patent literature.
See, e.g., Roberts, Nature, 328:731 (1987); Schneider, Protein Expr Purif, 6435:10 (1995); Sambrook, Tijssen or Ausubel.
The vectors can be isolated from natural sources, obtained from such sources as ATCC or GenBank libraries, or prepared
by synthetic or recombinant methods. For example, the nucleic acids of the present disclosure can be expressed in
expression cassettes, vectors or viruses which are stably or transiently expressed in cells (e.g., episomal expression
systems). Selection markers can be incorporated into expression cassettes and vectors to confer a selectable phenotype
on transformed cells and sequences. For example, selection markers can code for episomal maintenance and replication
such that integration into the host genome is not required.

[0130] In one aspect, the nucleic acids of the present disclosure are administered in vivo for in situ expression of the
peptides or polypeptides of the present disclosure. The nucleic acids can be administered as "naked DNA" (see, e.g.,
U.S. Pat. No. 5,580,859) or in the form of an expression vector, e.g., a recombinant virus. The nucleic acids can be
administered by any route, including peri- or intra-tumorally, as described below. Vectors administered in vivo can be
derived from viral genomes, including recombinantly modified enveloped or non-enveloped DNA and RNA viruses,
preferably selected from baculoviridiae, parvoviridiae, picornoviridiae, herpesveridiae, poxyiridae, adenoviridiae, or pi-
cornnaviridiae. Chimeric vectors can also be employed which exploit advantageous merits of each of the parent vector
properties (See e.g., Feng, Nature Biotechnology, 15:866-870 (1997)). Such viral genomes can be modified by recom-
binant DNA techniques to include the nucleic acids of the present disclosure; and can be further engineered to be
replication deficient, conditionally replicating or replication competent. In alternative aspects, vectors are derived from
the adenoviral (e.g., replication incompetent vectors derived from the human adenovirus genome, see, e.g., U.S. Pat.
Nos. 6,096,718, 6,110,458; 6,113,913, 5,631,236); adeno-associated viral and retroviral genomes. Retroviral vectors
can include those based upon murine leukemia virus (MuLV), gibbon ape leukemia virus (GalLV), Simian Immuno
deficiency virus (SIV), human immuno deficiency virus (HIV), and combinations thereof; see, e.g., U.S. Pat. Nos.
6,117,681, 6,107,478; 5,658,775; 5,449,614, Buchscher, J Virol, 66:2731-2739 (1992); Johann, J Virol, 66:1635-1640
(1992). Adeno-associated virus (AAV)-based vectors can be used to adioimmun cells with target nucleic acids, e.g., in
the in vitro production of nucleic acids and peptides, and in in vivo and ex vivo gene therapy procedures; see, e.g., U.S.
Pat. Nos. 6,110,456; 5,474,935; Okada, Gene Ther, 3:957-964 (1996).

[0131] The term "expression cassette" refers to a nucleotide sequence which is capable of affecting expression of a
structural gene (i. e., a protein coding sequence, such as a polypeptide of the present disclosure) in a host compatible
with such sequences. Expression cassettes include at least a promoter operably linked with the polypeptide coding
sequence; and, optionally, with other sequences, e.g., transcription termination signals. Additional factors necessary or
helpful in effecting expression can also be used, e.g., enhancers.

[0132] A nucleic acid is "operably linked" when it is placed into a functional relationship with another nucleic acid
sequence. For instance, a promoter or enhancer is operably linked to a coding sequence if it affects the transcription of
the sequence. With respect to transcription regulatory sequences, operably linked means that the DNA sequences being
linked are contiguous and, where necessary to join two protein coding regions, contiguous and in reading frame. For
switch sequences, operably linked indicates that the sequences are capable of effecting switch recombination. Thus,
expression cassettes also include plasmids, expression vectors, recombinant viruses, any form of recombinant "naked
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DNA" vector, and the like.

[0133] The term "vector" is intended to refer to a nucleic acid molecule capable of transporting another nucleic acid
to which it has been linked. One type of vector is a "plasmid", which refers to a circular double stranded DNA loop into
which additional DNA segments can be ligated. Another type of vector is a viral vector, wherein additional DNA segments
can be ligated into the viral genome. Certain vectors are capable of autonomous replication in a host cell into which they
are introduced (e.g., bacterial vectors having a bacterial origin of replication and episomal mammalian vectors). Other
vectors (e.g., hon-episomal mammalian vectors) can be integrated into the genome of a host cell upon introduction into
the host cell, and thereby are replicated along with the host genome. Moreover, certain vectors are capable of directing
the expression of genes to which they are operatively linked. Such vectors are referred to herein as "recombinant
expression vectors" (or simply, "expression vectors"). In general, expression vectors of utility in recombinant DNA tech-
niques are often in the form of plasmids. In the present specification, "plasmid"” and "vector" can be used interchangeably
as the plasmid is the most commonly used form of vector. However, the present disclosure is intended to include such
other forms of expression vectors, such as viral vectors (e.g., replication defective retroviruses, adenoviruses and adeno
associated viruses), which serve equivalent functions.

Host Cells and Transformed Cells

[0134] A host cell can be any of the host cells familiar to those skilled in the art, including prokaryotic cells, eukaryotic
cells, such as bacterial cells, fungal cells, yeast cells, mammalian cells, insect cells, or plant cells. Exemplary bacterial
cells include E. colfi, Streptomyces, Bacillus subtilis, Salmonella typhimurium and various species within the genera
Pseudomonas, Streptomyces, and Staphylococcus. Exemplary insect cells include Drosophila S2 and Spodoptera Sf9.
Exemplary animal cells include CHO, COS or Bowes melanoma or any mouse or human cell line. The selection of an
appropriate host is within the abilities of those skilled in the art.

[0135] A vector can be introduced into the host cells using any of a variety of techniques, including transformation,
transfection, transduction, viral infection, gene guns, or Ti-mediated gene transfer. Particular methods include calcium
phosphate transfection, DEAE-Dextran mediated transfection, lipofection, or electroporation.

[0136] Engineered host cells can be cultured in conventional nutrient media modified as appropriate for activating
promoters, selecting transformants or amplifying the genes of the present disclosure. Following transformation of a
suitable host strain and growth of the host strain to an appropriate cell density, the selected promoter can be induced
by appropriate means (e.g., temperature shift or chemical induction) and the cells can be cultured for an additional period
to allow them to produce the desired polypeptide or fragment thereof.

[0137] Cells can be harvested by centrifugation, disrupted by physical or chemical means, and the resulting crude
extract is retained for further purification. Microbial cells employed for expression of proteins can be disrupted by any
convenient method, including freeze-thaw cycling, sonication, mechanical disruption, or use of cell lysing agents. Such
methods are well known to those skilled in the art. The expressed polypeptide or fragment can be recovered and purified
from recombinant cell cultures by methods including ammonium sulfate or ethanol precipitation, acid extraction, anion
or cation exchange chromatography, phosphocellulose chromatography, hydrophobic interaction chromatography, af-
finity chromatography, hydroxylapatite chromatography and lectin chromatography. Protein refolding steps can be used,
as necessary, in completing configuration of the polypeptide. If desired, high performance liquid chromatography (HPLC)
can be employed for final purification steps.

[0138] Various mammalian cell culture systems can also be employed to express recombinant protein. Examples of
mammalian expression systems include the COS-7 lines of monkey kidney fibroblasts and other cell lines capable of
expressing proteins from a compatible vector, such as the C127, 3T3, CHO, HelLa and BHK cell lines.

[0139] The constructs in host cells can be used in a conventional manner to produce the gene product encoded by
the recombinant sequence. Depending upon the host employed in arecombinant production procedure, the polypeptides
produced by host cells containing the vector can be glycosylated or can be non-glycosylated. Polypeptides of the present
disclosure can or can not also include an initial methionine amino acid residue.

[0140] Cell-free translation systems can also be employed to produce a polypeptide of the present disclosure. Cell-
free translation systems can use mRNAs transcribed from a DNA construct comprising a promoter operably linked to a
nucleic acid encoding the polypeptide or fragment thereof. In some aspects, the DNA construct can be linearized prior
to conducting an in vitro transcription reaction. The transcribed mRNA is then incubated with an appropriate cell-free
translation extract, such as a rabbit reticulocyte extract, to produce the desired polypeptide or fragment thereof.
[0141] The expression vectors can contain one or more selectable marker genes to provide a phenotypic trait for
selection of transformed host cells such as dihydrofolate reductase or neomycin resistance for eukaryotic cell culture,
or such as tetracycline or ampicillin resistance in E. coli.
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Functional Moieties

[0142] In one aspect, the monoclonal antibodies generated according to the present methods can be modified to have
at least one functional moiety, such as but not limited to, a detectable moiety or a therapeutic moiety, bound thereto.
Forexample, but not by way of limitation, the detectable moiety can be selected from the group consisting of a fluorophore,
an enzyme, a radioisotope and combinations thereof, while the therapeutic moiety can be selected from the group
consisting of a cytotoxic moiety, a toxic moiety, a cytokine moiety, a bi-specific antibody moiety, and combinations thereof.
[0143] Many methods are known in the artto conjugate or fuse (couple) molecules of different types, including peptides.
These methods can be used according to the present disclosure to couple an antibody another moiety, such as a
therapeutic moiety or an identifiable moiety, to thereby provide an immunotoxin or immunolabel.

[0144] Two isolated peptides can be conjugated or fused using any conjugation method known to one skilled in the
art. A peptide can be conjugated to an antibody of interest, using a 3-(2-pyridyldithio)propionic acid N-hydroxysuccinimide
ester (also called N-succinimidyl 3-(2-pyridyldithio) propionate) ("SDPD"), a glutaraldehyde conjugation procedure, or a
carbodiimide conjugation procedure.

[0145] Any SPDP conjugation method known to those skilled in the art can be used. For example, in one illustrative
aspect, the method of conjugation by Cumber et al., Methods of Enzymology, 112:207-224 (1985), can be used.
[0146] Conjugation of a peptide (e.g., an identifiable or therapeutic moiety) with an antibody can be accomplished by
methods known to those skilled in the art using glutaraldehyde. For example, in one illustrative aspect, the method of
conjugation by G. T. Hermanson, "Antibody Modification and Conjugation, in Bioconjugate Techniques", Academic
Press, San Diego (1996) can be used.

[0147] Conjugation of a peptide with an antibody can be accomplished by methods known to those skilled in the art
using a dehydrating agent such as a carbodiimide. Most preferably the carbodiimide is used in the presence of 4-dimethyl
aminopyridine. As is well known to those skilled in the art, carbodiimide conjugation can be used to form a covalent bond
between a carboxyl group of peptide and an hydroxyl group of an antibody (resulting in the formation of an ester bond),
or an amino group of an antibody (resulting in the formation of an amide bond) or a sulfhydryl group of an antibody
(resulting in the formation of a thioester bond).

[0148] Likewise, carbodiimide coupling can be used to form analogous covalent bonds between a carbon group of an
antibody and a hydroxyl, amino or sulfhydryl group of the peptide. See, generally, March, Advanced Organic Chemistry:
Reaction’s, Mechanism, and Structure, 3d ed.:349-50 & 372-74 (1985). By means of illustration, and not limitation, the
peptide is conjugated to an antibody via a covalent bond using a carbodiimide, such as dicyclohexylcarbodiimide. See
generally, the methods of conjugation by Neises et al., Angew Chem, Int Ed Engl, 17:522 (1978); Hassner et al., Tetra-
hedron Lett, 4475 (1978); Boden et al., J Org Chem, 50:2394 (1986) and Mathias, Synthesis, 561 (1979).

Antibody Assays

[0149] According to certain aspects, the present disclosure provides methods for assaying the candidate monoclonal
antibodies for affinity to an antigen. In further aspects, the present disclosure provides for subjecting the candidate
monoclonal antibodies to positive selection to identify high affinity monoclonal antibodies. Inyet further aspects, subjecting
the candidate monoclonal antibodies to positive selection comprises contacting the candidate monoclonal antibodies to
the antigen bound to a substrate and isolating bound antibodies from unbound antibodies.

[0150] The terms "specific binding" or "specifically binding" refer to the interaction between the antigen and their
corresponding antibodies. The interaction is dependent upon the presence of a particular structure of the protein rec-
ognized by the binding molecule (i.e., the antigen or epitope). In order for binding to be specific, it should involve antibody
binding of the epitope(s) of interest and not background antigens.

[0151] Once the antibodies are produced, they are assayed to confirm that they are specific for the antigen of interest
and to determine whether they exhibit any cross reactivity with other antigens. One method of conducting such assays
is a sera screen assay as described in U.S. App. Pub. No. 2004/0126829. However, other methods of assaying for
quality control are within the skill of a person of ordinary skill in the art and therefore are also within the scope of the
present disclosure.

[0152] Antibodies, or antigen-binding fragments, variants or derivatives thereof of the present disclosure can also be
described or specified in terms of their binding affinity to an antigen. The affinity of an antibody for an antigen can be
determined experimentally using any suitable method. (See, e.g., Berzofsky et al., "Antibody-Antigen Interactions," In
Fundamental Immunology, Paul, W. E., Ed., Raven Press: New York, N.Y. (1984); Kuby, Janis Immunology, W. H.
Freeman and Company: New York, N.Y. (1992); and methods described herein). The measured affinity of a particular
antibody-antigen interaction can vary if measured under different conditions (e.g., salt concentration, pH). Thus, meas-
urements of affinity and other antigen-binding parameters (e.g., Kp, K,, Ky) are preferably made with standardized
solutions of antibody and antigen, and a standardized buffer.

[0153] The affinity binding constant (K ) can be determined using the following formula:
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(n-1)

Koy = 2 (n[mab'], {mab],)

in which:

ne [mAg],
[mAg'],

[mADb] is the concentration of free antigen sites, and [mAg] is the concentration of free monoclonal binding sites as
determined at two different antigen concentrations (i.e., [mAg]; and [mAg’;) (Beatty et al., J Imm Meth, 100:173-179
(1987)).

[0154] The term "high affinity" for an antibody refers to an equilibrium association constant (K ¢) of at least about 1 x
107 liters/mole, or at least about 1 x 108 liters/mole, or at least about 1 x 109 liters/mole, or at least about 1 x 1010
liters/mole, or at least about 1 x 1011 liters/mole, or at least about 1 x 1012 liters/mole, or at least about 1 x 1013 liters/mole,
or at least about 1 x 1014 liters/mole or greater. "High affinity" binding can vary for antibody isotypes.

EXEMPLARY ASPECTS
EXAMPLE 1
Antigen Specific Ig heavy chain variable region candidate library generation

[0155] Figure 1 describes a representative process of identification of antigen-specific heavy chain sequences using
MPSS and bioinformatic subtraction. In this example, an isotype of Ig heavy chain’s variable region is used to create a
sample for MPSS sequencing as described above. Samples are generated from the organism both before and after
exposure to the antigen. Once these data are generated, then the sequences are compared using a bicinformatic
algorithm which identifies those sequences which are significantly amplified or appear only after exposure to the antigen.
Those sequences matching these criteria are used to create a set of candidate antigen specific heavy chain sequences.
Due to the large number of sequences generated by MPSS, it is possible to estimate the relative abundance of individual
sequences by counting the number of times that sequences appears in the database. This quantitative estimate can be
used to find sequences that are present in significantly greater numbers in the post-immunized sample as compared to
the pre-immunized sample.

EXAMPLE 2
Antigen Specific Ilg Heavy Chain Variable Region Candidate Library Generation from Multiple Boosts or Antigens

[0156] Figure 2 describes an extension of the method described in Figure 1 which can be used to identify antibodies
that react to multiple related antigens or reaction to a single antigen over multiple boosts. In this example, Ig heavy chain
specific MPSS sequencing is applied to the organism after each immunization with the same or different antigens and
the bioinformatic subtraction is performed using the pre-immune sequences, while the intersection or union of the
remaining sequences is performed between the first post-immune sample and the second post-immune sample. Stated
otherwise, sequences common to the post-immune samples but not present, or present in significantly lower levels in
the pre-immune sample are selected. One variant of this method is to look for related but not identical heavy chain
regions that might represent affinity maturation of the antibody induced by multiple exposures to the same or related
antigens.

EXAMPLE 3

Formula for Variable Region Homology Tree Probability Calculation

[0157] Given a set of samples taken from different experimental arms at different time points and/or tissues, those
samples can be divided into a foreground set A, a background set B, or neither, depending on the circumstances of the

experiment and the calculation to be performed. The chances of a random occurrence of m of sequences or more in
set A, compared to the total number of sequences n in both foreground A and background B sets defines the e-score,
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E(n,m,Pa), and is calculated using the following formula:

Pa (number of samples in set A )

(number of samples in set A)(number of samples in set B )

wherein Pa is defined as the probability of a sequence being in set A.
[0158] The binomial coefficient, i.e., the number of ways in which k items can be chosen from a set of n choices, can
be determined using the following formula:

n!

C(k’"):k!(n—k)!

wherein the symbol "!" indicates the integer factorial function.
[0159] The probability of k occurrences in set A is given by the following formula:

C(k.n)(Pa*)((1-Pa)"™)

[0160] The probability of m or more occurrences of sequences in set A is determined from the sum from m to nin the
following formula:

£ (nmpa)= 35 (kn )\ pat )1~ Pa) )

The value E(n,m,Pa) is a calculation of the e-score, which is defined to be the chance at random of the event occurring
n or more times in Pa versus anything other than Pa; i.e., the likelihood of m or more occurrences in set A out of n total
events.

[0161] When this formula is applied to NGS sequence data potential errors from both sequencing and from sample
preparation must be taken into account. While it can be applied at the individual sequence level the numerical count for
that sequence may not be great enough for statistical significance. The e-score formula can also be applied to clusters
of related sets of sequences and thus have higher significance values and be more tolerant of possible errors in the
data. The logic is as follows: since not only is this single sequence present mostly in the set A and not set B, and all the
most closely related sequences are also over-represented in set A but not set B, then the single sequence is more likely
to be genuinely present in the sample than if the related sequences were not present.

[0162] In order to apply the formula to clusters of sequences, a phylogenetic tree can be created from the NGS
sequence data. First a similarity score must be generated against each other member for the sequences between the
primer sites. These scores are used to populate a similarity matrix. This matrix can be populated by using, as an example,
the blast score resulting from an all-against-all blast searching. Next these data are used to produce clusters of sequences.
[0163] Figure 3 summarizes the process of using NGS sequence data in creating the phylogenetic tree and assigning
significance values to the leaf and node elements of the tree.

[0164] From the matrix data, a phylogenetic tree can be constructed using an aggolmerative clustering algorithm such
as Unweighted Pair Group Method with Arithmetic mean, (UPGMA). The expected formula E(n, m, Pa) can be applied
to each node of the resulting tree, where the total events in the foreground or background are the sum of foreground or
background events in the child nodes. This provides a straightforward statistical significance measure to sets of related
sequences, rather than sequences measured one-by-one.

[0165] In order to divide the tree into significance-based subsets, peak nodes of e-scores in a given tree can be
selected. A peak node is a node of the tree whose parent and child node’s e-scores are less significant than its own.
These represent local maximums in the tree graph, and the counts and significance of these nodes can be used to report
overall differences between foreground and background sample sets.

[0166] How the raw count of a given sequence in a sample relates to the expected score formula depends on whether
or not the events are independent. For example, if amplification of a sample by means such as non-linear PCR has the
potential to favor one sequence over others, then counts of those sequences in a given sample would not be completely
independent. If the events are totally dependent then one event would count the same as 100 events in a given PCR

19



10

15

20

25

30

35

40

45

50

55

EP 2 387 627 B1

sample. On the other extreme, if the sequences are totally independent then each occurrence counts equally, whether
one or 100 are detected in a sample. A generalization of the e-score formula is to limit the total counts allowed from a
sample to a maximum number T. For example T=100 means that occurrences of sequences more than 100 times in a
sample are not considered independent events, but less than 20 are. This parameter is T. Figure 3B shows the effects
of different values of T on significance scores of the 5 test arms described in the experimental method tested against
naive controls. As an additional control for the calculation, the e-score of the background set against the foreground set
can be calculated. In other words, by swapping the foreground with the background, the probability of sequence clusters
being significant in the naive set as compared to the experiment set can be calculated. Graphed in the lower half of the
graph are the scores for the corresponding inverse experiment which measures the probability of sequences from the
naive arm being unique relative to the test arm. The presence of fewer of these scores and their lower significance
indicate that most unique sets of sequences are present in the experimental sample set rather than the naive set. The
presence of most of the very high probability specific sequences in experimental arms 3 and 5 correlates with the
strongest immune response seen in those arms as measured by antigen blocking activity in the serum. This indicates
that most of the sequences farther down the tree are produced in response to treatment as compared to the control
samples. The likelihood of a given sequence in the set of being antigen-specific is extremely high.

EXAMPLE 4
Light Chain Matching

[0167] Antibodies are paired dimers of heavy and light chain proteins. Therefore, in order to create a full monoclonal
antibody, a light chain must be matched to the heavy chain. Figure 4 illustrates several methods which can be used to
accomplish this. Since light chains primarily contribute stability of binding to the antibody but not antigen specificity,
candidate antigen specific heavy chains can be co-transfected with a limited set of light chain antibodies which can then
be tested for binding against the target antigen. The set of light chain clones can be biased based on the isotype of the
candidate heavy chain clones, since it is known that certain light chain isotypes are more likely than others to form stable
high-affinity antibodies when combined with certain heavy chain isotypes. Efficient searching for a suitable light chain
can be accomplished by co-transfection of multiple light chain clones with a single heavy chain, testing for antigen binding
and once a high affinity antibody is found, deconvoluting the set of light chains with a second set of transfections with
each of the light chains alone with the heavy chain.

[0168] Additionally one can perform MPSS on light chain sequences in the same manner as described above for
heavy chain sequences. This would provide a set of candidate light chains which can be co-transfected with heavy chain
sequences alone or in multiplexed combinations in order to find an optimal heavy and light chain pair. This would have
the advantage of utilizing native light chain sequences specific for a particular adaptive immune state of an organism.
[0169] All of the data from each time point is desirable but not necessarily required for identification of candidate
antibody sequences. The combined data processing algorithm takes into account various incomplete combinations of
the data set.

EXAMPLE 5
Experimental Data set from Vaccinated Mice
Immunization

[0170] Mice were injected with a blood stage antigen from malaria in combination with four different adjuvant formu-
lations, i.e., arms 1, 3, 4 and 5 of the experiment. Arm 1 was a base formulation while arms 3 and 5 were supplemented
with Glycopyranosyl! Lipid Adjuvant (GLA), and arms 4 and 5 were supplemented with Resiquimod (R-848). Each of
these agents are agonists of Toll-Like Receptors (TLR). In addition samples from a naive control arm was harvested at
each time point. Mice were given an initial injection followed by a primary boost at three weeks and a secondary boost
at six weeks. cDNA samples were made from circulating blood cells taken on day 6 post-second boost of the adjuvant-
antigen combination, and 4 weeks later from both circulating blood samples and bone marrow samples. Biochemical
testing of serum taken post vaccination showed that arms 3 and 5 had the highest titer of antibodies with blocking activity
of antigen to the host target protein.

Sequencing Sample Generation

[0171] Red blood cells in the samples were removed by osmotic lysis followed by washing in PBS. The remaining
cells were lysed and used for cDNA synthesis onto oligo-dT coated magnetic beads. The polymerase used was Super-
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Script Ill, a highly processive engineered form of reverse transcriptase. A highly processive polymerase master mix,
phusion flash, was used for the thermal cycling of the samples. These samples were used in six rounds of synthesis
using just upstream primers after which the magnetic cDNA beads were removed by use of a magnetized sample tube
holder. Then the 1 .l of the one-way reaction was placed in a 10 .l reaction with both upstream and downstream primers.
This mixture was cycled for 18 rounds using a 10 second extension time. Three pl of each of these samples were added
to a 30 ul fresh reaction mixture using the same primers and then cycled for an additional 18 rounds.

Primer Sets

[0172] PCR primer sets were designed to cover the Ig heavy chain locus of the mouse. First, a list of intact V region
sequences with appropriate in-frame leader sequences was created by cross-referencing the Genbank record of the
locus with references from the IMGT database. Upstream primer sets were designed to cover the list of V region. By
combining together primer sets with a common 3’ six base sequence, six pools of forward V region primers were created
to cover the entire set of V regions. Two sets of reverse sequence primers were used, a single sequence which was
suficient to cover IgM constant region transcripts and a set of 3 needed to cover the IgG constant isotypes. The IgG
reverse primers were also desighed with identical 3’ six base sequences, and used together in a single pool. The 5
most 8 bases of the primers were designed with a four letter bar-code on the 3’ side. The combinations of the barcodes
on the forward and reverse primers used on each sample was unique and enables identification of which sample the
sequence was derived from. Final PCR reactions programmed from the same cDNA were pooled, and DNAwas recovered
using a Quiagen PCR cleanup column. The concentration of DNA in each sample was determined from 260/280 OD
measurements and the samples were then mixed with equals amounts of DNA from each. This sample was used for
library generation and sequencing using the Titanium 454 process.

[0173] The results shown in Figure 3B was obtained by performing a run in a half-plate format and filtered to consider
only IgG sequences.

[0174] Some portions of above description describe the aspects in terms of algorithms and symbolic representations
of operations on information. These algorithmic descriptions and representations are commonly used by those skilled
in the data processing arts to convey the substance of their work effectively to others skilled in the art. These operations,
while described functionally, computationally, or logically, are understood to be implemented by computer programs or
equivalent electrical circuits, microcode, or the like. Furthermore, it has also proven convenient at times, to refer to these
arrangements of operations as modules, without loss of generality. The described operations and their associated
modules can be embodied in software, firmware, hardware, or any combinations thereof.

[0175] Although the foregoing invention has been described in some detail by way of illustration and example for
purposes of clarity of understanding, it will be readily apparent to one of ordinary skill in the art in light of these teachings
that certain changes and modifications can be made without departing from the scope of the appended claims.

Claims
1. A method of generating monoclonal antibodies, comprising the steps of:
a) creating a cDNA sequence library, the creating comprising the steps of:

i) isolating mRNA from lymphocytes isolated from a host subject that has been immunized with an antigen;
ii) reverse transcribing the mRNA to cDNA,;

i)y amplifying target antibody cDNA sequences; and

iv) sequencing the target antibody cDNA sequences; and

b) analyzing the frequency of target antibody cDNA sequences, comprising:

(i comparing the relative frequencies of target antibody cDNA sequences before and after exposure to the
antigen, wherein target antibody cDNA sequences having a significantly higher frequency after exposure
to the antigen are identified as candidate antibody sequences; or

(ii) comparing the relative frequencies of target antibody cDNA sequences at two or more times after
exposure to the antigen, wherein target antibody cDNA sequences having a significantly lower frequency
in later times are identified as candidate antibody sequences.

2. The method of claim 1, wherein the lymphocytes comprise B cells and T cells, optionally wherein the lymphocytes
comprise isolated B cells.
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The method of claim 1 or claim 2, wherein the immunizing step comprises multiple exposures to the same or related
antigens, and wherein analyzing the frequency of target antibody comprises comparing target antibody cDNA se-
quences that have related but not identical heavy chain regions.

The method of any one of claims 1-3, further comprising re-immunizing the host subject with the antigen, creating
a cDNA sequence library after the re-immunization, and comparing the relative frequencies of the target antibody
sequences before and after the re-immunization, wherein antibody sequences present at a significantly higher
frequency after the re-immunization are identified as mature candidate antibody sequences.

The method of any one of claims 1-4, wherein the target antibody sequences comprise immunoglobulin (Ig) heavy
chain variable domain sequences.

The method of any one of claims 1-5, wherein the target antibody sequences comprise sequences of one or more
complementarity determining regions (CDRs) of an immunoglobulin (Ig) heavy chain variable domain.

The method of any one of claims 1-6, further comprising subcloning the candidate antibody sequences with a light
chain variable domain sequence and an Ig framework to produce a set of candidate monoclonal antibodies, optionally
wherein the Ig framework is a human Ig framework.

The method of claim 7, further comprising assaying the candidate monoclonal antibodies for affinity to the antigen.

The method of claim 7 or claim 8, further comprising subjecting the candidate monoclonal antibodies to positive
selection to identify high affinity monoclonal antibodies,

optionally wherein subjecting the candidate monoclonal antibodies to positive selection comprises contacting
the candidate monoclonal antibodies to the antigen bound to a substrate and isolating bound antibodies from
unbound antibodies, and/or

optionally wherein the candidate monoclonal antibodies bind to an antigen with an affinity of at least 1 x 1010
liter/mole, measured as an association constant (K ).

The method of claim 9, further comprising sequencing the high affinity monoclonal antibodies.

The method of any one of claims 1-10, wherein the relative frequencies of target antibody sequences are analyzed
using a bioinformatics software algorithm.

The method of any one of claims 1-11, wherein the amplified target cDNA sequences are sequenced by massively
parallel signature sequencing (MPSS).

The method of any one of claims 1-12, wherein the host subject is an experimental animal, optionally wherein the
host subject is a transgenic animal expressing human antibodies, or optionally wherein the host subject is a human
patient that has been exposed to an antigen or a pathogen or is suffering from a disease which alters the adaptive
immune response.

The method of any one of claims 1-13, wherein the host subject has been immunized with multiple antigens, optionally
wherein the monoclonal antibody is reactive to multiple antigens.

The method of any one of claims 1-14, wherein a background antigen has been administered and selecting against
antibodies that are reactive to the background antigen, optionally wherein the background antigen has been admin-
istered after a first antigen.

Patentanspriiche

1.

Verfahren zur Herstellung von monoklonalen Antikérpern, umfassend die Schritte von:
a) Erstellen einer cDONA-Sequenzbibliothek, wobei das Erstellen die Schritte umfasst von:

i) Isolieren von mRNA aus Lymphozyten, isoliert aus einem Wirtssubjekt, das mit einem Antigen immunisiert
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worden ist;

ii) Reverses Transkribieren der mRNA in cDNA;

iiiy Amplifizieren der cDNA-Sequenzen des Zielantikdrpers; und
iv) Sequenzieren der cDNA-Sequenzen des Zielantikdrpers; und

b) Analysieren der Haufigkeit der cDNA-Sequenzen des Zielantikérpers, umfassend:

i) Vergleichen der relativen Haufigkeiten der cDNA-Sequenzen des Zielantikdrpers vor und nach Exposition
gegeniber dem Antigen, wobei die cDNA-Sequenzen des Zielantikorpers, die nach der Exposition gegen-
Uber dem Antigen eine signifikant hohere Haufigkeit aufweisen, als Kandidaten-Antikérpersequenzen iden-
tifiziert werden; oder

ii) Vergleichen der relativen Haufigkeiten der cDNA-Sequenzen des Zielantikérpers nach zweimaliger oder
mehrmaliger Exposition gegentiber dem Antigen, wobei die cDNA-Sequenzen des Zielantikdrpers, die zu
einem spateren Zeitpunkt eine signifikant geringere Haufigkeit aufweisen, als Kandidaten-Antikérperse-
quenzen identifiziert werden.

Verfahren nach Anspruch 1, wobei die Lymphozyten B-Zellen und T-Zellen umfassen, wobei die Lymphozyten
optional isolierte B-Zellen umfassen.

Verfahren nach Anspruch 1 oder 2, wobei der Immunisierungsschritt mehrfache Expositionen gegeniiber dem glei-
chen oder verwandten Antigenen umfasst, und wobei Analysieren der Haufigkeit des Zielantikérpers Vergleichen
der cDNA-Sequenzen des Zielantikdrpers umfasst, die verwandte, aber nicht identische Regionen der schweren
Kette aufweisen.

Verfahren nach einem der Anspriiche 1-3, weiter umfassend Reimmunisieren des Wirtssubjekts mit dem Antigen,
Erstellen einer cDNA-Sequenzbibliothek nach dem Reimmunisieren, und Vergleichen der relativen Haufigkeiten
der Sequenzen des Zielantikdrpers vor und nach der Reimmunisierung, wobei Antikdrpersequenzen, die nach dem
Reimmunisieren mit einer signifikant héheren Haufigkeit vorhanden sind als reife Kandidaten-Antikérpersequenzen
identifiziert werden.

Verfahren nach einem der Anspriiche 1-4, wobei die Sequenzen des Zielantikérpers Sequenzen der variablen
Domane der schweren Kette des Immunglobulins (Ig) umfassen.

Verfahren nach einem der Anspriiche 1-5, wobei die Sequenzen des Zielantikdrpers Sequenzen von einer oder
mehreren komplementaritatsbestimmenden Regionen (CDRs) einer variablen Domane der schweren Kette des
Immunglobulins (Ig) umfassen.

Verfahren nach einem der Anspriiche 1-6, weiter umfassend Subklonieren der Kandidaten-Antikdrpersequenzen
mit einer Sequenz der variablen Domane der leichten Kette und einem Ig-Gerist, um ein Set von monoklonalen
Kandidaten-Antikorpern herzustellen, wobei das |g-Gerist optional ein humanes Ig-Gerust ist.

Verfahren nach Anspruch 7, weiter umfassend Untersuchen der monoklonalen Antikorper-Kandidaten auf Affinitat
fir das Antigen.

Verfahren nach Anspruch 7 oder 8, weiter umfassend Unterziehen der monoklonalen Antikorper-Kandidaten positiver
Selektion, um hochaffine monoklonale Antikdrper zu identifizieren,

wobei Unterziehen der monoklonalen Antikdrper-Kandidaten positiver Selektion Kontaktieren der monoklonalen
Antikérper-Kandidaten mit dem an ein Substrat gebundenem Antigen und Isolieren gebundener Antikérper von
ungebundenen Antikdrpern umfasst, und/oder

wobeidie monoklonalen Antikdrper-Kandidaten miteiner Affinitat von mindestens 1x 1010 Liter/mol an ein Antigen
binden, gemessen als eine Dissoziationskonstante (K,¢).

Verfahren nach Anspruch 9, weiter umfassend Sequenzieren der hochaffinen monoklonalen Antikérper.

Verfahren nach einem der Anspriiche 1-10, wobei die relativen Haufigkeiten der Sequenzen des Zielantikorpers
unter Verwendung eines bioinformatischen Software-Algorithmus’ analysiert werden.
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Verfahren nach einem der Anspriiche 1-11, wobei die amplifizierten Ziel-cDNA-Sequenzen durch massives paral-
leles Signatursequenzieren (MPSS) sequenziert werden.

Verfahren nach einem der Anspriiche 1-12, wobei das Wirtssubjekt ein Versuchstier ist, wobei das Wirtssubjekt
optional ein transgenes Tier ist, das humane Antikorper exprimiert, oder wobeidas Wirtssubjekt optional ein humaner
Patient ist, der gegeniber einem Antigen oder einem Pathogen exponiert worden ist oder der an einer Krankheit
leidet, die die adaptive Immunantwort andert.

Verfahren nach einem der Anspriiche 1-13, wobei das Wirtssubjekt mit mehreren Antigenen immunisiert worden
ist, wobei der monoklonale Antikdrper optional reaktiv gegenliber mehreren Antigenen ist.

Verfahren nach einem der Anspriiche 1-14, wobei ein Hintergrundsantigen verabreicht worden ist, und Selektieren
gegen Antikorper, die gegenliber dem Hintergrundsantigen reaktiv sind, wobei das Hintergrundsantigen optional
nach einem ersten Antigen verabreicht worden ist.

Revendications

1.

Procédé de génération d’anticorps monoclonaux, comprenant les étapes qui consistent :
a) a créer une banque de séquences d’ADNc, la création comprenant les étapes qui consistent :

i) a isoler TARNm de lymphocytes isolés d’un sujet hdte qui a été immunisé avec un antigéne ;
i) a effectuer une transcription inverse de TARNm en ADNCc ;

i) @ amplifier des séquences d’ADNc d’anticorps cibles ; et

iv) a séquencer les séquences d’ADNc d’anticorps cibles ; et

b) a analyser la fréquence des séquences d’ADNc d’anticorps cibles, comprenant le fait :

(i) de comparer les fréquences relatives de séquences d’ADNc d’anticorps cibles avant et aprés 'exposition
alantigéne, ol des séquences d’ADNc d’anticorps cibles ayant une fréquence significativement plus élevée
aprés I'exposition a 'antigéne sont identifiées en tant que séquences d’anticorps candidats ; ou

(ii) de comparer les fréquences relatives de séquences d’ADNc d’anticorps cibles a deux reprises ou plus
aprés I'exposition a I'antigéne, ou des séquences d’ADNc d’anticorps cibles ayant une fréquence signifi-
cativement plus faible ultérieurement sont identifiées en tant que séquences d’anticorps candidats.

Procédé de la revendication 1, dans lequel les lymphocytes comprennent des cellules B et des cellules T, faculta-
tivement ol les lymphocytes comprennent des cellules B isolées.

Procédé de la revendication 1 ou 2, dans lequel I'étape d’immunisation comprend de multiples expositions aux
mémes antigénes ou a des antigénes apparentés, et ol 'analyse de la fréquence d’anticorps cible comprend le fait
de comparer des séquences d’ADNc d’anticorps cibles qui ont des régions de chaines lourdes apparentées mais
non identiques.

Procédé de l'une quelconque des revendications 1 a 3, comprenant en outre le fait de réimmuniser le sujet hote
avec I'antigéne, de créer une banque de séquences d’ADNc aprés la réimmunisation, et de comparer les fréquences
relatives des séquences d’anticorps cibles avant etapres laréimmunisation, ou des séquences d’anticorps présentes
a une fréquence significativement plus élevée aprés la réimmunisation sont identifi€es comme des séquences
d’anticorps candidats matures.

Procédé de 'une quelconque des revendications 1 a 4, dans lequel les séquences d’anticorps cibles comprennent
des séquences de domaine variable de chaine lourde d’immunoglobuline (lg).

Procédé de I'une quelconque des revendications 1 a 5, dans lequel les séquences d’anticorps cibles comprennent
des séquences d’une ou de plusieurs région(s) de détermination de complémentarité (CDR) d’un domaine variable

de chaine lourde d’immunoglobuline (lg).

Procédé de 'une quelconque des revendications 1 a 6, comprenant en outre le fait de sous-cloner les séquences
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d’anticorps candidats avec une séquence de domaine variable de chaine légére et une structure d’lg afin de produire
un ensemble d’anticorps monoclonaux candidats, facultativement, ou la structure d’lg est une structure d’lg humaine.

Procédé de la revendication 7, comprenant en outre le fait de tester les anticorps monoclonaux candidats pour
Iaffinité a 'antigéne.

Procédé de la revendication 7 ou 8, comprenant en outre le fait de soumettre les anticorps monoclonaux candidats
a une sélection positive pour identifier des anticorps monoclonaux de haute affinité,

facultativement ou le fait de soumettre les anticorps monoclonaux candidats a une sélection positive comprend la
mise en contact des anticorps monoclonaux candidats avec I'antigéne lié a un substrat et I'isolement d’anticorps
liés d’anticorps non liés, et/ou

facultativement ou les anticorps monoclonaux candidats se lient @ un antigéne avec une affinité d’au moins 1 X
1070 litre/mole, mesurée en tant que constante d’association (Ka)-

Procédé de larevendication 9, comprenant en outre le fait de séquencer les anticorps monoclonaux de haute affinité.

Procédé de I'une quelconque des revendications 1 a 10, dans lequel les fréquences relatives de séquences d’an-
ticorps cibles sont analysées en utilisant un algorithme de logiciel de bioinformatique.

Procédé de l'une quelconque des revendications 1 a 11, dans lequel les séquences d’ADNCc cibles amplifiées sont
séquencées par séquencgage de sighature massivement paralléle (MPSS).

Procédé de I'une quelconque des revendications 1 a 12, dans lequel le sujet héte est un animal expérimental,
facultativement ou le sujet hote est un animal transgénique exprimant des anticorps humains, ou facultativement,
ou le sujet hote est un patient humain qui a été exposé a un antigéne ou un agent pathogéne ou est atteint d’'une
maladie qui modifie la réponse immunitaire adaptative.

Procédé de 'une quelconque des revendications 1 a 13, dans lequel le sujet héte a été immunisé avec des antigénes
multiples, facultativement ol 'anticorps monoclonal est réactif a des antigénes multiples.

Procédé de I'une quelconque des revendications 1 a 14, dans lequel un antigéne de fond a été administré et la

sélection contre des anticorps qui sont réactifs a 'antigéne de fond a été effectuée, facultativement ou l'antigéne
de fond a été administré aprés un premier antigéne.
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Figure 3A
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Figure 3A
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Figure 4

[ Candidate Heavy Chain Seguence Library ]

Gene
Synthesis

[ Candidate Heavy Chain Ciohes ]

PCR \

Co-transfect

from MPSS &/or LC-MS-MS

Light chain mixed isctype
Cione set

Candidate Light Chain Ciones J

< _screen_—

Monocional Antibody Set ]

34



EP 2 387 627 B1

REFERENCES CITED IN THE DESCRIPTION

This list of references cited by the applicant is for the reader’s convenience only. It does not form part of the European
patent document. Even though great care has been taken in compiling the references, errors or omissions cannot be

excluded and the EPO disclaims all liability in this regard.

Patent documents cited in the description

e EP 2088432 A [0006]

e US 4816567 A, Cabilly [0052]

« WO 0114424 A [0074]

e WO 0037504 A [0074]

* US 5585089 A [0076]

e US 5225539 A [0076]

e US 4342566 A [0079]

e US 4683195 A, Sambrook; Ausubel [0096]
e US 4683202 A [0096]

¢ WO 0018957 A, Mermod [0102]
e US 6013445 A [0109]

e US 5846719 A [0109]

e US 5714330 A [0109]

e US 4458066 A [0117]

e US5721118 A[0120]

Non-patent literature cited in the description

e WARD et al. Nature, 1989, vol. 341, 544-546 [0049]

* BIRD et al. Science, 1988, vol. 242, 423-426 [0050]

¢ HUSTON et al. Proc Nat/ Acad Sci USA, 1988, vol.
85, 5879-5883 [0050]

* QUEEN et al. Proc Nat!/ Acad Sci USA, 1989, vol. 86,
10029-10033 [0052]

e WINDHAGEN et al. Immunity, 1995, vol. 2, 373-380
[0061]

. HARDING et al. Proc Natl/ Acad Sci, 1989, vol. 86,
4230-4234 [0061]

e SIRAGANIAN et al. TIPS, 1983, vol. 4, 432-437
[0061]

* PETERS et al. Blood, 1988, vol. 72, 1310-1315
[0062]

o HARLOW ; LANE. Antibodies, A Laboratory Manual.
1988 [0068]

* MORRISON et al. Proc Nat!/ Acad Sci, 1984, vol. 81,
6851-6855 [0073]

e ELLOUZ et al. Biochem Biophys Res Commun,
1974, vol. 59, 1317 [0085]

e CHEDID et al. Prog Allergy, 1978, vol. 25, 63 [0085]

* BYARS et al. Vaccine, 1987, vol. 5, 223 [0085]

e CHEDID et al. Infect Immun, vol. 35, 417 [0085]

*  GISLER etal./mmunomodulations of Microbial Prod-
ucts and Related Synthetic Compounds, 1981, 167
[0085]

e OTT et al. MF59-Design and Evaluation of a Safe
and Potent Adjuvant for Human Vaccines. Vaccine
Design: The Subunit and Adjuvant Approach, 1995,
277-296 [0085]

35

US 6025155 A [0120]
US 5426039 A [0128]
US 5580859 A [0130]
US 6096718 A [0130]
US 6110458 A [0130]
US 6113913 A [0130]
US 5631236 A [0130]
US 6117681 A [0130]
US 6107478 A [0130]
US 5658775 A [0130]
US 5449614 A [0130]
US 6110456 A [0130]
US 5474935 A [0130]
US 20040126829 A [0151]

WHITE et al. Adv Exp Med Biol, 1991, vol. 303,
207-210 [0085]

KENSIL et al. J Immunol, 1992, vol. 148, 1519-1525
[0085]

KENSIL et al. J Immunol, 1991, vol. 146, 431-437
[0085]

CHOMCZYNSKI ; SACCHI. Anal Biochem, 1987,
vol. 162, 156-159 [0093]

PCR PROTOCOLS, A GUIDE TO METHODS AND
APPLICATIONS. Academic Press, 1990 [0096]
PCR STRATEGIES. Academic Press, Inc, [0096]
WU. Genomics, 1989, vol. 4, 560 [0096]
LANDEGREN. Science, 1988, vol. 241, 1077 [0096]
BARRINGER. SCIENCE, 1990, vol. 89, 117 [0096]
KWOH. Proc Nat! Acad Sci USA, 1989, vol. 86, 1173
[0096]

GUATELLI. Proc Natl Acad Sci USA, 1990, vol. 87,
1874 [0096]

SMITH. J Clin Microbiol, 1997, vol. 35, 1477-1491
[0096]

BURG. Mo/ Cell Probes, 1996, vol. 10, 257-271
[0096]

BERGER. Methods Enzymol, 1987, vol. 152,
307-316 [0096]

SOOKNANAN. Bijotechnology, 1995, vol. 13,
563-564 [0096]

ADESSI et al. Nucleic Acids Res, 2000, vol. 28 (20),
e87 [0102]



EP 2 387 627 B1

SHENDURE et al. Accurate Multiplex Polony Se-
quencing of an Evolved Bacterial Genome. Sciencex-
press, 04 August 2005, 1, www.sciencexpress.org/4
Aug. 2005/Pagel/10.1126/science.1117389 [0104]
MARGULIES et al. Genome Sequencing in Micro-
fabricated High-Density Picolitre Reactors. Nature,
31 July 2005, www.nature.com/nature [0104]
ADAMS. JAm Chem Soc, 1983, vol. 105, 661 [0117]
BELOUSOV. Nucleic Acids Res, 1997, vol. 25,
3440-3444 [0117]

FRENKEL. Free Radic Biol Med, 1995, vol. 19,
373-380 [0117]

BLOMMERS. Biochemistry,
7886-7896 [0117]

NARANG. Meth Enzymol, 1979, vol. 68, 90 [0117]
BROWN. Meth Enzymol, 1979, vol. 68, 109 [0117]
BEAUCAGE. Tetra Lett, 1981, vol. 22, 1859 [0117]
MOLECULAR CLONING: A LABORATORY MANU-
AL. Cold Spring Harbor Laboratory, 2001, vol. 1-3
[0118]

CURRENT PROTOCOLS IN MOLECULAR BIOLO-
GY. John Wiley & Sons, Inc, 1997 [0118]
LABORATORY TECHNIQUES IN BIOCHEMISTRY
AND MOLECULAR BIOLOGY: HYBRIDIZATION
WITH NUCLEIC ACID PROBES. Theory and Nucleic
Acid Preparation. Elsevier, 1993 [0118]
ROSENFELD. Nat Genet, 1997, vol. 15, 333-335
[0120]

WOON. Genomics, 1998, vol. 50, 306-316 [0120]
KERN. Biotechniques, 1997, vol. 23, 120-124 [0120]
WILLIAMS. Biochemistry, 1995, vol. 34, 1787-1797
[0121]

DOBELI. Protein Expr Purif, 1998, vol. 12, 404-414
[0121]

1994, wvol. 33,

36

KROLL. DNA Cell Biol, 1993, vol. 12, 441-53 [0121]
KABAT et al. Sequences of Proteins of Immunolog-
ical Interest. NIH Publ. No. 91-3242, 1991 [0123]
ROBERTS. Nature, 1987, vol. 328, 731 [0129]
SCHNEIDER. Protein Expr Purif, 1995, vol. 6435, 10
[0129]

FENG. Nature Biotechnology, 1997, vol. 15, 866-870
[0130]

BUCHSCHER. J Virol, 1992, vol. 66, 2731-2739
[0130]

JOHANN. J Virol, 1992, vol. 66, 1635-1640 [0130]
OKADA. Gene Ther, 1996, vol. 3, 957-964 [0130]
CUMBER et al. Methods of Enzymology, 1985, vol.
112, 207-224 [0145]

G.T.HERMANSON. Antibody Modification and Con-
jugation, in Bioconjugate Techniques. Academic
Press, 1996 [0146]

MARCH. Advanced Organic Chemistry: Reaction’s,
Mechanism, and Structure. 1985, 349-50, 372-74
[0148]

NEISES et al. Angew Chem. Int Ed Engl, 1978, vol.
17, 522 [0148]

HASSNER et al. Tetrahedron Lett, 1978, 4475
[0148]

BODEN etal. J Org Chem, 1986, vol. 50,2394 [0148]
MATHIAS. Synthesis, 1979, vol. 561 [0148]
Antibody-Antigen Interactions. BERZOFSKY et al.
Fundamental Immunology. Raven Press, 1984
[0152]

KUBY. Janis Immunology. W. H. Freeman and Com-
pany, 1992 [0152]

BEATTY etal. J Imm Meth, 1987, vol. 100, 173-179
[0153]



FIATOUESO EP2IRTE27BI
Adaptiv immuniigs-proflozds valamint ehards monoklonalis antitestel elodliitdadra

1, Flidrs monoklongls antifestek «l0allitdedra, amely eliseds az alabld lpesehet tantsh
MAREA
a)epy DS szekvencia kanyvidvat képatink, amely az alabbi pdseket ogialja magdbaw
1} gy antigénnel immunizall predabd] wolalt Hmfoeitdkbdl mRNSA olddunk;
i} a2 mRNS reverz transskaipoidval cDNS-s€ glakitiuk;
1) g ofl antitest ¢DNS srekvoncidkat amplifikalink; &
vy aedl antitest oINS szekveneitkat szekvendljuk; ¢
b)Y analizaljuk a ool antitest ¢DNY szekvencigh frekvencidjat, amely ax alabbiakat tanalmazza;
i} dsapehasonlitiok & of] antitest cONK seebveneidinak we antipdonek Hridnd kitetiség
el ¢s widnt relativ febvencifid, ahol a o8l antitest azon oINS spekvencidat, ame-
fyek Iényegesen magssabb frebvencidt mutatnak a2 antigénnek Weténd Kitetiséget

kévetben, antitest szekvencia jeldithent nzonosiiuk; vagy

i1} g o anditest cDNS szekvencidinak relatly frebvencidit ax antigénnek 188iénd kitett
adget kovetden k&t vagy 10bl alkalommal Bsszehasonligiuk, ahol a késdbben Bayege-

sen alacsonyabb Dekvencidt mutatd ol antitest ¢DINS srekvencifkal antitest-

srokvencia jeldltként aronositjuk.

2 Ax 1, lpdnypont szerintt oljieds, ahol & Hmifochiak B sejteket &8 T sejtekel tartalmay-

mak, adott esstben, ahol 8 Bmfockdk feolalt B sejieket tartalmaznak,

3 Az b ovagy 2. igdayport szevintt olideds, abol az impmunizdlo Ipsés ugvananuek az
atnigdnnek vagy egy rokon antigénnek tndnd whbsxdrts kitételt tartalma, s ahol a cdl ant-
teeat frekvencidfinak aalizdlasy sordn Sesechasonlitiuk azokat o o8l antiteost eDNS ssekvenci-

3

akat, avpelyek rokon, de nemt azonos nehés lane végidkkal rendetkemnek.

4. Az 13, igénypontok bimmplyike szerintl oljdrds, amelynek sordn fovdbba re-
immunizdliok o gasddt sz antigénnel, & re~immunizaldst kdvetden gy oINS szekvencia
kamyvidrat késsitlink, ds dsszehasonligok a o8l antitest szokvencidinak re-immuonizalis slé
és utini relativ frekvencidit, ahol a resimmunizdlast kivetden Iénvegesen magasabb frekvens

cidn jelenlévé antifest szekvencidbat sratt antilest szekvencia jeldlikent azonosiguk.



3 S

S A 14, igénypontok brmelyike szorintl elifeds, ahol a ol antitest spekvencisk

runo~globulin (lg) schéz lne varidbilis domen seekvencitkal tartaimaznak,

6, Az 150 igénypoutok birmelvike seerinti eljdrds, shol a o8] sutitest szekvenciak egy

imfi}'ﬂﬁ{x»gi(.simi'in {'{g} nehey fng varia‘ibiiis domen spy vagy 10bh komplomenter determinglé

z

7. Az -6, igduypontok biemelyike szevintl clidrds, amelynek sords tovabbd ax antitest
szekvencia jeloltehet egy kdunyll Mne vactdbilis domen seokvencidval g8 eny Ig kereus!
szabkionozzuk monoklondlis antitest-készler elddllitdsdra, ahol adoit esetben ax g heret egy

human Ig keret,

8. AT igdnypont szeviotl eljdrds, amelynek sordn tovabbi a monoklonalis autitestjeltbie-

ket viesgaljuk sz antigdnhez vald affinitdsuk szemponijdbal.

i, AT vagy 8. igénypont szerinit elidras, anmslynek sordn tovidba g jeldll monokbhmalis
antitesieket pc;zitiv szelekeituak veljik ald g nagy affimtdst monoklondlis antitestek kivilases
tasden,

adott esetben ahol a jelilt monoklondlis antitestek positiv srelekeldnak tirsnd wlive-
st soran a jelolt monoklondlis antitesteket egy seubseirgthor kst antipSnnek tessedik ki, &
elvalasetjuk a kS anttissteke -kt amiteatekidl, dadvagy

adott esetben abiel o jeldlt moncklondlis antitestel spy antipdnlisr asszocidcids kons-

tansheént (K kifgjeave lepnlabb 1 g 1 0" ter/ms! alffinitassal kotSdnek,

L AR pdnypont szenintl eljdeds, amelynek sordn tovibbd a nagy affinitissal rendelkezd

maonokiondlis satitesteket srekvendljuk.

Hoo Az B0 igdnypontok barmelyike srevint eljdeds, ahot o oél antitest szekvencink rolg-

ty frekvenctdit boinformatikal szoftver slporitmussal analizdtiuk.

12, Ag 111 igdnypontok barmelyike sverintt eljivds, abol az amplifikalt oél ¢DNS seck-

vencidkat masszivan parallel seignatirs ssekvenaldssal (MPSR) seekvendlivk.



P

13, Az 112, igénypontok barmelyike szerintl elidrds, abol a gazda epy kisérlet allat, adon
gxetbern abol 8 paeda egy humdn antitesteket expresseals transegenikus dllat, vagy adotl eset-
ben ahol g gaeda egy humdn piciens, aki egy antigérnel vagy egy patogénnek lett kitéve vagy
gy olvan betegségben szenved, amely megvilioztatia wz adaptty immunvilasat,

14, Az 1-13 igénypontok brmelyike sserintl eljdvds, ahol a gaddt whb antigénnel tm-

munizaligh, adott esethen ahol a monoklondlis sntitest 1bb antipénne! szembern reakifv.
15, Az 114, igénypontok birmelvike szevinti ¢ljdras, ahol epy hattdr antigdnt adtak be &s

abol kivilasatjuk aron antitestebet, amelvek reaktivak a hattdr antipénre, adott esvtben, ahol &

hattér antigdnt egy elad antipdnt kdvetden adiuk be,

A meghatalmazott




	BIBLIOGRAPHY
	DESCRIPTION
	CLAIMS

