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MARROW INFILTRATING LYMPHOCYTES (MILs) AS A SOURCE OF T-
CELLS FOR CHIMERIC ANTIGEN RECEPTOR (CAR) THERAPY

CROSS-REFERENCE TO RELATED APPLICATIONS
This application claims priority to U.S. Provisional Application No. 62/189,928,
filed July 8, 2015, which is hereby incorporated by reference in its entirety.

BACKGROUND

The large majority of patients with malignancies will die from their disease. One
approach to treating these patients is to genetically modify MILs to target antigens
expressed on tumor cells through the expression of chimeric antigen receptors (“CARs”).
CARs are antigen receptors that are designed to recognize cell surface antigens in a human
leukocyte antigen-independent manner. Outside of the successes with CD19-targeted
approaches, attempts at using genetically modified cells expressing CARs to treat other

malignancies have met with limited success.

SUMMARY

In some embodiments, marrow-infiltrating lymphocytes (“MIL”) comprising a
chimeric antigen receptor (“CAR?”) are provided. In some embodiments, the CAR
comprises an extracellular domain that can bind a ligand. In some embodiments, the CAR
comprises an intracellular domain that can initiate an intracellular signaling cascade (e.g., in
the MIL).

In some embodiments, methods for treating a condition in a subject, comprising
administering to the subject a MIL comprising a CAR are provided. In some embodiments,
the method comprises administering to the subject a composition comprising a population
of MILs, wherein each MIL of the population of MILs comprises a CAR.

In some embodiments, methods for making a recombinant MIL, comprising
obtaining bone marrow comprising MILs; and transfecting, transforming, or transducing the
MILs with a nucleic acid encoding a chimeric antigen receptor are provided. The bone
marrow may be obtained from a subject, such as a subject with a neoplasm. The subject

may be a human or a mouse.
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DETAILED DESCRIPTION

In some embodiments, provided herein are compositions and methods for treating
cancer including but not limited to hematologic malignancies and solid tumors. Aspects
relate to, but are not limited to, a strategy of adoptive cell transfer of marrow-infiltrating
lymphocytes (MILs) transduced to express a chimeric antigen receptor (CAR). CARs are
molecules that combine antibody-based specificity for a desired antigen (e.g., tumor
antigen) with a MIL receptor-activating intracellular domain to generate a chimeric protein
that exhibits a specific anti-tumor cellular immune activity.

In some embodiments, the use of MILs genetically modified to stably express a
desired CAR are provided. MILs expressing a CAR are referred to herein as CAR-MILs or
CAR-modified MILs. In some embodiments, the cell can be genetically modified to stably
express an antibody binding domain on its surface, conferring novel antigen specificity that
is MHC independent. In some embodiments, the MIL is genetically modified to stably
express a CAR that combines an antigen recognition domain of a specific antibody with an
intracellular domain of the CD3( chain or FcyRI protein into a single chimeric protein.

In some embodiments, the CAR comprises an extracellular domain having an
antigen recognition domain, a transmembrane domain, and a cytoplasmic domain. In some
embodiments, the transmembrane domain that naturally is associated with one of the
domains in the CAR is used. In some embodiments, the transmembrane domain can be
selected or modified by amino acid substitution to avoid binding of such domains to the
transmembrane domains of the same or different surface membrane proteins to minimize
interactions with other members of the receptor complex. For example, the transmembrane
domain may be a CD8a hinge domain.

With respect to the cytoplasmic domain, a CAR, for example, can be designed to
comprise the CD28 and/or 4-1BB signaling domain by itself or be combined with any other
desired cytoplasmic domain(s) useful in the context of the CAR. In some embodiments, the
cytoplasmic domain of the CAR can be designed to further comprise the signaling domain
of CD3({. For example, the cytoplasmic domain of the CAR can include but is not limited
to CD3(, 4-1BB, and CD28 signaling modules, and combinations thereof. Accordingly, the
embodiments provides CAR-MILs and methods of their use for adoptive therapy.

In some embodiments, the CAR-MILs can be generated by introducing a lentiviral

vector comprising a desired CAR (e.g., a CAR comprising anti-CD19, transmembrane
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domain, and human 4-1BB) into the cells. The CAR-MILs are, for example, able to
replicate in vivo resulting in long-term persistence that can lead to sustained tumor control.

In some embodiments, administering a genetically-modified MIL expressing a CAR
for the treatment of a patient having a neoplasm using an infusion of CAR-MILs are
provided. In some embodiments, autologous infusions are used in the treatment.
Autologous MILs are collected from a patient in need of treatment and are activated and
expanded using methods described herein and known in the art and then infused back into
the patient.

In some embodiments, MILs expressing an anti-CD19 CAR including both CD3(
and the 4-1BB costimulatory domain are used. In some instances, the CAR MILs infused
into a patient can eliminate leukemia cells 772 vivo in patients. However, the embodiments
are not limited to MILs that target CD19 or signal through CD3( and/or 4-1BB mediated
pathways. For example, the embodiments include any antigen-binding moiety fused with
one or more intracellular domains selected from the group consisting of a CD137 (4-1BB)
signaling domain, a CD28 signaling domain, a CD3( signal domain, and any combination

thereof.

DEFINITIONS

The articles “a” and “an” are used herein to refer to one or to more than one (i.e., to
at least one) of the grammatical object of the article. By way of example, “an element”
means one element or more than one element.

As used in this document, terms “comprise,” “have,” “has,” and “include” and their
conjugates, as used herein, mean “including but not limited to.” While various
compositions, and methods are described in terms of “comprising” various components or
steps (interpreted as meaning “including, but not limited to”), the compositions, methods,
and devices can also “consist essentially of” or “consist of” the various components and
steps, and such terminology should be interpreted as defining essentially closed-member
groups.

“Activation”, as used herein, refers to the state of a MIL that has been sufficiently
stimulated to induce detectable cellular proliferation. Activation can also be associated
with induced cytokine production, and detectable effector functions. The term “activated

MILs” refers to, among other things, MILs that are undergoing cell division.
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The term “antibody,” as used herein, refers to an immunoglobulin molecule which
specifically binds with an antigen. Antibodies can be intact immunoglobulins derived from
natural sources or from recombinant sources and can be immunoreactive portions of intact
immunoglobulins. The antibodies may exist in a variety of forms including, for example,
polyclonal antibodies, monoclonal antibodies, Fv, Fab and F(ab)2, as well as single chain
antibodies and humanized antibodies.

The term “antibody fragment” refers to a portion of an intact antibody and refers to
the antigenic determining variable regions of an intact antibody. Examples of antibody
fragments include, but are not limited to, Fab, Fab’, F(ab')2, and Fv fragments, linear
antibodies, scFv antibodies, and multispecific antibodies formed from antibody fragments.

The term “antigen” as used herein is defined as a molecule that provokes an immune
response. This immune response may involve either antibody production, or the activation
of specific immunologically-competent cells, or both. The skilled artisan will understand
that any macromolecule, including virtually all proteins or peptides, can serve as an antigen.
Furthermore, antigens can be derived from recombinant or genomic DNA. A skilled artisan
will understand that any DNA, which comprises a nucleotide sequences or a partial
nucleotide sequence encoding a protein that elicits an immune response therefore encodes
an “antigen” as that term is used herein. Furthermore, one skilled in the art will understand
that an antigen need not be encoded solely by a full length nucleotide sequence of a gene.
It is readily apparent that the embodiments include, but are not limited to, the use of partial
nucleotide sequences of more than one gene and that these nucleotide sequences are
arranged in various combinations to elicit the desired immune response. Moreover, a
skilled artisan will understand that an antigen need not be encoded by a “gene” at all. Itis
readily apparent that an antigen can be generated synthesized or can be derived from a
biological sample. Such a biological sample can include, but is not limited to a tissue
sample, a tumor sample, a cell or a biological fluid.

The term “anti-tumor effect” as used herein, refers to a biological effect that can be
manifested by a decrease in tumor volume, a decrease in the number of tumor cells, a
decrease in the number of metastases, an increase in life expectancy, or amelioration of
various physiological symptoms associated with the cancerous condition. An “anti-tumor
effect” can also be manifested by the ability of the peptides, polynucleotides, cells and

antibodies to prevent the occurrence of tumor in the first place.
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The term “auto-antigen” means any self-antigen which is mistakenly recognized by
the immune system as being foreign. Auto-antigens comprise, but are not limited to,
cellular proteins, phosphoproteins, cellular surface proteins, cellular lipids, nucleic acids,
glycoproteins, including cell surface receptors.

The term “autoimmune disease” as used herein is defined as a disorder that results
from an autoimmune response. An autoimmune disease is the result of an inappropriate
and excessive response to a self-antigen. Examples of autoimmune diseases include but are
not limited to, Addision's disease, alopecia greata, ankylosing spondylitis, autoimmune
hepatitis, autoimmune parotitis, Crohn's disease, diabetes (Type I), dystrophic
epidermolysis bullosa, epididymitis, glomerulonephritis, Graves' disease, Guillain-Barr
syndrome, Hashimoto's disease, hemolytic anemia, systemic lupus erythematosus, multiple
sclerosis, myasthenia gravis, pemphigus vulgaris, psoriasis, theumatic fever, rheumatoid
arthritis, sarcoidosis, scleroderma, Sjogren's syndrome, spondyloarthropathies, thyroiditis,
vasculitis, vitiligo, myxedema, pernicious anemia, ulcerative colitis, among others.

As used herein, the term “autologous” is meant to refer to any material derived from
the same individual to which it is later to be re-introduced into the individual.

“Allogeneic” refers to a graft derived from a different animal of the same species.

“Xenogeneic” refers to a graft derived from an animal of a different species.

The term “cancer” as used herein is defined as disease characterized by the rapid
and uncontrolled growth of aberrant cells. Cancer cells can spread locally or through the
bloodstream and lymphatic system to other parts of the body. Examples of various cancers
include but are not limited to, breast cancer, prostate cancer, ovarian cancer, cervical
cancer, skin cancer, pancreatic cancer, colorectal cancer, renal cancer, liver cancer, brain
cancer, lymphoma, leukemia, lung cancer and the like.

“Co-stimulatory ligand,” as the term is used herein, includes a molecule on an
antigen presenting cell (e.g., an aAPC, dendritic cell, B cell, and the like) that specifically
binds a cognate co-stimulatory molecule on a MIL, thereby providing a signal which, in
addition to the primary signal provided by, for instance, binding of a TCR/CD3 complex
with an MHC molecule loaded with peptide, mediates a MIL response, including, but not
limited to, proliferation, activation, differentiation, and the like. A co-stimulatory ligand can
include, but is not limited to, CD7, B7-1 (CD80), B7-2 (CD86), PD-L1, PD-L2, 4-1BBL,
OXA40L, inducible costimulatory ligand (ICOS-L), intercellular adhesion molecule (ICAM),
CD30L, CD40, CD70, CD83, HLA-G, MICA, MICB, HVEM, lymphotoxin beta receptor,
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3/TR6, ILT3, ILT4, HVEM, an agonist or antibody that binds Toll ligand receptor and a
ligand that specifically binds with B7-H3. A co-stimulatory ligand also encompasses, inter
alia, an antibody that specifically binds with a co-stimulatory molecule present on a MIL,
such as, but not limited to, CD27, CD28, 4-1BB, 0X40, CD30, CD40, PD-1, ICOS,
lymphocyte function-associated antigen-1 (LFA-1), CD2, CD7, LIGHT, NKG2C, B7-H3,
and a ligand that specifically binds with CDS83.

A “co-stimulatory molecule” refers to the cognate binding partner on a MIL that
specifically binds with a co-stimulatory ligand, thereby mediating a co-stimulatory response
by the MIL, such as, but not limited to, proliferation. Co-stimulatory molecules include,
but are not limited to an MHC class I molecule, BTLA and a Toll ligand receptor.

A “co-stimulatory signal”, as used herein, refers to a signal, which in combination
with a primary signal, such as TCR/CD3 ligation, leads to MIL proliferation and/or
upregulation or downregulation of key molecules.

A “disease” is a state of health of a subject wherein the subject cannot maintain
homeostasis, and wherein if the disease is not ameliorated then the animal's health
continues to deteriorate. In contrast, a “disorder” in a subject is a state of health in which
the subject is able to maintain homeostasis, but in which the subject’s state of health is less
favorable than it would be in the absence of the disorder. Left untreated, a disorder does
not necessarily cause a further decrease in the subject’s state of health.

An “effective amount” as used herein, means an amount which provides a
therapeutic or prophylactic benefit.

“Encoding” refers to the inherent property of specific sequences of nucleotides in a
polynucleotide, such as a gene, a cDNA, or an mRNA, to serve as templates for synthesis of
other polymers and macromolecules in biological processes having either a defined
sequence of nucleotides (i.e., TRNA, tRNA and mRNA) or a defined sequence of amino
acids and the biological properties resulting therefrom. Thus, a gene encodes a protein if
transcription and translation of mRNA corresponding to that gene produces the protein in a
cell or other biological system. Both the coding strand, the nucleotide sequence of which is
identical to the mRNA sequence and is usually provided in sequence listings, and the non-
coding strand, used as the template for transcription of a gene or cDNA, can be referred to
as encoding the protein or other product of that gene or cDNA.

As used herein “endogenous” refers to any material from or produced inside an

organism, cell, tissue or system.
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As used herein, the term “exogenous” refers to any material introduced from or
produced outside an organism, cell, tissue or system.

The term “expression” as used herein is defined as the transcription and/or
translation of a particular nucleotide sequence driven by its promoter.

“Expression vector” refers to a vector comprising a recombinant polynucleotide
comprising expression control sequences operatively linked to a nucleotide sequence to be
expressed. An expression vector comprises sufficient cis-acting elements for expression;
other elements for expression can be supplied by the host cell or in an in vitro expression
system. Expression vectors include all those known in the art, such as cosmids, plasmids
(e.g., naked or contained in liposomes) and viruses (e.g., lentiviruses, retroviruses,
adenoviruses, and adeno-associated viruses) that incorporate the recombinant
polynucleotide.

“Homologous” refers to the sequence similarity or sequence identity between two
polypeptides or between two nucleic acid molecules. When a position in both of the two
compared sequences is occupied by the same base or amino acid monomer subunit, e.g., if a
position in each of two DNA molecules is occupied by adenine, then the molecules are
homologous at that position. The percent of homology between two sequences is a function
of the number of matching or homologous positions shared by the two sequences divided
by the number of positions compared x100. For example, if 6 of 10 of the positions in two
sequences are matched or homologous then the two sequences are 60% homologous. By
way of example, the DNA sequences ATTGCC and TATGGC share 50% homology.
Generally, a comparison is made when two sequences are aligned to give maximum
homology.

The term “immunoglobulin” or “Ig,” as used herein is defined as a class of proteins,
which function as antibodies. Antibodies expressed by B cells are sometimes referred to as
the BCR (B cell receptor) or antigen receptor. The five members included in this class of
proteins are IgA, IgG, IgM, IgD, and IgE.

“Isolated” means altered or removed from the natural state. For example, a nucleic
acid or a peptide naturally present in a living animal is not “isolated,” but the same nucleic
acid or peptide partially or completely separated from the coexisting materials of its natural
state is “isolated.” An isolated nucleic acid or protein can exist in substantially purified

form, or can exist in a non-native environment such as, for example, a host cell.
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As used herein, the following abbreviations for the commonly occurring nucleic
acid bases are used. “A” refers to adenosine, “C” refers to cytosine, “G” refers to
guanosine, “T” refers to thymidine, and “U” refers to uridine.

A “lentivirus” as used herein refers to a genus of the Retroviridae family.
Lentiviruses are unique among the retroviruses in being able to infect non-dividing cells;
they can deliver a significant amount of genetic information into the DNA of the host cell,
so they are one of the most efficient methods of a gene delivery vector. HIV, SIV, and FIV
are all examples of lentiviruses. Vectors derived from lentiviruses offer the means to
achieve significant levels of gene transfer in vivo.

The term “marrow infiltrating lymphocyte” (“MIL”) as used herein refers to a
lymphocyte derived from the bone marrow. Marrow infiltrating lymphocytes (“MILs”)
have many distinguishable differences from peripheral blood lymphocytes as well as tumor
infiltrating lymphocytes (“TILs”). The bone marrow (“BM”) microenvironment is a special
immunologic niche due to the richness of antigen presenting cells (“APC”). The presence
of these antigen presenting cells allows for the processing and presenting of antigen to
sustain the higher levels of central memory cells that are found in the bone marrow
compartment. (Li JM et al J Immunol. 2009 Dec 15;183(12):7799-809). These MILs
express memory markers such as CD45RO+ and CD62L+ and there are more memory
MILs than memory cells found in the PBL. (Noonan K et al Clin Cancer Res. 2012 Mar
1;18(5):1426-34). Furthermore, MILs are not just the “TILs” of hematologic malignancies
because of their ability to continuously prime memory cells to antigen (Beckhove P et al J
Clin Invest. 2004 Jul 1; 114(1): 67-76; Castiglioni P et al 6 J Immunol 2008; 180:4956-
4964). MILs also express more CXCR4 than their PBL counterparts due to the cognate
antigen stromal derived factor type 1 (“SDF1”) that is expressed in great amounts in the
bone marrow stroma (Noonan K et al Cancer Res. 2005 Mar 1;65(5):2026-34). The
expression of 41BB is also increased in MILs compared to PBLs, likely due to the hypoxic
nature of the BM micro-environment. Further, MILs can be harvested and expanded from
all patients, in contrast with TILs(Noonan, K et al Sci Transl Med. 2015 May
20;7(288):288ra78). TILs are found in only about 50% of patients, and only about 25% of
patients comprise expandable TILs. In contrast to peripheral blood lymphocytes (PBLs),
MILs possess a broad endogenous antigenic repertoire which account for their intrinsic
tumor specificity — a feature which is completely absent in PBLs (Noonan et al Clin Cancer

Res).
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Unless otherwise specified, a “nucleotide sequence encoding an amino acid
sequence” includes all nucleotide sequences that are degenerate versions of each other and
that encode the same amino acid sequence. Nucleotide sequences that encode proteins and
RNA may include introns.

The term “operably linked” refers to functional linkage between a regulatory
sequence and a heterologous nucleic acid sequence resulting in expression of the latter. For
example, a first nucleic acid sequence is operably linked with a second nucleic acid
sequence when the first nucleic acid sequence is placed in a functional relationship with the
second nucleic acid sequence. For instance, a promoter is operably linked to a coding
sequence if the promoter affects the transcription or expression of the coding sequence.
Generally, operably linked DNA sequences are contiguous and, where necessary to join two
protein coding regions, in the same reading frame.

The term “overexpressed” tumor antigen or “overexpression” of the tumor antigen
is intended to indicate an abnormal level of expression of the tumor antigen in a cell from a
disease area like a solid tumor within a specific tissue or organ of the patient relative to the
level of expression in a normal cell from that tissue or organ. Patients having solid tumors
or a hematological malignancy characterized by overexpression of the tumor antigen can be
determined by standard assays known in the art.

“Parenteral” administration of an immunogenic composition includes, e.g.,
subcutaneous (s.c.), intravenous (1.v.), intramuscular (i.m.), or intrasternal injection, or

infusion techniques.

2% 2% ¢

The terms “patient,” “subject,” “individual,” and the like are used interchangeably
herein, and refer to any animal, or cells thereof whether in vitro or in situ, amenable to the
methods described herein. In certain non-limiting embodiments, the patient, subject or
individual is a human.

2%

As used herein, the terms “peptide,” “polypeptide,” and “protein” are used
interchangeably, and refer to a compound comprised of amino acid residues covalently
linked by peptide bonds. A protein or peptide must contain at least two amino acids, and no
limitation is placed on the maximum number of amino acids that can comprise a protein's or
peptide's sequence. Polypeptides include any peptide or protein comprising two or more
amino acids joined to each other by peptide bonds. As used herein, the term refers to both
short chains, which also commonly are referred to in the art as peptides, oligopeptides and

oligomers, for example, and to longer chains, which generally are referred to in the art as
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proteins, of which there are many types. “Polypeptides” include, for example, biologically
active fragments, substantially homologous polypeptides, oligopeptides, homodimers,
heterodimers, variants of polypeptides, modified polypeptides, derivatives, analogs, fusion
proteins, among others. The polypeptides include natural peptides, recombinant peptides,
synthetic peptides, or a combination thereof.

The term “promoter” as used herein is defined as a DNA sequence recognized by
the synthetic machinery of the cell, or introduced synthetic machinery, required to initiate
the specific transcription of a polynucleotide sequence.

As used herein, the term “promoter/regulatory sequence” means a nucleic acid
sequence which is required for expression of a gene product operably linked to the
promoter/regulatory sequence. In some instances, this sequence may be the core promoter
sequence and in other instances, this sequence may also include an enhancer sequence and
other regulatory elements which are required for expression of the gene product. The
promoter/regulatory sequence may, for example, be one which expresses the gene product
in a tissue specific manner.

A “constitutive” promoter is a nucleotide sequence which, when operably linked
with a polynucleotide which encodes or specifies a gene product, causes the gene product to
be produced in a cell under most or all physiological conditions of the cell.

An “inducible” promoter is a nucleotide sequence which, when operably linked with
a polynucleotide which encodes or specifies a gene product, causes the gene product to be
produced in a cell substantially only when an inducer which corresponds to the promoter is
present in the cell.

A “tissue-specific” promoter is a nucleotide sequence which, when operably linked
with a polynucleotide encodes or specified by a gene, causes the gene product to be
produced in a cell substantially only if the cell is a cell of the tissue type corresponding to
the promoter.

By the term “stimulation,” is meant a primary response induced by binding of a
stimulatory molecule (e.g., a TCR/CD3 complex) with its cognate ligand thereby mediating
a signal transduction event, such as, but not limited to, signal transduction via the
TCR/CD3 complex. Stimulation can mediate altered expression of certain molecules, such

as downregulation of TGF-f, and/or reorganization of cytoskeletal structures, and the like.

-10 -
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A “stimulatory molecule,” as the term is used herein, means a molecule on a MIL
that specifically binds with a cognate stimulatory ligand present on an antigen presenting
cell.

A “stimulatory ligand,” as used herein, means a ligand that when present on an
antigen presenting cell (e.g., an aAPC, a dendritic cell, a B-cell, and the like) can
specifically bind with a cognate binding partner (referred to herein as a “stimulatory
molecule”) on a MIL, thereby mediating a primary response by the MIL, including, but not
limited to, activation, initiation of an immune response, proliferation, and the like.
Stimulatory ligands are well-known in the art and encompass, inter alia, an MHC Class I
molecule loaded with a peptide, an anti-CD3 antibody, a superagonist anti-CD28 antibody,
and a superagonist anti-CD2 antibody.

The term “subject” is intended to include living organisms in which an immune
response can be elicited (e.g., mammals). Examples of subjects include humans, dogs, cats,
mice, rats, and transgenic species thereof.

The term “therapeutic” as used herein means a treatment and/or prophylaxis. A
therapeutic effect is obtained by suppression, remission, or eradication of a disease state.

The term “therapeutically effective amount” refers to the amount of the subject
compound that will elicit the biological or medical response of a tissue, system, or subject
that is being sought by the researcher, veterinarian, medical doctor, or other clinician. The
term “therapeutically effective amount” includes that amount of a compound that, when
administered, is sufficient to prevent development of, or alleviate to some extent, one or
more of the signs or symptoms of the disorder or disease being treated. The therapeutically
effective amount will vary depending on the compound, the disease and its severity and the
age, weight, etc., of the subject to be treated.

To “treat” a disease as the term is used herein, means to reduce the frequency or
severity of at least one sign or symptom of a disease or disorder experienced by a subject.

The term “transfected” or “transformed” or “transduced” as used herein refers to a
process by which exogenous nucleic acid is transferred or introduced into the host cell. A
“transfected” or “transformed” or “transduced” cell is one which has been transfected,
transformed or transduced with exogenous nucleic acid. The cell includes the primary
subject cell and its progeny.

The phrase “under transcriptional control” or “operatively linked” as used herein

means that the promoter is in the correct location and orientation in relation to a

-11 -
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polynucleotide to control the initiation of transcription by RNA polymerase and expression
of the polynucleotide.

A “vector” is a composition of matter which comprises an isolated nucleic acid and
which can be used to deliver the isolated nucleic acid to the interior of a cell. Numerous
vectors are known in the art including, but not limited to, linear polynucleotides,
polynucleotides associated with ionic or amphiphilic compounds, plasmids, and viruses.
Thus, the term “vector” includes an autonomously replicating plasmid or a virus. The term
should also be construed to include non-plasmid and non-viral compounds which facilitate
transfer of nucleic acid into cells, such as, for example, polylysine compounds, liposomes,
and the like . Examples of viral vectors include, but are not limited to, adenoviral vectors,

adeno-associated virus vectors, retroviral vectors, and the like.

DESCRIPTION

The present disclosure provides compositions and methods for treating cancer
among other diseases. The cancer may be a hematological malignancy, a solid tumor, a
primary or a metastasizing tumor. The cancer may be a hematological malignancy, such as
Chronic Lymphocytic Leukemia (“CLL”). Other diseases treatable using the compositions
and methods described and provided for herein include viral, bacterial, and parasitic
infections as well as autoimmune diseases.

In some embodiments, the cell (i.e., MIL) engineered to express a CAR wherein the
CAR-MIL exhibits an antitumor property is provided. The CAR can, for example, be
engineered to comprise an extracellular domain having an antigen-binding domain fused to
an intracellular signaling domain of the MIL antigen receptor complex ( chain (e.g., CD3{).
The CAR, for example, when expressed in a MIL, is able to redirect antigen recognition
based on the antigen-binding specificity. In some embodiments, the antigen is CD19
because this antigen is expressed on malignant B cells. However, the embodiments are not
limited to targeting CD19. Rather, the embodiments include any antigen-binding moiety
that when bound to its cognate antigen, affects a tumor cell so that the tumor cell fails to
grow, is prompted to die, or otherwise is affected so that the tumor burden in a patient is
diminished or eliminated. The antigen-binding moiety may be fused with an intracellular
domain from one or more of a costimulatory molecule and a { chain. In some
embodiments, the antigen-binding moiety is fused with one or more intracellular domains

selected from the group of a CD137 (4-1BB) signaling domain, a CD28 signaling domain, a
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CD3( signal domain, and any combination thereof. The antigen-binding moiety may also
be fused with an intracellular domain such as CD134 (0X40).

In some embodiments, the CAR comprises a CD137 (4-1BB) signaling domain.
Without being bound to any particular theory, this is because the embodiments are partly
based on the discovery that CAR-mediated T-cell responses can be further enhanced with

the addition of costimulatory domains.

L CHIMERIC ANTIGEN RECEPTORS

Provided herein are chimeric antigen receptors (CARs) comprising an extracellular
and intracellular domain. The extracellular domain comprises a target-specific binding
element otherwise referred to as an antigen-binding moiety. The intracellular domain or
otherwise the cytoplasmic domain may comprise a costimulatory signaling region and/or a
portion of a { chain. The costimulatory signaling region refers to a portion of the CAR
comprising the intracellular domain of a costimulatory molecule. Costimulatory molecules
are cell surface molecules other than antigens receptors or their ligands that are required for
an efficient response of lymphocytes to antigen.

A spacer domain may be incorporated between the extracellular domain and the
transmembrane domain of the CAR or between the cytoplasmic domain and the
transmembrane domain of the CAR. As used herein, the term “spacer domain” generally
means a stretch of amino acids that functions to link the transmembrane domain to either
the extracellular domain or the cytoplasmic domain in the polypeptide chain. A spacer
domain may comprise up to 300 amino acids, preferably 2 to 100 amino acids, such as 25 to

50 amino acids.

1L EXTRACELLULAR DOMAINS

In some embodiments, the CAR comprises a target-specific binding element
otherwise referred to as an antigen-binding moiety. The choice of moiety depends upon the
type and number of ligands that define the surface of a target cell. For example, the
antigen-binding domain may be chosen to recognize a ligand that acts as a cell surface
marker on target cells associated with a particular disease state. Thus, examples of cell
surface markers that may act as ligands for the antigen-binding domain in a CAR include

those associated with viral, bacterial, and parasitic infections, autoimmune disease, and
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cancer cells. For example, the ligand may be the protein of a bacterium, virus, or parasite.
Similarly, the ligand may be a protein that is upregulated on the surface of a cancer cell.

In some embodiments, a CAR can be engineered to target a tumor antigen of
interest by way of engineering a desired antigen-binding moiety that specifically binds to an
antigen on a tumor cell. As used herein, “tumor antigen” or “hyperporoliferative disorder
antigen” or “antigen associated with a hyperproliferative disorder,” refers to antigens that
are common to specific hyperproliferative disorders such as cancer. The antigens discussed
herein are merely included by way of example. The list is not intended to be exclusive and
further examples will be readily apparent to those of skill in the art.

Tumor antigens are proteins that are produced by tumor cells that elicit an immune
response, particularly T-cell mediated immune responses. The selection of the antigen-
binding moiety will depend on the particular type of cancer to be treated. Tumor antigens
are well known in the art and include, for example, a glioma-associated antigen,
carcinoembryonic antigen (CEA), B-human chorionic gonadotropin, alpha-fetoprotein
(AFP), lectin-reactive AFP, thyroglobulin, RAGE-1, MN-CA IX, human telomerase reverse
transcriptase, RU1, RU2 (AS), intestinal carboxyl esterase, mutant hsp70-2, M-CSF,
prostase, prostate-specific antigen (PSA), PAP, NY-ESO-1, LAGE-1a, p53, prostein,
PSMA, Her2/neu, survivin, telomerase, prostate-carcinoma tumor antigen-1 (PCTA-1),
MAGE, ELF2M, neutrophil elastase, ephrinB2, CD22, insulin growth factor (IGF)-I, IGF-
I, IGF-I receptor, and mesothelin.

In some embodiments, the tumor antigen comprises one or more antigenic cancer
epitopes associated with a malignant tumor. Malignant tumors express a number of
proteins that can serve as target antigens for an immune attack. These molecules include
but are not limited to tissue-specific antigens such as MART-1, tyrosinase, and GP 100 in
melanoma and prostatic acid phosphatase (PAP) and prostate-specific antigen (PSA) in
prostate cancer. Other target molecules belong to the group of transformation-related
molecules such as the oncogene HER-2/Neu/ErbB-2. Yet another group of target antigens
are onco-fetal antigens such as carcinoembryonic antigen (CEA). In B-cell lymphoma, the
tumor-specific idiotype immunoglobulin constitutes a truly tumor-specific immunoglobulin
antigen that is unique to the individual tumor. B-cell differentiation antigens such as CD19,
CD20 and CD37 are other candidates for target antigens in B-cell lymphoma. Some of
these antigens (e.g., CEA, HER-2, CD19, CD20, idiotype) have been used as targets for

passive immunotherapy with monoclonal antibodies with limited success.
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The type of tumor antigen referred to may also be a tumor-specific antigen (TSA) or
a tumor-associated antigen (TAA). A TSA is unique to tumor cells and does not occur on
other cells in the body. A TAA associated antigen is not unique to a tumor cell and instead
is also expressed on a normal cell under conditions that fail to induce a state of
immunologic tolerance to the antigen. The expression of the antigen on the tumor may
occur under conditions that enable the immune system to respond to the antigen. TAAs
may be antigens that are expressed on normal cells during fetal development when the
immune system is immature and unable to respond or they may be antigens that are
normally present at extremely low levels on normal cells but which are expressed at much
higher levels on tumor cells.

Non-limiting examples of TSA or TAA antigens include the following:
Differentiation antigens such as MART-1/MelanA (MART-I), gp100 (Pmel 17), tyrosinase,
TRP-1, TRP-2 and tumor-specific multilineage antigens such as MAGE-1, MAGE-3,
BAGE, GAGE-1, GAGE-2, p15; overexpressed embryonic antigens such as CEA,;
overexpressed oncogenes and mutated tumor-suppressor genes such as p53, Ras, HER-
2/neu; unique tumor antigens resulting from chromosomal translocations; such as BCR-
ABL, E2A-PRL, H4-RET, IGH-IGK, MYL-RAR; and viral antigens, such as the Epstein
Barr virus antigens EBVA and the human papillomavirus (HPV) antigens E6 and E7.
Other large, protein-based antigens include TSP-180, MAGE-4, MAGE-5, MAGE-6,
RAGE, NY-ESO, p185erbB2, p180erbB-3, c-met, nm-23H1, PSA, TAG-72, CA 19-9, CA
72-4, CAM 17.1, NuMa, K-ras, beta-Catenin, CDK4, Mum-1, p 15, p 16, 43-9F, 5T4,
791Tgp72, alpha-fetoprotein, beta-HCG, BCA225, BTAA, CA 125, CA 15-3\CA
2729\BCAA, CA 195, CA 242, CA-50, CAM43, CD68\P1, CO-029, FGF-5, G250,
Ga733\EpCAM, HTgp-175, M344, MA-50, MG7-Ag, MOV 18, NB/70K, NY-CO-1,
RCASI1, SDCCAGI16, TA-90\Mac-2 binding protein\cyclophilin C-associated protein,
TAALG, TAG72, TLP, and TPS.

In a some embodiments, the antigen-binding moiety portion of the CAR targets an
antigen that includes but is not limited to CD19, CD20, CD22, ROR1, Mesothelin,
CD33/IL3Ra, c-Met, PSMA, Glycolipid F77, EGFRVIIL, GD-2, MY-ESO-1 TCR, MAGE
A3 TCR, and the like.

Depending on the desired antigen to be targeted, a CAR can be engineered to
include the appropriate antigen bind moiety that is specific to the desired antigen target.

For example, if CD19 is the desired antigen that is to be targeted, an antibody for CD19 can
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be used as the antigen bind moiety for incorporation into the CAR. Thus, in some
embodiments, the antigen-binding moiety portion of the CAR targets CD19.

The extracellular domain of a CAR may comprise, for example, a single-chain
variable fragment (“scFv”) that binds to any one of the targets described herein.

The extracellular domain can be any antigen-binding polypeptide, a wide variety of
which are known in the art. In some instances, the antigen-binding domain is a single chain
Fv (“scFv”). Other antibody based recognition domains (cAb VHH (camelid antibody
variable domains) and humanized versions, ISNAR VH (shark antibody variable domains)
and humanized versions, sdAb VH (single domain antibody variable domains) and
"camelized" antibody variable domains are suitable for use. In some instances, T-cell
receptor (TCR) based recognition domains such as single chain TCR (scTv, single chain
two-domain TCR containing v vf) are also suitable for use.

Other extracellular domains known in the art may also be used in embodiments (see,
e.g., PCT Patent Application Publication No. WO 2014/127261; U.S. Patent No. 8,975,071,

hereby incorporated by reference).

I11. TRANSMEMBRANE DOMAINS

With respect to the transmembrane domain, the CAR can be designed to comprise a
transmembrane domain that is fused to the extracellular domain of the CAR. In some
embodiments, the transmembrane domain that naturally is associated with one of the
domains in the CAR is used. In some instances, the transmembrane domain can be selected
or modified by amino acid substitution to avoid binding of such domains to the
transmembrane domains of the same or different surface membrane proteins to minimize
interactions with other members of the receptor complex.

The transmembrane domain may be derived either from a natural source or the
transmembrane domain may be designed (e.g., from a stretch of 18 to 30 hydrophobic
amino acids, such as alanine, valine, leucine, and isoleucine, which form an a-helix).
Where the source is natural, the domain may be derived from any membrane-bound or
transmembrane protein. Transmembrane regions of particular use may be derived from
(i.e., comprise at least the transmembrane region(s) of) the a, B, or { chain of the T-cell
receptor, CD28, CD3 epsilon, CD45, CD4, CD5, CD8, CD9, CD16, CD22, CD33, CD37,
CD64, CD80, CD86, CD134, CD137, or CD154. Alternatively the transmembrane domain

may be designed, in which case it will comprise predominantly hydrophobic residues such

-16 -



10

15

20

25

30

WO 2017/008019 PCT/US2016/041521

as leucine and valine. For a designed transmembrane domain, phenylalanine, tryptophan,
and/or tyrosine may be found near the membrane/water interface. Optionally, a short oligo-
or polypeptide linker between 2 and 10 amino acids in length may link the transmembrane
domain and the cytoplasmic signaling domain of the CAR. A glycine-serine spacer

provides a particularly suitable linker.

Iv. INTRACELLULAR DOMAIN

The cytoplasmic domain or otherwise the intracellular signaling domain of the CAR
is responsible for activation of at least one of the normal effector functions of a MIL. The
term “effector function” refers to a specialized function of a cell. An effector function of a
MIL, for example, may be cytolytic activity or helper activity including the secretion of
cytokines. Thus the term “intracellular signaling domain” refers to the portion of a protein
which transduces the effector function signal and directs the cell to perform a specialized
function. While an entire intracellular signaling domain can be employed, in many cases it
is not necessary to use the entire intracellular domain. To the extent that a truncated portion
of the intracellular signaling domain is used, such truncated portion may be used in place of
the intact chain as long as it transduces the effector function signal. The term intracellular
signaling domain is thus meant to include any truncated portion of the intracellular
signaling domain sufficient to transduce the effector function signal.

Some non-limiting examples of intracellular signaling domains for use in the CAR
include the cytoplasmic sequences of the T-cell receptor (TCR) and co-receptors that act in
concert to initiate signal transduction following antigen receptor engagement, as well as any
derivative or variant of these sequences and any synthetic sequence that has the same
functional capability.

Signals generated through the TCR alone are insufficient for full activation of a
lymphocyte, and a secondary or co-stimulatory signal is also required. Thus, MIL
activation is mediated by two distinct classes of cytoplasmic signaling: those that initiate
antigen-dependent primary activation through the TCR (primary cytoplasmic signaling
sequences) and those that act in an antigen-independent manner to provide a secondary or
co-stimulatory signal (secondary cytoplasmic signaling sequences).

Primary cytoplasmic signaling sequences regulate primary activation of the TCR

complex either in a stimulatory way, or in an inhibitory way. Primary cytoplasmic
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signaling sequences that act in a stimulatory manner may contain signaling motifs that are
known as immunoreceptor tyrosine-based activation motifs or ITAMs.

Examples of ITAM containing primary cytoplasmic signaling sequences that can be
used include, but are not limited to, those derived from TCR (, FcR gamma, FcR beta,
CD3y, CD306, CD3g, CDS5, CD22, CD79a, CD79b, and CD66d. In some embodiments, the
cytoplasmic signaling molecule of the CAR comprises a cytoplasmic signaling sequence
derived from CD3C(.

In some embodiments, the cytoplasmic domain of the CAR can be designed to
comprise the CD3( signaling domain by itself or combined with any other desired
cytoplasmic domain(s) useful in the context of a CAR. For example, the cytoplasmic
domain of the CAR may comprise a portion of a CD3( chain and a costimulatory signaling
region. The costimulatory signaling region refers to a portion of the CAR comprising the
intracellular domain of a costimulatory molecule. In some embodiments, the costimulatory
molecule is a cell surface molecule other than an antigen receptor or their ligands that is
required for an efficient response by lymphocytes to an antigen. Examples of such
molecules include CD27, CD28, 4-1BB (CD137), 0X40, CD30, CD40, PD-1, ICOS,
lymphocyte function-associated antigen-1 (LFA-1), CD2, CD7, LIGHT, NKG2C, B7-H3,
and the like. Thus, while some embodiments may be exemplified with 4-1BB as the co-
stimulatory signaling element, other costimulatory elements can also be used.

The cytoplasmic signaling sequences within the cytoplasmic signaling portion of a
CAR may be linked to each other in a random or specified order. Optionally, short oligo-
or polypeptide linkers, preferably between 2 and 10 amino acids in length may form the
linkage. A glycine-serine spacer provides a particularly suitable linker.

In some embodiments, the cytoplasmic domain is designed to comprise the
signaling domain of CD3( and the signaling domain of CD28. In some embodiments, the
cytoplasmic domain is designed to comprise the signaling domain of CD3( and the
signaling domain of 4-1BB. In some embodiments, the cytoplasmic domain is designed to
comprise the signaling domain of CD3( and the signaling domain of CD28 and 4-1BB.

In some embodiments, the cytoplasmic domain in the CAR is designed to comprise

the signaling domain of 4-1BB and the signaling domain of CD3(.
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V. VECTORS

The expression of natural or synthetic nucleic acids encoding CARs is typically
achieved by operably linking a nucleic acid encoding the CAR polypeptide or portions
thereof to a promoter, and incorporating the construct into an expression vector. The
vectors can be suitable for replication and integration eukaryotes. Typical cloning vectors
contain transcription and translation terminators, initiation sequences, and promoters useful
for regulation of the expression of the desired nucleic acid sequence.

Vectors derived from retroviruses such as the lentivirus are suitable tools to achieve
long-term gene transfer since they allow long-term, stable integration of a transgene and its
propagation in daughter cells. Lentiviral vectors have the added advantage over vectors
derived from onco-retroviruses such as murine leukemia viruses in that they can transduce
non-proliferating cells, such as hepatocytes. They also have the added advantage of low
immunogenicity.

The nucleic acid sequences coding for the desired molecules can be obtained using
recombinant methods known in the art, such as, for example by screening libraries from
cells expressing the gene, by deriving the gene from a vector known to include the same, or
by isolating directly from cells and tissues containing the same, using standard techniques.
Alternatively, the gene of interest can be produced synthetically, rather than cloned.

The expression constructs may also be used for nucleic acid immunization and gene
therapy, using standard gene delivery protocols. Methods for gene delivery are known in
the art (see, e.g., U.S. Pat. Nos. 5,399,346, 5,580,859, 5,589,466, hereby incorporated by
reference). In some embodiments, the embodiments provide a gene therapy vector. The
nucleic acid sequence may also be inserted using gene editing techniques such as, but not
limited to, CRISPR.

The nucleic acid can be cloned into a number of types of vectors. For example, the
nucleic acid can be cloned into a vector including, but not limited to a plasmid, a phagemid,
a phage derivative, an animal virus, and a cosmid. Vectors of particular interest include
expression vectors, replication vectors, probe generation vectors, and sequencing vectors.

An expression vector may be provided to a cell in the form of a viral vector. Viral
vector technology is well known in the art and is described, for example, in Green &

Sambrook (Molecular Cloning: A Laboratory Manual, (4th ed., 2012)), and in other

virology and molecular biology manuals. Viruses, which are useful as vectors include, but

are not limited to, retroviruses, adenoviruses, adeno-associated viruses, herpes viruses, and
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lentiviruses. In general, a suitable vector contains an origin of replication functional in at
least one organism, a promoter sequence, convenient restriction endonuclease sites, and one
or more selectable markers, (e.g., WO 01/96584; WO 01/29058; and U.S. Pat. No.
6,326,193).

A number of viral based systems have been developed for gene transfer into
mammalian cells. For example, retroviruses provide a convenient platform for gene
delivery systems. A selected gene can be inserted into a vector and packaged in retroviral
particles using techniques known in the art. The recombinant virus can then be isolated and
delivered to cells of the subject either in vivo or ex vivo. In some embodiments, adenovirus
vectors are used. In some embodiments, lentivirus vectors are used.

Additional regulatory elements (e.g., promoters and enhancers) regulate the
frequency of transcriptional initiation. Typically, these are located 30-100,000 bp upstream
of the start site, although a number of promoters have recently been shown to contain
functional elements downstream of the start site as well. The spacing between promoter
elements is frequently flexible, so that promoter function is preserved when elements are
inverted or moved relative to one another. In the thymidine kinase (tk) promoter, the
spacing between promoter elements can be increased by 50 bp apart before activity begins
to decline. Depending on the promoter, individual elements can function either
cooperatively or independently to activate transcription.

One example of a suitable promoter is the immediate early cytomegalovirus (CMV)
promoter sequence. This promoter sequence is a strong constitutive promoter sequence
capable of driving high levels of expression of any polynucleotide sequence operatively
linked thereto. Another example of a suitable promoter is Elongation Growth Factor-1a
(EF-1a)). However, other constitutive promoter sequences may also be used, including, but
not limited to the simian virus 40 (SV40) early promoter, mouse mammary tumor virus
(MMTYV), human immunodeficiency virus (HIV) long terminal repeat (LTR) promoter,
MoMuLV promoter, an avian leukemia virus promoter, an Epstein-Barr virus immediate
early promoter, a Rous sarcoma virus promoter, as well as human gene promoters such as,
but not limited to, the actin promoter, the myosin promoter, the hemoglobin promoter, and
the creatine kinase promoter. The promoters are not limited to constitutive promoters.
Inducible promoters can also be used. The use of an inducible promoter provides a
molecular switch capable of turning on expression of the polynucleotide sequence that is

operatively linked when such expression is desired, or turning off the expression when
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expression is not desired. Examples of inducible promoters include, but are not limited to a
metallothionine promoter, a glucocorticoid promoter, a progesterone promoter, and a
tetracycline promoter.

In order to assess the expression of a CAR polypeptide or portions thereof, the
expression vector to be introduced into a cell can also contain either a selectable marker
gene or a reporter gene or both to facilitate identification and selection of expressing cells
from the population of cells sought to be transfected or infected through viral vectors. In
other aspects, the selectable marker may be carried on a separate piece of DNA and used in
a co-transfection procedure. Both selectable markers and reporter genes may be flanked
with appropriate regulatory sequences to enable expression in the host cells. Useful
selectable markers include, for example, antibiotic-resistance genes, such as neo and the
like.

Reporter genes are used for identifying potentially transfected cells and for
evaluating the functionality of regulatory sequences. In general, a reporter gene is a gene
that is not present in or expressed by the recipient organism or tissue and that encodes a
polypeptide whose expression is manifested by some easily detectable property, e.g.,
enzymatic activity. Expression of the reporter gene is assayed at a suitable time after the
DNA has been introduced into the recipient cells. Suitable reporter genes may include
genes encoding luciferase, beta-galactosidase, chloramphenicol acetyl transferase, secreted
alkaline phosphatase, or the green fluorescent protein gene (e.g., Ui-Tei et al., 2000 FEBS
Letters 479: 79-82). In some embodiments, the reporter gene is mCherry.

Methods of introducing and expressing genes into a cell are well known in the art.
In the context of an expression vector, the vector can be readily introduced into a host cell,
e.g., mammalian, bacterial, yeast, or insect cell by any method in the art. For example, the
expression vector can be transferred into a host cell by physical, chemical, or biological
means.

Physical methods for introducing a polynucleotide into a host cell include calcium
phosphate precipitation, lipofection, particle bombardment, microinjection, electroporation,
and the like. Methods for producing cells comprising vectors and/or exogenous nucleic
acids are well-known in the art (see, e.g., Green & Sambrook, Molecular Cloning: A

Laboratory Manual, (4th ed., 2012)).

Biological methods for introducing a polynucleotide of interest into a host cell

include the use of DNA and RNA vectors. Viral vectors, and especially retroviral vectors,
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have become a widely used method for inserting genes into mammalian cells. Other viral
vectors can be derived from lentivirus, poxviruses, herpes simplex virus I, adenoviruses,
adeno-associated viruses, and the like (see, e.g., U.S. Pat. Nos. 5,350,674 and 5,585,362).

Chemical means for introducing a nucleic acid into a host cell include colloidal
dispersion systems, such as macromolecule complexes, nanocapsules, microspheres, beads,
and lipid-based systems including oil-in-water emulsions, micelles, mixed micelles, and
liposomes. An exemplary colloidal system for use as a delivery vehicle in vitro and in vivo
is a liposome (e.g., an artificial membrane vesicle).

In the case where a non-viral delivery system is utilized, an exemplary delivery
vehicle is a liposome. The use of lipid formulations is contemplated for the introduction of
the nucleic acids into a host cell (in vitro, ex vivo, or in vivo). In another aspect, the nucleic
acid may be associated with a lipid. The nucleic acid associated with a lipid may be
encapsulated in the aqueous interior of a liposome, interspersed within the lipid bilayer of a
liposome, attached to a liposome via a linking molecule that is associated with both the
liposome and the oligonucleotide, entrapped in a liposome, complexed with a liposome,
dispersed in a solution containing a lipid, mixed with a lipid, combined with a lipid,
contained as a suspension in a lipid, contained, or complexed with a micelle, or otherwise
associated with a lipid. Lipid, lipid/DNA, or lipid/expression vector associated
compositions are not limited to any particular structure in solution. For example, they may
be present in a bilayer structure, as micelles, or with a “collapsed” structure. They may also
simply be interspersed in a solution, possibly forming aggregates that are not uniform in

size or shape.

VL MARROW INFILTRATING LYMPHOCYTES

Prior to expansion and genetic modification of the MILs, a source of MILs is
obtained from a subject. In patients with any of a number of types of cancer, including
hematologic malignancies and solid tumors, T cells can easily be obtained from the bone
marrow microenvironment with heightened tumor specificity as compared to peripheral
blood (see, e.g., U.S. Patent Application Publication No. U.S. 2011/0223146, hereby
incorporated by reference). By comparing T cells obtained from these two different
compartments from a subject having a hematological malignancy, oligoclonal restriction of
marrow infiltrating lymphocytes (MILs) obtained from marrow aspirates is observed.

Methods, such as those including anti-CD3/CD28 antibody-conjugated magnetic beads,

-22 -



10

15

20

25

30

WO 2017/008019 PCT/US2016/041521

may be used to activate and expand the bone marrow cells in vifro to generate activated
MILs. The activated MILs show a greater expansion and enhanced tumor activity as
compared to peripheral blood lymphocytes in all patients examined. These findings suggest
that: 1) the marrow is a reservoir of tumor-specific T cells; 2) MILs can be activated and
expanded in all patients studied (as compared to the limited numbers observed in metastatic
melanoma); 3) these cells traffic to the bone marrow upon infusion; 4) persist for up to 200
days following adoptive transfer in NOD/SCID mice; and that 5) activated MILs are
capable of eradicating pre-established disease and targeting myeloma stem cell precursors
thus implying a broad antigenic recognition.

The T-cells, which represent a minority of the total bone marrow cell population
may be expanded in the presence of almost complete bone marrow. To assure maximal
tumor -T cell contact, the aspirated bone marrow may be fractionated on a Lymphocyte
Separation Medium density gradient and cells may be collected almost to the level of the
red cell pellet. This separation method removes substantially only the red blood cells and
the neutrophils, providing nearly complete bone marrow, and results in the collection of
both T cells as well as tumor cells. T-cells may be expanded without a T-cell specific
separation step, and without a tumor cell separation step. Cell type specific separation steps
include, for example, cell labeling using antibodies or other cell-type specific detectable
labels, and sorting using fluorescence activated cell sorting (FACS). In some embodiments,
the methods can be practiced without such labeling and cell sorting methods.

For activation with beads, bead-T cell contact is preferably maximized during the
first 24-48 hours of culture. As the T-cells represent only a minority of the total cells in the
population, contact of the T-cells with the antibody coated beads is promoted by the use of
a sufficient number of beads to cells, in the range of about 1:1 to about 5:1 beads to cells,
preferably about 2:1 to 4:1 beads to cells, more preferably about 2.5:1 to 3.5: 1 beads to
cells. These ratios are applicable for the disclosed beads, and a change in the size of the
beads and/ or the density of antibodies on the beads can alter the bead:cell ratio.

In some embodiments, a device may be utilized for culturing the cells, providing a
smooth, rigid, rounded bottom surface to promote collection of the cells and beads by
gravity in close proximity (see, e.g., U.S. Patent Application Publication No. U.S.
2011/0223146, hereby incorporated by reference). The device includes an enclosed cell
container that rests on a support. During at least the first 3 days of culture in the presence

of the beads, the container is preferably stationary (7.e., no rocking or rotation) to further
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promote contact between the beads and the cells. These steps and conditions are preferable
for maximizing the expansion of tumor-specific MILs using beads, to allow for the
production of sufficient cells to be therapeutically useful. Further, these culture conditions
promote growth of the T cells without promoting growth of the tumor cells.

Several attributes of MILs make them suitable candidates for immunotherapy.
Specifically, under the conditions described herein, they expand more rapidly upon
stimulation than PBLs and often maintain a skewed T-cell repertoire upon activation,
possibly suggesting augmented tumor specificity. Whereas the unactivated MILs show
profound hyporesponsiveness toward autologous tumor, the ability to activate and expand T
cells and markedly enhance their tumor reactivity argues against deletional tolerance as a
presumptive mechanism mediating T-cell unresponsiveness in this setting. Furthermore,
activated MILs show tumor specificity with little cross-reactivity towards nonmalignant
hematopoietic elements, have a higher expression of CXCR-4, and possess a greater
responsiveness to SDF-I, suggesting an increased migratory ability of MILs to the bone
marrow. Taken together, these findings show the ability to activate and expand marrow-
infiltrating T cells with a memory/effector phenotype that seem to target the broad range of
tumor antigens present on both mature terminally differentiated plasma cells as well as their
precursors and possess chemokine receptors that would seem to facilitate trafficking to the
bone marrow compartment — features that would be necessary for maximizing antitumor
immunity of adoptive immunotherapy.

Activation and expansion of MILs was based on two previously reported
phenomena: the enhanced tumor specificity of tumor-infiltrating lymphocytes (Rosenberg
et al. Science 1986;233:1318) and the demonstration of tumor-reactive T cells in the bone
marrow of patients with melanoma (Letsch et al. Cancer Res 2003;63:5582-6), breast
cancer (Feuerer et al. Nat Med 2001;7:452), and multiple myeloma - a disease in which the
bone marrow also represents the tumor microenvironment (Dhodapkar et al. Proc Natl Acad
Sci U S A 2002;99:13009).

The ability to activate and expand MILs as a means of overcoming their
unresponsiveness and significantly increasing their tumor specificity compared with
activated PBLs is provided herein. The presence of tumor in the bone marrow
microenvironment may play a critical role in preserving the antigen specificity of activated
MILs. Several hypotheses may explain the increased reactivity of activated MILs over

activated PBLs. Without being bound by mechanism, it is suggested that the persistence of
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antigen in the bone marrow may be essential for the maintenance of a memory response.
Anti-CD3/CD28 antibody-coated bead activation may be reversing tolerance in the bone
marrow T-cell population. Similarly, plate bound and/or soluble CD3 and/or CD28 may be
used for activation. The means of activating MILs, however, is not particularly limiting,
and any suitable method of activation may be used in various embodiments. As
demonstrated herein, the tumor specificity of activated MILs was dependent on the
presence of antigen during T-cell activation. Further, the bone marrow is a functional
lymphoid organ capable of mounting both a primary immune response and a secondary
responses via reactive lymphoid follicles in the presence of danger signals (infection,
inflammation, autoimmunity, and cancer).

T cells in myeloma patients show considerable skewing of the VB T-cell receptor
repertoire. Such skewing suggests either the selective outgrowth of T cells with marked
tumor specificity or results from the profound underlying T-cell defects characteristic of
patients with a significant tumor burden. In the latter case, a benefit of polyclonal
stimulation of PBLs with the anti-CD3/CD28 antibody-conjugated magnetic beads is the
ability to restore a normal T-cell repertoire and thus correct any underlying T-cell defects.
In contrast, if the oligoclonal expression of specific VB families reflects the presence of T
cells with tumor specificity, activation and expansion of this pool of T cells with
maintained antitumor activity and T-cell receptor repertoire skewing may be preferable. As
demonstrated herein, PBLs normalized their VB T-cell repertoire upon activation and
expansion with anti-CD3/CD28 antibody-conjugated magnetic beads, whereas MILs
maintained the VB restriction. Considering the enhanced tumor-specific response of
activated MILs, their skewed T-cell repertoire may be suggestive of greater tumor
recognition. Without being bound by mechanism, it may be important to conserve and
possibly increase the degree of VB skewing during T-cell expansion.

The activation and expansion of MILs with anti-CD3/CD28 antibody-conjugated
magnetic beads generates potent antitumor activity and the persistence of antigen during
this expansion may be of significant importance in maintaining (and augmenting) the tumor
specificity. Dhodapkar et al. (2002) have also studied the role of MILs in myeloma
patients. Similar to our findings, freshly isolated MILs or PBLs showed no activity upon
stimulation with autologous tumor or tumor peptides. However, whereas that study saw no
significant differences between T cells obtained from the peripheral blood and the marrow

compartment in the enzyme-linked immunospot assay following 12 to 16 days of
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incubation with tumor-pulsed dendritic cells, a 10-fold greater antitumor response of
activated MILs over activated PBLs was observed in our system in all assays examined.
These discrepant results may be related to potency of anti-CD3/CD28 bead stimulation as
compared with dendritic cell activation of MILs. Without being bound by mechanism, what
seems to be an increase in frequency of tumor-reactive T cells in the activated and
expanded MILs cultures may reflect the breaking of tolerance and restoration of function of
tumor-reactive T cells. Furthermore, stimulation of MILs within the bone marrow
microenvironment is another important factor that may explain these results.

Enrichment of a MIL population by negative selection can be accomplished with a
combination of antibodies directed to surface markers unique to the negatively selected
cells. One method is cell sorting and/or selection via negative magnetic immunoadherence
or flow cytometry that uses a cocktail of monoclonal antibodies directed to cell surface
markers present on the cells negatively selected. For example, to enrich for CD4+ cells by
negative selection, a monoclonal antibody cocktail typically includes antibodies to CD14,
CD20, CD11b, CD16, HLA-DR, and CDS.

For isolation of a desired population of cells by positive or negative selection, the
concentration of cells and surface (e.g., particles such as beads) can be varied. In certain
embodiments, it may be desirable to significantly decrease the volume in which beads and
cells are mixed together (i.e., increase the concentration of cells), to ensure maximum
contact of cells and beads.

In some embodiments, it may be desirable to use lower concentrations of cells. By
significantly diluting the mixture of MILs and surface (e.g., particles such as beads),
interactions between the particles and cells is minimized. This selects for cells that express
high amounts of desired antigens to be bound to the particles.

Also provided herein is the collection of samples comprising MILs from a subject at
a time period prior to when the expanded cells as described herein might be needed. As
such, the source of the cells to be expanded can be collected at any time point necessary,
and desired cells, such as MILs, isolated and frozen for later use in MIL therapy for any
number of diseases or conditions that would benefit from MIL therapy, such as those
described herein. In some embodiments a sample comprising MILs is taken from a
generally healthy subject. In some embodiments, a sample comprising MILs is taken from
a generally healthy subject who is at risk of developing a disease, but who has not yet

developed a disease, and the cells of interest are isolated and frozen for later use. In some
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embodiments, the MILs may be expanded, frozen, and used at a later time. In some
embodiments, samples are collected from a patient shortly after diagnosis of a particular
disease as described herein but prior to any treatments. In some embodiments, the cells are
isolated from a sample comprising MILs from a subject prior to any number of relevant
treatment modalities, including but not limited to treatment with agents such as
natalizumab, efalizumab, antiviral agents, chemotherapy, radiation, immunosuppressive
agents, such as cyclosporin, azathioprine, methotrexate, mycophenolate, and FK506,
antibodies, or other immunoablative agents such as CAMPATH, anti-CD3 antibodies,
cytoxan, fludarabine, cyclosporin, FK506, rapamycin, mycophenolic acid, steroids,
FR901228, and irradiation. These drugs inhibit either the calcium dependent phosphatase
calcineurin (cyclosporine and FK506) or inhibit the p70S6 kinase that is important for
growth factor induced signaling (rapamycin). In some embodiments, the cells are isolated
for a patient and frozen for later use in conjunction with (e.g., before, simultaneously or
following) bone marrow or stem cell transplantation, MIL ablative therapy using either
chemotherapy agents such as, fludarabine, external-beam radiation therapy (XRT),
cyclophosphamide, or antibodies such as OKT3 or CAMPATH. In some embodiments, the
cells are isolated prior to and can be frozen for later use for treatment following B-cell
ablative therapy such as agents that react with CD20, e.g., Rituxan.

In some embodiments, MILs are obtained from a patient directly following
treatment. In this regard, it has been observed that following certain cancer treatments, in
particular treatments with drugs that damage the immune system, shortly after treatment
during the period when patients would normally be recovering from the treatment, the
quality of MILs obtained may be optimal or improved for their ability to expand ex vivo.
Likewise, following ex vivo manipulation using the methods described herein, these cells
may be in a preferred state for enhanced engraftment and in vivo expansion. Thus, the MILs
may be collected during this recovery phase.

Whether prior to or after genetic modification of the MILs to express a desirable
CAR, the MILs can be activated and expanded generally using methods as described, for
example, in U.S. Pat. Nos. 6,352,694; 6,534,055; 6,905,680; 6,692,964; 5,858,358;
6,887,466; 6,905,681; 7,144,575 7,067,318: 7,172,869: 7,232,566: 7,175,843: 5,883,223:
6,905,874; 6,797,514, 6,867,041; and U.S. Patent Application Publication No.
20060121005 (hereby incorporated by reference).
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In some embodiments, the MILs are expanded by contact with a surface having
attached thereto an agent that stimulates a CD3/TCR complex associated signal and a
ligand that stimulates a co-stimulatory molecule on the surface of the MILs. In particular,
MIL populations may be stimulated as described herein, such as by contact with an anti-
CD3 antibody, or antigen-binding fragment thereof, or an anti-CD2 antibody immobilized
on a surface, or by contact with a protein kinase C activator (e.g., bryostatin) in conjunction
with a calcium ionophore. For co-stimulation of an accessory molecule on the surface of
the MILs, a ligand that binds the accessory molecule is used. For example, a population of
MILs can be contacted with an anti-CD3 antibody and an anti-CD28 antibody, under
conditions appropriate for stimulating proliferation of the MILs. To stimulate proliferation
of either CD4+ MILs or CD8+ MILs, an anti-CD3 antibody and an anti-CD28 antibody.
Examples of an anti-CD28 antibody include 9.3, B-T3, XR-CD28 (Diaclone, Besancon,
France) can be used as can other methods commonly known in the art (Berg et al ,
Transplant Proc. 30(8):3975-3977, 1998; Haanen et al., J. Exp. Med. 190(9):13191328,
1999; Garland et al., J. Immunol Meth. 227(1-2):53-63, 1999).

In certain embodiments, the primary stimulatory signal and the co-stimulatory
signal for the MIL may be provided by different protocols. For example, the agents
providing each signal may be in solution or coupled to a surface. When coupled to a
surface, the agents may be coupled to the same surface (i.e., in “cis” formation) or to
separate surfaces (i.e., in “trans” formation). Alternatively, one agent may be coupled to a
surface and the other agent in solution. In some embodiments, the agent providing the co-
stimulatory signal is bound to a cell surface and the agent providing the primary activation
signal s in solution or coupled to a surface. In certain embodiments, both agents can be in
solution. In some embodiments, the agents may be in soluble form, and then cross-linked
to a surface, such as a cell expressing Fc receptors or an antibody or other binding agent
which will bind to the agents. (see generally U.S. Patent Application Publication Nos.
20040101519 and 20060034810, hereby incorporated by reference, especially for artificial
antigen presenting cells (aAPCs) that are contemplated for use in activating and expanding
MILs).

In some embodiments, the two agents are immobilized on beads, either on the same
bead, i.e., “cis,” or to separate beads, i.e., “trans.” By way of example, the agent providing
the primary activation signal is an anti-CD3 antibody or an antigen-binding fragment

thereof and the agent providing the co-stimulatory signal is an anti-CD28 antibody or
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antigen-binding fragment thereof, and both agents are co-immobilized to the same bead in
equivalent molecular amounts. In some embodiments, a 1:1 ratio of each antibody bound to
the beads for CD4+ MIL expansion and MIL growth is used. In some embodiments, a ratio
of anti CD3:CD28 antibodies bound to the beads is used such that an increase in MIL
expansion is observed as compared to the expansion observed using a ratio of 1:1. In some
embodiments an increase of from about 1 to about 3 fold is observed as compared to the
expansion observed using a ratio of 1:1. In some embodiments, the ratio of CD3:CD28
antibody bound to the beads ranges from 100:1 to 1:100 and all integer values there
between. In some embodiments, more anti-CD28 antibody is bound to the particles than
anti-CD3 antibody, i.e., the ratio of CD3:CD28 is less than one. In some embodiments, the
ratio of anti CD28 antibody to anti CD3 antibody bound to the beads is greater than 2:1. In
some embodiments, a 1:100 CD3:CD28 ratio of antibody bound to beads is used. In some
embodiments, a 1:75 CD3:CD28 ratio of antibody bound to beads is used. In some
embodiments, a 1:50 CD3:CD28 ratio of antibody bound to beads is used. In some
embodiments, a 1:30 CD3:CD28 ratio of antibody bound to beads is used. In some
embodiments, a 1:10 CD3:CD28 ratio of antibody bound to beads is used. In some
embodiments, a 1:3 CD3:CD28 ratio of antibody bound to the beads is used. In some
embodiments, a 3:1 CD3:CD28 ratio of antibody bound to the beads is used.

Ratios of particles to cells from 1:500 to 500:1 and any integer values in between
may be used to stimulate MILs. As those of ordinary skill in the art can readily appreciate,
the ratio of particles to cells may depend on particle size relative to the target cell. For
example, small sized beads could only bind a few cells, while larger beads could bind
many. In certain embodiments the ratio of cells to particles ranges from 1:100 to 100:1 and
any integer values in-between and in further embodiments the ratio comprises 1:9 to 9:1
and any integer values in between, can also be used to stimulate MILs. The ratio of anti-
CD3- and anti-CD28-coupled particles to cell that result in MIL stimulation can vary as
noted above, however certain values include, but are not limited to, 1:100, 1:50, 1:40, 1:30,
1:20, 1:10, 1:9, 1:8, 1:7, 1:6, 1:5, 1:4, 1:3, 1:2, 1:1, 2:1, 3:1, 4:1, 5:1, 6:1, 7:1, 8:1, 9:1, 10:1,
and 15:1. In some embodiments, the ratio is at least 1:1 particles per cell. In some
embodiments, a ratio of particles to cells of 1:1 or less is used. In some embodiments, a
particle: cell ratiois 1:5. In some embodiments, the ratio of particles to cells can be varied
depending on the day of stimulation. For example, in some embodiments, the ratio of

particles to cells is from 1:1 to 10:1 on the first day and additional particles are added to the
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cells every day or every other day thereafter for up to 10 days, at final ratios of from 1:1 to
1:10 (based on cell counts on the day of addition). In some embodiments, the ratio of
particles to cells is 1:1 on the first day of stimulation and adjusted to 1:5 on the third and
fifth days of stimulation. In some embodiments, particles are added on a daily or every
other day basis to a final ratio of 1:1 on the first day, and 1:5 on the third and fifth days of
stimulation. In some embodiments, the ratio of particles to cells is 2:1 on the first day of
stimulation and adjusted to 1:10 on the third and fifth days of stimulation. In some
embodiments, particles are added on a daily or every other day basis to a final ratio of 1:1
on the first day, and 1:10 on the third and fifth days of stimulation. One of skill in the art
will appreciate that a variety of other ratios may also be used. For example, ratios will vary
depending on particle size and on cell size and type.

In some embodiments, the MILs are combined with agent-coated beads, the beads
and the cells are subsequently separated, and then the cells are cultured. In some
embodiments, prior to culture, the agent-coated beads and cells are not separated but are
cultured together. In some embodiments, the beads and cells are first concentrated by
application of a force, such as a magnetic force, resulting in increased ligation of cell
surface markers, thereby inducing cell stimulation.

By way of example, cell surface proteins may be ligated by allowing paramagnetic
beads to which anti-CD3 and anti-CD28 are attached (3%28 beads) to contact the MILs. In
some embodiments the cells and beads (for example, DYNABEADS® M-450 CD3/CD28
T paramagnetic beads at a ratio of 1:1) are combined in a buffer, preferably PBS (without
divalent cations such as, calcium and magnesium). Those of ordinary skill in the art can
readily appreciate any cell concentration may be used. For example, the target cell may be
very rare in the sample and comprise only 0.01% of the sample or the entire sample (i.e.,
100%) may comprise the target cell of interest. Accordingly, any cell number can be used.
In certain embodiments, it may be desirable to significantly decrease the volume in which
particles and cells are mixed together (7.e., increase the concentration of cells), to ensure
maximum contact of cells and particles. For example, in some embodiments, a
concentration of about 2 billion cells/ml is used. In some embodiments, greater than 100
million cells/ml is used. In some embodiments, a concentration of cells of 10, 15, 20, 25,
30, 35, 40, 45, or 50 million cells/ml is used. In some embodiments, a concentration of
cells from 75, 80, 85, 90, 95, or 100 million cells/ml is used. In some embodiments,

concentrations of 125 or 150 million cells/ml can be used. Using high concentrations can
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result in increased cell yield, cell activation, and cell expansion. Further, use of high cell
concentrations allows more efficient capture of cells that may weakly express target
antigens of interest, such as CD28-negative cells. Such populations of cells may have
therapeutic value and would be desirable to obtain in certain embodiments.

In some embodiments, the mixture may be cultured for several hours (about 3
hours) to about 14 days or any hourly integer value in between. In some embodiments, the
mixture may be cultured for 21 days. In some embodiments the beads and the MILs are
cultured together for about eight days. In some embodiments, the beads and MILs are
cultured together for 2-3 days. Several cycles of stimulation may also be desired such that
culture time of MILs can be 60 days or more. Conditions appropriate for MIL culture
include an appropriate media (e.g., Minimal Essential Media or RPMI Media 1640 or, X-
vivo 15, (Lonza)) that may contain factors necessary for proliferation and viability,
including serum (e.g., fetal bovine or human serum), interleukin-2 (IL-2), insulin, IFN-y,
IL-4, IL-7, GM-CSF, IL-10, IL-12, IL-15, TGFp, and TNF-a or any other additives for the
growth of cells known to the skilled artisan. Other additives for the growth of cells include,
but are not limited to, surfactant, plasmanate, and reducing agents such as N-acetyl-cysteine
and 2-mercaptoethanol. Media can include RPMI 1640, AIM-V, DMEM, MEM, o-MEM,
F-12, X-Vivo 15, and X-Vivo 20, Optimizer, with added amino acids, sodium pyruvate, and
vitamins, either serum-free or supplemented with an appropriate amount of serum (or
plasma) or a defined set of hormones, and/or an amount of cytokine(s) sufficient for the
growth and expansion of MILs. Antibiotics, e.g., penicillin and streptomycin, are included
only in experimental cultures, not in cultures of cells that are to be infused into a subject.
The target cells are maintained under conditions necessary to support growth, for example,
an appropriate temperature (e.g., 37°C.) and atmosphere (e.g., air plus 5% CO,).

In addition to CD4 and CD8 markers, other phenotypic markers vary significantly,
but in large part, reproducibly during the course of the cell expansion process. Thus, such
reproducibility enables the ability to tailor an activated MIL product for specific purposes.

Additionally, methods for preparing tumor infiltrating lymphocytes may be used to
prepare MILs. For example, high does IL-2 growth conditions may be used to generate
“young” TILs, and these methods are applicable to preparing MILs (see, e.g., U.S. Patent
No. 8,383,099, hereby incorporated by reference).

In some embodiments, the MILs can also be activated and/or expanded under

hypoxic conditions. An example of growing the MILs under hypoxic conditions can
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found, for example, in WO2016037054, which is hereby incorporated by reference in its
entirety.

In some embodiments, the method may comprise removing cells in the bone
marrow, lymphocytes, and/or marrow infiltrating lymphocytes ("MILs") from the subject;
incubating the cells in a hypoxic environment, thereby producing activated MILs; and
administering the activated MILs to the subject. The cells can also be activated in the
presence of anti-CD3/anti-CD28 antibodies and cytokines as described herein. Cyotkines
can also be used to activate the MILs as described herein. A nucleic acid molecule
encoding the CAR, such as one of those described herein, can be transfected or infected
into a cell before or after the MIL is incubated in a hypoxic environment.

The hypoxic environment may comprise less than about 21 % oxygen, such as less
than about 20%, 19%, 18%, 17%, 16%, 15%, 14%, 13%, 12%, 11%, 10%, 9%, 8%, 7%,
6%, 5%, 4%, or less than about 3% oxygen. For example, the hypoxic environment may
comprise about 0% oxygen to about 20% oxygen, such as about 0% oxygen to about 19%
oxygen, about 0% oxygen to about 18% oxygen, about 0% oxygen to about 17% oxygen,
about 0% oxygen to about 16% oxygen, about 0% oxygen to about 15% oxygen, about 0%
oxygen to about 14% oxygen, about 0% oxygen to about 13% oxygen, about 0% oxygen to
about 12% oxygen, about 0% oxygen to about 11% oxygen, about 0% oxygen to about 10%
oxygen, about 0% oxygen to about 9% oxygen, about 0% oxygen to about 8% oxygen,
about 0% oxygen to about 7% oxygen, about 0% oxygen to about 6% oxygen, about 0%
oxygen to about 5% oxygen, about 0% oxygen to about 4% oxygen, or about 0% oxygen to
about 3% oxygen. In some embodiments, the hypoxic environment comprises about 1 % to
about 7% oxygen. In some embodiments, the hypoxic environment is about 1% to about
2% oxygen. In some embodiments, the hypoxic environment is about 0.5% to about 1.5%
oxygen. In some embodiments, the hypoxic environment is about 0.5% to about 2%
oxygen. The hypoxic environment may comprise about 20%, 19%, 18%, 17%, 16%, 15%,
14%, 13%, 12%, 1 1%, 10%, 9%, 8%, 7%, 6%, 5%, 4%, 3%, 2%, 1%, or about 0% oxygen.
In some embodiments, the hypoxic environment comprises about 7%, 6%, 5%, 4%, 3%,
2%, or 1% oxygen.

Incubating MILs in a hypoxic environment may comprise incubating the MILs, e.g.,
in tissue culture medium, for at least about 1 hour, such as at least about 12 hours, 18 hours,
24 hours, 30 hours, 36 hours, 42 hours, 48 hours, 60 hours, 3 days, 4 days, 5 days, 6 days, 7
days, 8 days, 9 days, 10 days, 1 1 days, 12 days, 13 days, or even at least about 14 days.
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Incubating may comprise incubating the MILs for about 1 hour to about 30 days, such as
about 1 day to about 20 days, about 1 day to about 14 days, or about 1 day to about 12 days.
In some embodiments, incubating MILs in a hypoxic environment comprises incubating the
MILs in a hypoxic environment for about 2 days to about 5 days. The method may
comprise incubating MILs in a hypoxic environment for about 1 day, 2 days, 3 days, 4
days, S days, 6 days, 7 days, 8 day, 9 days, 10 days, 11 days, 12 days, 13 days, or 14 days.
In some embodiments, the method comprises incubating the MILs in a hypoxic
environment for about 3 days. In some embodiments, the method comprises incubating the
MILs in a hypoxic environment for about 2 days to about 4 days. In some embodiments,
the method comprises incubating the MILs in a hypoxic environment for about 3 days to
about 4 days.

In some embodiments, the method further comprises incubating the MILs in a
normoxic environment, e.g., after incubating the MILs in a hypoxic environment.

The normoxic environment may comprise at least about 21% oxygen. The
normoxic environment may comprise about 5% oxygen to about 30% oxygen, such as
about 10% oxygen to about 30% oxygen, about 15% oxygen to about 25% oxygen, about
18% oxygen to about 24% oxygen, about 19% oxygen to about 23% oxygen, or about 20%
oxygen to about 22% oxygen. In some embodiments, the normoxic environment comprises
about 21% oxygen.

Incubating MILs in a normoxic environment may comprise incubating the MILs,
e.g., in tissue culture medium, for at least about 1 hour, such as at least about 12 hours, 18
hours, 24 hours, 30 hours, 36 hours, 42 hours, 48 hours, 60 hours, 3 days, 4 days, 5 days, 6
days, 7 days, 8 days, 9 days, 10 days, 11 days, 12 days, 13 days, or even at least about 14
days. Incubating may comprise incubating the MILs for about 1 hour to about 30 days,
such as about 1 day to about 20 days, about 1 day to about 14 days, about 1 day to about 12
days, or about 2 days to about 12 days.

In some embodiments, the cell is transfected or infected with a nucleic acid
molecule encoding a CAR described herein after being placed in a normoxic environment
or before it is placed in a normoxic environment.

In some embodiments, the MILs are obtained by extracting a bone marrow sample
from a subject and culturing/incubating the cells as described herein. In some
embodiments, the bone marrow sample is centrifuged to remove red blood cells. In some

embodiments, the bone marrow sample is not subject to, or obtained by, apheresis. In some
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embodiments, the bone marrow sample does not comprise peripheral blood lymphocytes
(“PBL”) or the bone marrow sample is substantially free of PBLs. These methods select for
cells that are not the same as what have become to be known as TILs. Thus, a MIL is not a
TIL.

In some embodiments, the cells can then be plated in a plate, flask, or bag. In some
embodiments, hypoxic conditions can be achieved by flushing either the hypoxic chamber
or cell culture bag for 3 minutes with a 95% Nitrogen and 5% CO, gas mixture. This can
lead to, for example, 1-2% or less O, gas in the receptacle. Cells can be then cultured as
described herein or as in the examples of W0O2016037054, which is hereby incorporated by
reference.

In some embodiments, a hypoxic MIL comprising a CAR as described herein is
provided. In some embodiments, the hypoxic MIL is in an environment of about 0.5% to
about 5% oxygen gas. In some embodiments, the hypoxic MIL is in an environment of
about 1% to about 2% oxygen gas. In some embodiments, the hypoxic MIL is in an
environment of about 1% to about 3% oxygen gas. In some embodiments, the hypoxic
MIL is in an environment of about 1% to about 4% oxygen gas. A hypoxic MIL is a MIL
that has been incubated in a hypoxic environment, such as those described herein, for a
period of time, such as those described herein. As described herein, the hypoxic MIL can
also be activated in the presence of anti-CD3/anti-CD28 beads or other similar activating

reagents. Thus, a hypoxic MIL comprising a CAR can also be an activated-hypoxic MIL.

VIL METHODS OF TREATMENT

In some embodiments a cell (e.g., MIL) expressing a CAR is provided. The cell (or
a parent cell) may be transfected with a vector comprising a nucleotide sequence encoding
the CAR. The vector may be a lentiviral vector (LV). For example, the LV encodes a CAR
that combines an antigen recognition domain of a specific antibody with an intracellular
domain of CD3({, CD28, 4-1BB, or any combinations thereof. Therefore, in some
instances, the transduced MIL can elicit a CAR-mediated T-cell response.

Provided herein are the uses of a CAR to redirect the specificity of a primary MIL to
a tumor antigen. Thus, in some embodiments, methods for stimulating a MIL-mediated
immune response to a target cell population or tissue in a mammal comprising the step of
administering to the subject a MIL that expresses a CAR, wherein the CAR comprises a

binding moiety that specifically interacts with a predetermined target, a { chain portion
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comprising for example the intracellular domain of human CD3(, and a costimulatory
signaling region are provided.

In some embodiments, cellular therapies are provided where MILs are genetically
modified to express a CAR and the CAR-MIL is infused to a recipient in need thereof. The
infused cell is able to kill tumor cells (or other targets) in the recipient. Unlike antibody
therapies, CAR-MILs are able to replicate in vivo resulting in long-term persistence that can
lead to sustained tumor control.

In some embodiments, the CAR-MILs can undergo robust iz vivo MIL expansion
and can persist for an extended amount of time.

Cancers that may be treated include tumors that are not vascularized, or not yet
substantially vascularized, as well as vascularized tumors. The cancers may comprise non-
solid tumors (such as hematological tumors, for example, leukemias and lymphomas) or
may comprise solid tumors. Types of cancers to be treated with the CARs include, but are
not limited to, carcinoma, blastoma, and sarcoma, and certain leukemia or lymphoid
malignancies, benign and malignant tumors, and malignancies e.g., sarcomas, carcinomas,
and melanomas. Adult tumors/cancers and pediatric tumors/cancers are also included.

Hematologic cancers are cancers of the blood or bone marrow. Examples of
hematological (or hematogenous) cancers include leukemias, including acute leukemias
(such as acute lymphocytic leukemia, acute myelocytic leukemia, acute myelogenous
leukemia and myeloblastic, promyelocytic, myelomonocytic, monocytic and
erythroleukemia), chronic leukemias (such as chronic myelocytic (granulocytic) leukemia,
chronic myelogenous leukemia, and chronic lymphocytic leukemia), polycythemia vera,
lymphoma, Hodgkin's disease, non-Hodgkin's lymphoma (indolent and high grade forms),
multiple myeloma, Waldenstrom's macroglobulinemia, heavy chain disease,
myelodysplastic syndrome, hairy cell leukemia and myelodysplasia.

Solid tumors are abnormal masses of tissue that usually do not contain cysts or
liquid areas. Solid tumors can be benign or malignant. Different types of solid tumors are
named for the type of cells that form them (such as sarcomas, carcinomas, and lymphomas).
Examples of solid tumors, such as sarcomas and carcinomas, include fibrosarcoma,
myxosarcoma, liposarcoma, chondrosarcoma, osteosarcoma, and other sarcomas,
synovioma, mesothelioma, Ewing's tumor, leiomyosarcoma, rhabdomyosarcoma, colon
carcinoma, lymphoid malignancy, pancreatic cancer, breast cancer, lung cancers, ovarian

cancer, prostate cancer, hepatocellular carcinoma, squamous cell carcinoma, basal cell
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carcinoma, adenocarcinoma, sweat gland carcinoma, medullary thyroid carcinoma,
papillary thyroid carcinoma, pheochromocytomas sebaceous gland carcinoma, papillary
carcinoma, papillary adenocarcinomas, medullary carcinoma, bronchogenic carcinoma,
renal cell carcinoma, hepatoma, bile duct carcinoma, choriocarcinoma, Wilms' tumor,

cervical cancer, testicular tumor, seminoma, bladder carcinoma, melanoma, and CNS

tumors (such as a glioma (such as brainstem glioma and mixed gliomas), glioblastoma (also

known as glioblastoma multiforme) astrocytoma, CNS lymphoma, germinoma,
medulloblastoma, Schwannoma craniopharyogioma, ependymoma, pinealoma,
hemangioblastoma, acoustic neuroma, oligodendroglioma, menangioma, neuroblastoma,
retinoblastoma and brain metastases).

In some embodiments, the antigen bind moiety portion of the CAR is designed to
treat a particular cancer. For example, the CAR designed to target CD19 can be used to

treat cancers and disorders including but are not limited to pre-B ALL (pediatric

indication), adult ALL, mantle cell lymphoma, diffuse large B-cell lymphoma, salvage post

allogenic bone marrow transplantation, and the like.

In some embodiments, the CAR can be designed to target CD22 to treat diffuse
large B-cell lymphoma.

In some embodiments, cancers and disorders include but are not limited to pre-B
ALL (pediatric indication), adult ALL, mantle cell lymphoma, diffuse large B-cell
lymphoma, salvage post allogenic bone marrow transplantation, and the like can be treated
using a combination of CARs that target CD19, CD20, CD22, and ROR1.

In some embodiments, the CAR can be designed to target mesothelin to treat
mesothelioma, pancreatic cancer, ovarian cancer, and the like.

In some embodiments, the CAR can be designed to target CD33/IL3Ra to treat
acute myelogenous leukemia and the like.

In some embodiments, the CAR can be designed to target c-Met to treat triple
negative breast cancer, non-small cell lung cancer, and the like.

In some embodiments, the CAR can be designed to target PSMA to treat prostate
cancer and the like.

In some embodiments, the CAR can be designed to target Glycolipid F77 to treat
prostate cancer and the like.

In some embodiments, the CAR can be designed to target EGFRVIII to treat

gliobastoma and the like.
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In some embodiments, the CAR can be designed to target GD-2 to treat
neuroblastoma, melanoma, and the like.

In some embodiments, the CAR can be designed to target NY-ESO-1 TCR to treat
myeloma, sarcoma, melanoma, and the like.

In some embodiments, the CAR can be designed to target MAGE A3 TCR to treat
myeloma, sarcoma, melanoma, and the like.

However, the embodiments should not be construed to be limited to solely to the
antigen targets and diseases disclosed herein. Rather, the embodiments should be construed
to include any antigenic target that is associated with a disease where a CAR can be used to
treat the disease.

The CAR-modified MILs may also serve as a type of vaccine for ex vivo
immunization and/or in vivo therapy in a subject, such as a human.

With respect to ex vivo immunization, at least one of the following occurs in vitro
prior to administering the cell into a mammal: 1) expansion of the cells, i1) introducing a
nucleic acid encoding a CAR to the cells, and/or i) cryopreservation of the cells. In some
embodiments, all of the steps are performed prior to administering the cells into a mammal.

LEx vivo procedures are well known in the art and are discussed more fully below.
Briefly, cells are isolated from a mammal (such as a human) and genetically modified (i.e.,
transduced or transfected in vifro) with a vector expressing a CAR disclosed herein. The
CAR-MIL can be administered to a mammalian recipient to provide a therapeutic benefit.
The mammalian recipient may be a human and the CAR- MIL can be autologous with
respect to the recipient. Alternatively, the cells can be allogeneic, syngeneic or xenogeneic
with respect to the recipient.

In addition to using a cell-based vaccine in terms of ex vivo immunization, also
provided herein are compositions and methods for 7# vivo immunization to elicit an immune
response directed against an antigen in a patient.

Generally, the cells activated and expanded as described herein may be utilized in
the treatment and prevention of diseases that arise in individuals who are
immunocompromised. In some embodiments, the CAR-modified MILs are used in the
treatment of CCL. In some embodiments, the cells are used in the treatment of patients at
risk for developing CCL. Thus, methods are provided for the treatment or prevention of
CCL comprising administering to a subject in need thereof, a therapeutically effective

amount of the CAR-modified MILs.
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The CAR-modified MILs may be administered either alone, or as a pharmaceutical
composition in combination with diluents and/or with other components such as IL-2 or
other cytokines or cell populations. Briefly, pharmaceutical compositions may comprise a
target cell population as described herein, in combination with one or more
pharmaceutically or physiologically acceptable carriers, diluents or excipients. Such
compositions may comprise buffers such as neutral buffered saline, phosphate buffered
saline and the like; carbohydrates such as glucose, mannose, sucrose or dextrans, mannitol,
proteins; polypeptides or amino acids such as glycine; antioxidants; chelating agents such
as EDTA or glutathione; adjuvants (e.g., aluminum hydroxide); and preservatives. In some
embodiments, compositions are formulated for intravenous administration.

Pharmaceutical compositions may be administered in a manner appropriate to the
disease to be treated (or prevented). The quantity and frequency of administration will be
determined by such factors as the condition of the patient, and the type and severity of the

patient's disease, although appropriate dosages may be determined by clinical trials.

2%
2

When “an immunologically effective amount”, “an anti-tumor effective amount”,
“an tumor-inhibiting effective amount”, or “therapeutic amount” is indicated, the precise
amount of the compositions to be administered can be determined by a physician with
consideration of individual differences in age, weight, tumor size, extent of infection or
metastasis, and condition of the patient (subject). It can generally be stated that a
pharmaceutical composition comprising the MILs described herein may be administered at
a dosage of 10* to 10’ cells/kg body weight, preferably 10° to 10° cells/kg body weight,
including all integer values within those ranges. MIL compositions may also be
administered multiple times at these dosages. The cells can be administered by using
infusion techniques that are commonly known in immunotherapy (see, e.g., Rosenberg et
al., New Eng. J. of Med. 319:1676, 1988). The optimal dosage and treatment regime for a
particular patient can readily be determined by one skilled in the art of medicine by
monitoring the patient for signs of disease and adjusting the treatment accordingly.

The administration of the subject compositions may be carried out in any convenient
manner, including by aerosol inhalation, injection, ingestion, transfusion, implantation or
transplantation. The compositions described herein may be administered to a patient
subcutaneously, intradermally, intratumorally, intranodally, intramedullary,
intramuscularly, by intravenous (i.v.) injection, or intraperitoneally. In some embodiments,

the MIL compositions are administered to a patient by intradermal or subcutaneous
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injection. In some embodiments, the MIL compositions are administered by intravenous
injection. The compositions of MILs may, for example, be injected directly into a tumor,
lymph node, or site of infection.

In some embodiments, cells activated and expanded using the methods described
herein, or other methods known in the art where MILs are expanded to therapeutic levels,
are administered to a patient in conjunction with (e.g., before, simultaneously or following)
any number of relevant treatment modalities, including but not limited to treatment with
agents such as antiviral therapy, cidofovir and interleukin-2, Cytarabine (also known as
ARA-C) or natalizumab treatment for MS patients or efalizumab treatment for psoriasis
patients or other treatments for PML patients. In some embodiments, the MILs may be
used in combination with chemotherapy, radiation, immunosuppressive agents, such as
cyclosporin, azathioprine, methotrexate, mycophenolate, and FK506, antibodies, or other
immunoablative agents such as CAM PATH, anti-CD3 antibodies or other antibody
therapies, cytoxin, fludaribine, cyclosporin, FK506, rapamycin, mycophenolic acid,
steroids, FR901228, cytokines, and irradiation. These drugs inhibit either the calcium
dependent phosphatase calcineurin (cyclosporine and FK506) or inhibit the p70S6 kinase
that 1s important for growth factor induced signaling (rapamycin) (Liu et al., Cell 66:807-
815, 1991; Henderson et al., Immun 73:316-321, 1991; Bierer et al., Curr. Opin. Immun
5:763-773, 1993). In some embodiments, the cell compositions are administered to a
patient in conjunction with (e.g., before, simultaneously or following) bone marrow
transplantation, MIL ablative therapy using either chemotherapy agents such as,
fludarabine, external-beam radiation therapy (XRT), cyclophosphamide, or antibodies such
as OKT3 or CAMPATH. In some embodiments, the cell compositions are administered
following B-cell ablative therapy such as agents that react with CD20, e.g., Rituxan. For
example, in some embodiments, subjects may undergo standard treatment with high dose
chemotherapy followed by peripheral blood stem cell transplantation. In some
embodiments, following the transplant, subjects receive an infusion of the expanded
immune cells described herein. In some embodiments , expanded cells are administered
before or following surgery.

The dosage for treatments to be administered to a patient will vary with the precise
nature of the condition being treated and the recipient of the treatment. The scaling of
dosages for human administration can be performed according to art-accepted practices.

The dose for CAMPATH, for example, will generally be in the range 1 to about 100 mg for
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an adult patient, usually administered daily for a period between 1 and 30 days. In some
embodiments, the daily dose is 1 to 10 mg per day although in some instances larger doses

of up to 40 mg per day may be used (described in U.S. Pat. No. 6,120,766).

VIII. SUBJECTS

The subject may be any organism that comprises MILs. For example, the subject
may be selected from rodents, canines, felines, porcines, ovines, bovines, equines, and
primates. The subject may be a mouse or a human.

The subject may have a neoplasm. The neoplasm may be a benign neoplasm, a
malignant neoplasm, or a secondary neoplasm. The neoplasm may be cancer. The
neoplasm may be a lymphoma or a leukemia, such as chronic lymphocytic leukemia
(“CLL”) or acute lymphoblastic leukemia (“ALL”). The subject may have a glioblastoma,
medulloblastoma, breast cancer, head and neck cancer, kidney cancer, ovarian cancer,
Kaposi's sarcoma, acute myelogenous leukemia, and B-lineage malignancies. The subject
may have multiple myeloma.

The subject may have acute myelogenous leukemia, adenocarcinoma, osteosarcoma,
lymphoblastic leukemia, lymphoma, B-cell lymphomas, B-cell Non-Hodgkin's Lymphoma,
a B-lineage lymphoid malignancy, breast cancer, ovarian cancer, cervical cancer, colorectal
cancer, epithelial cancer, a glioblastoma, glioma, Hodgkin lymphoma, indolent B-cell
lymphoma, leukemia, lymphoma, lung cancer, mantel cell lymphoma, medulloblastoma,
melanoma, neuroblastoma, prostate cancer, follicular lymphoma, renal cell carcinoma,
rhabdomyosarcoma.

EXAMPLES

The following examples are illustrative, but not limiting, of the methods and
compositions described herein. Other suitable modifications and adaptations of the variety
of conditions and parameters normally encountered in therapy and that are obvious to those
skilled in the art are within the spirit and scope of the embodiments.

Example 1: MIL-CAR is used to treat B-Cell Lymphoma

A MIL is obtained from a subject with B-Cell Lymphoma. Briefly, after the
marrow sample is obtained from the subject, the cells are incubated under hypoxic
conditions in the presence of anti-CD3/anti-CD28 beads and cytokines as described in
WO02016037054, which is hereby incorporated by reference. A nucleic acid molecule

encoding a CAR, comprising the extracellular domain of CD19, the transmembrane domain
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of CD19, and the intracellular domains of CD3({ and 4-1BB is transfected into the MIL.
The cells are then grown under normoxic conditions and allowed to expand. The activated
and expanded MILs are administered to the subject with B-Cell Lymphoma. The subject’s
B-Cell Lymphoma is put into remission. In summary, the embodiments and examples
provided herein demonstrate that cells expressing a CAR can be effectively used to treat
cancer.
Example 2: MIL-CAR is used to treat Multiple Myeloma

A MIL is obtained from a subject with multiple myeloma. Briefly, after the marrow
sample is obtained from the subject, the cells are incubated under hypoxic conditions in the
presence of anti-CD3/anti-CD28 beads and cytokines as described in W02016037054,
which is hereby incorporated by reference. A nucleic acid molecule encoding a CAR,
comprising the extracellular domain of CD38, the transmembrane domain of CD8, and the
intracellular domains of CD3( and 4-1BB is transfected into the MIL. The cells are then
grown under normoxic conditions and allowed to expand. The activated and expanded
MILs are administered to the subject with multiple myeloma. The subject’s multiple
myeloma is put into remission.

Any U.S. patents, U.S. patent application publications, U.S. patent applications,
foreign patents, foreign patent applications and non-patent publications, including CAS
numbers, referred to in this specification and/or listed in the Application Data Sheet are

incorporated herein by reference, in their entirety.
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What is claimed:

1.

A cell, comprising a chimeric antigen receptor (“CAR”), wherein:
the cell is a marrow infiltrating lymphocyte (“MIL”);,
the CAR comprises an extracellular domain that can bind a ligand; and

the CAR comprises an intracellular domain that can initiate an intracellular

signaling cascade.

2.

10.

11.

12.

13.

The cell of claim 1, wherein the cell is CD3™.

The cell of claim 1 or 2, wherein the cell is CD4".

The cell of any one of the preceding claims, wherein the cell is CD8".

The cell of any one of the preceding claims, wherein the cell is CD45RO+.

The cell of any one of the preceding claims, wherein the cell is CD62L+.

The cell of any one of the preceding claims, wherein the cell is CXCR4+.

The cell of any one of the preceding claims, wherein the cell is 4-1BB”.

The cell of any one of the preceding claims, wherein the cell is interferon y".

The cell of any one of the preceding claims, wherein the cell is CD138".

The cell of any one of the preceding claims, wherein the cell is CD33".

The cell of any one of the preceding claims, wherein the cell is CD34".

The cell of any one of the preceding claims, wherein the ligand is a molecule

expressed on a neoplastic cell.
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14. The cell of claim 13, wherein the ligand is glioma-associated antigen,
carcinoembryonic antigen (CEA), B-human chorionic gonadotropin, alpha-fetoprotein
(AFP), lectin-reactive AFP, thyroglobulin, RAGE-1, MN-CA IX, human telomerase reverse
transcriptase, RU1, RU2 (AS), intestinal carboxyl esterase, mutant hsp70-2, M-CSF,
prostase, prostate-specific antigen (“PSA”), prostatic acid phosphatase (“PAP”), NY-ESO-
1, LAGE-1a, p53, prostein, PSMA, Her2/neu, survivin, telomerase, prostate-carcinoma
tumor antigen-1 (PCTA-1), MAGE, ELF2M, neutrophil elastase, ephrinB2, CD22, insulin
growth factor (IGF)-I, IGF-II, IGF-I receptor, mesothelin, MART-1, tyrosinase, GP 100,
HER-2/New/ErbB-2, CD19, CD20, CD37, MART-1/MelanA (“MART-T"), gp100 (Pmel
17), TRP-1, TRP-2, MAGE-1, MAGE-3, BAGE, GAGE-1, GAGE-2, p15, p53, Ras, BCR-
ABL, E2A-PRL, H4-RET, IGH-IGK, MYL-RAR, EBVA, E6, E7, TSP-180, MAGE-4,
MAGE-5, MAGE-6, RAGE, NY-ESO, p185erbB2, p180erbB-3, c-met, nm-23H1, PSA,
TAG-72, CA 19-9, CA 72-4, CAM 17.1, NuMa, K-ras, beta-Catenin, CDK4, Mum-1, p 15,
p 16, 43-9F, 5T4, 791Tgp72, alpha-fetoprotein, beta-HCG, BCA225, BTAA, CA 125, CA
15-3\CA 27.29\BCAA, CA 195, CA 242, CA-50, CAM43, CD68\P1, CO-029, FGF-5,
G250, Ga733\EpCAM, HTgp-175, M344, MA-50, MG7-Ag, MOV18, NB/70K, NY-CO-1,
RCASI1, SDCCAGI16, TA-90\Mac-2 binding protein\cyclophilin C-associated protein,
TAALG, TAG72, TLP, or TPS.

15. The cell of claim 13, wherein the ligand is CD19, CD20, CD22, ROR1, Mesothelin,
CD33/IL3Ra, c-Met, PSMA, Glycolipid F77, EGFRVIIIL, GD-2, MY-ESO-1 TCR, or
MAGE A3 TCR.

16. The cell of claim 13, wherein the ligand is a-folate receptor, carbonic anhydrase 9
(“CAIX”), CD19, CD20, CD22, CD30, CD33, CD44, CD44v6, CD44v7, CD44v7,
carcinoembryonic antigen (“CEA”), epidermal growth factor-2 (“EGF-2"), epithelial
glycoprotein 40 (“EGF-407), receptor tyrosine-protein kinase erbB-2 (HER2; Neu; CD340),
receptor tyrosine-protein kinase erbB-3 (HER3), receptor tyrosine-protein kinase erbB-4
(HER4), folate-binding protein (“FBP”), fetal acetylcholine receptor, GD2, GD3,
interleukin-13 receptor subunit alpha-2 (“IL-13Ra2”), kinase insert domain receptor
(“KDR”; CD309), k-light chain, Lewis Yantigen (“LeY”), L1 cell adhesion molecule,

MAGE-A1, mesothelin, mucin 1, cell surface associated (“MUC17), prostate stem cell
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antigen, prostate-specific membrane antigen, tumor-associated glycoprotein 72 (“TAG-

72”), or VEGF-R2.

17.  The cell of any one of the preceding claims, wherein the ligand is a molecule

expressed by a pathogen.

18. The cell of claim 17, wherein the pathogen is a virus, bacterium, fungus, parasite, or
viroid.
19.  The cell of any one of the preceding claims, wherein the extracellular domain of the

CAR comprises a single-chain variable fragment (“scFv”’) domain.

20.  The cell of any one of the preceding claims, wherein the intracellular domain of the

CAR comprises the intracellular signaling domain of CD3(, 4-1BB, and/or CD28.

21. A method for treating a condition in a subject, comprising administering to the

subject the cell of any one of the preceding claims.

22. The method of claim 21, wherein the method comprises administering to the subject

a plurality of cells according to any one of claims 1 to 20.

23. A method for making a recombinant MIL, comprising:
obtaining bone marrow comprising MILs; and
transfecting, transforming, or transducing the MILs with a nucleic acid encoding a

chimeric antigen receptor.

24, The method of claim 23, wherein the bone marrow is obtained from a subject.

25. The method of claim 24, wherein the subject has a neoplasm.

26. The method of claim 24, wherein the subject has an autoimmune disease.

27. The method of claim 24, wherein the subject has an infection caused by a pathogen.
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28. The method of any one of claims 23 to 27, further comprising activating the MILs.

29. The method of any one of claims 23 to 28, further comprising expanding the MILs.

30. The method of any one of claims 23 to 29, wherein the method comprises making a

plurality of recombinant MILs.

31 The method of claim 23, further comprising incubating the MILs under hypoxic
conditions prior to transfecting, transforming, or transducing the MILs with the nucleic acid

encoding the chimeric antigen receptor.

32. The method of claim 31, wherein the hypoxic conditions comprise about 0.5% to

about 5% oxygen gas.

33. The method of claim 31, wherein the hypoxic conditions comprise about 1% to

about 2% oxygen gas.
34. The method of 31, further comprising incubating the MILs under normoxic
conditions after transfecting, transforming, or transducing the MILs with a nucleic acid

encoding a chimeric antigen receptor.

35. The method of claim 31, further comprising contacting the MILs with anti-
CD3/anti-CD28 beads while incubating the MILS under hypoxic conditions.
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ABL.E2A-PRL.H4-RET.IGH-IGK .MYL-RAR.EBVA.E6.E7.TSP-180 MAGE-4 MAGE-5 MAGE—6 .
RAGENY-ESO.p185erbB2.p180erbB-3.c—met.nm—-23H1.PSA.TAG-72.CA 19-9.CA 72-4.CAM
17.1.NuMa.K-ras B & 4 .CDK4 Mum—1.p 15.p 16.43-9F.5T4.791Tgp72.F G H ,
B-HCG.BCA225.BTAA.CA 125.CA 15-3\CA 27.29\BCAA.CA 195.CA 242.CA-50.CAM43.
CD68\P1.C0-029.FGF-5.G250.Ga733\EpCAM.HTgp-175.M344 \MA-50 MG7-Ag .MOV18.NB/
70K.NY-CO-1.RCAS1.SDCCAG16.TA-90\Mac—24% & & A \SEME H C- MK E 3 . TAALG .
TAG72.YLPELTPS.

15. BUR|EESR 130 4 , Horb BT iR B 44 9 CD19.CD20.CD22 . ROR1 « [a] FZ % .CD33/IL3Ra.
c—Met PSMAJEIEF77 .EGFRvIII.GD-2.MY-ESO-1 TCREEMAGE A3 TCR.

16. BUFZER 13/ 40, Horb Fril oAk g a— PR 32 4 L ik IR IEF B9 (“CATX”) CD19,
CD20.CD22.CD30.CD33.CD44.CD44v6.CD44v7.CD44v7 i AT (“CEA”) R iz AR K H 12
(“EGF-29) . E Rz piE#E40 (“EGF-407) 32 AKRMHE 2 M8 55 2 i erbB-2  (HER2;Neu;CD340) .
TR IR H BlFerbB-3 (HER3) \SZAAME R MR & HI ¥l erbB-4 (HER4) \HIRZE & HEH
(“FBP”) i ) LB 2. R AR SZ 44 .GD2.GD3 FH Al Al /23— 1352 4K W A a—2  (“TL-13Ra2”) I
I N2 K3 57 44 (“KDR”CD139) x—#% 5% Lewis YHUJE (“LeY”) L1400k 4> T JMAGE-A1.

2
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[ R VAR RIE A SRR E AL (MUCT”) AT B IR 41 B BT 5L« A1 51 A S 1k B g B
JEA IR 72 (“TAG-72”) B VEGF-R2.

17 . FT IR AR ZE SR AR AT — T A A, A i FC A4 A e o B AR SRR 1 43 1o

18 AR ZER 1T, Frb BT I 08 R AR 0 55 A0 B8 - B 27 A R 75

19 77 I8 AR EE SR A A — TR 40 g, e rh B ik CAR B i &0 485 ) 33 A 25 B 8 T A8 v B
(“scFv”) &5 Ry,

20 . i I A SR AT — TR 4, L A TR CAR I M PN 45 #4386 5 CD3€ L 4- 1BB AT/ K
CD28M LN 15 5 1% S &5 1 35

21. — P T2 508 IR ITRE I 5 4, Bt i 7 iR G 245 752 1038 AR BRI ZE sk
AE— DO 200

22 BRI EE SR 21/ J7 v, b Birid T vE B 4G 25 7 521038 22 FhBUR) 3R 1-20 AT — T
Y

23, — P H T £ B AAMILI 73, BTk 5 i3 -

PRAFALEMILE) B s A

Pt %G DU RS2 AR AL R e G i AL B T BT ML

24 BURIZER 230 71, Hop ik B i1 2 2 A%

25 BURIZE SR 2410 71, Horp BTk 52103 SBAE B D).

26 BRI ZESR 2410 771, o ik 521038 B H B & S i -

27 BURNEER 241 751 , Forp Birid 52103 BB b i Ak 51 e () Ik 4

28 AN EL R 23-27TH AT — T 5 v, fivids Jg ik i3 — D A FE FEM I L

29 . BRI EE R 23-28 AT — T T3 ik, Frid 5 ikttt — DA Gy BMIL,

30 BUFIEE R 23-29 R AT — T 1) J5 1%, Forb B T i A HE il 2% 2 P 4HMI L.

31 BURIEE R 2311 75 15 » BTk 77 vdk — 5 B0 FE 7E FH gmht ik & DL 52 AR I A% BRI e 54k
B SMILZ 1, TARE S MR EMIL.

32 BURIZER 31 771, Horb T IR SR A6 B 290 . 5% Z5% [ <o

33 RUHNEE R 31 J732% » Hod B IR AR AR A B 75 20 1% 2 2%11) 8 o

34 BURIEE R 31 T 1 BTk 77 i3k — 5 B FE1E F gmft ik & DU 52 R I A% BR e G 54k
B FMILZ Jo, T A& M EMIL,

35 BRI E R 31 J5 1k, Brid 77kt — DA FE R TVE S T IR EMILE R ML 5
HLCD3/4iCD28 Bk 4% fi .
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EARTEREHIRZ 4 (CAR) I AR TLRBESRIRAY B B8 I
E 4RAE MIL)

[0001]  AHKHIENZ XS5

% HIE ER 201557 H8 H 1 22 1) 36 [ Il i H1 15 2562/189928 5 [ AL Fe AL , HoAF b it
ZRUH 25
[0002] i

ot K 2 BT R R AT L . — PR T IX B R 1 T R R B S AM I L LA E
SR A PR SR (“CAR”) [ 3328 SR B [ ik 40 L 3R IR A Ui o CAR B JiR 32 4, FL gt e it
RCAAER AT N B A5 5 77 2GR A AR PR - B 1 LACD19#E [m] 77 V2 HUAS ) Bl 2 A
A, 8 FH IR CARIP) a8 A% A2 111 40 B v o7 e Ath e il 1 2SS A PR R B
[0003] MR

FE— LS 7 b SRS I G PUE 32 Ak (“CARY) 1) B BEVR TE R ES 40 ((MIL”) o 7
— LSt 7 S, CAREL 35 1] 45 45 e AR 1) i 4/ s A 35 o 7E — X St 7 v, CAREL & 7] J 3 g
WAS 5% S e B N 45 R 38 (B G FEMTLHY) &
[0004]  7E—Esiji y b, SRt T 7E 32 303 R T WAE I i B S TR E B E
CARFIMIL o 7E— L& STl 5 o, 5L BG4S T 32 W H B S MILEF I 264, HoAMILAF 1) 55
— MILE, 5 CAR,
[0005]  7F—Sbsijifi 7 e rh , R4 Tl 2 SEAAMILA) 77 v, B 48 3RS A S MI LI &5 i , o
Gt itk A LR AR R R i U L FEAh BB ML 5 BB 18 B 2R, th in B A K AW
(neoplasm) )52 - 52 1 E AT W NI
[0006]  fik

FE— e ST 5 ZE R AR SCHRARE VR 7 B (R AN BIR T 0 9480 20 2k v 0 i e 1 e ik
(R A A RN T o 8 7 T SAB AR T4 4 3 DL SR A ik & iR 32 44 (CAR) () B BiEI= T bk 2
ZHAE (MIL) ik 4% 40 i 4% 72 SR - CARDG I T-HUAR i £ 0 BREE I H 5 (451 4n Pebgg Bt J5R) 1
S S IEMILAZ A4 i PN 45 A 3kl & DL 7= A8 S BRSPS e 40 T e 928 0 1 T B A B
(153 ¥
[0007]  fE—RLSTyt 7 b, SR A p st AL A2 1 DU AR e 302k A B2 (1 CARIFIMIL ) ik  3RIACAR
[IMILAR SR A CAR-MIL BRCAR—E MR IMIL o 7£ — LE STt 77 S , W 4R i AT 18 A& A2 16 DL 7E
HRM AR 8 RIBPUIRSE & 55 /38, T S 37 T MHCH B BT R e o 1 o 75— S8 St 77 =
XIMILEAT 185 A2 10 DA AR SR R R e e L AR B e R 18U 465 #4985 CD3C i Bl Fe v RTER 1Y)
FfL P &5 R I G R — TR A B T IR CAR
[0008]  7F—Lsijifi 7 G, CAREL B B A B Ji 1R J31) 445 Ky 3l 11 Pt 47 s g 3k B e s A 3 R 44
i J5 435 R 4 o AE — BB S e P, A R AR 5 CAR R [ 45 R 3 2 — 4 5 1) 1 RS 465 Ay 3 A —
G S it 7 G TR, AT 0 5 B I kIR DA R A 055 B 5 A 4, D A TX A T S5 M S 5
HH [F) EA 7] 25 18 5 2 [ AR 5 W 4 g 3k, DA sl 55 5244 526 14 Al 3 1) A B AR B /M
401 , i S 458 KAy sk ] S CD8 i 235 F 3k
(00091 5t 40 I Joa 45 A 38110 55 CARM9 T ] % e T AR By 4015 CD28 M1/ 84— 1 BBAE 5 A% 3 &5
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Pk, B8535 5 76 CARF 1500 " A P A4 AT AT SHL Ath 390 58 %) 40 P o 485 Mg Sk 2L 5 o 7E — SRS T &=
H, CAR I 41 B J53 25 R 38 mT 9 e v gk — 2080 2 CD3E I 5% 5 45 A48 481 4 , CARIY) 4 A )
SER ] A FEEAR PR T CD3C . 4-1BBAICD28/E 516 Sk e K HAH & . A It , 52 it 5 & $2 3t
CAR-MTL A Ho H Tt 4k 97 vk i 7 vk o
[0010]  #E—sijifi /7 S8, CAR-MTL A @ i b 60 5 HAEE (M CAR - (91 i B 75 HTCD19 L B i &5
P AN A~ 1BBIICAR) 1)1 955 B 2% 44 51 N 40 i o 1 7= 26 o 451 i, CAR-MILBE B8 78 7 ) & 1,
SRR AR, 1K ] T ECRF SR PR )
[0011]  #F—2esjti 77 b, 2 A FHCAR-MIL i 45 T R IACARIP B AL B IMIL H 176
ST AN B ARSI T Sb Y T RS B AR - B RMILSCAE B R 2R T AR
A AR S IR 1) AAS AU . 0 7 R B0 9 (expand) » 348 Ja fd [B] AR
[0012]  7F b s 7 2, f F 60k 0 35 CD3C A4 - 1 BB Il ik 45 #4451 Pt CD19  CARFHY
MIL . 75 R e 155 50 T, S 1) 5B 2 PR Y R CAR ML AT 4 s BB 34k P 1140 1 IIL996 400 . R T » S
77 ZANPR T #E 5] CD 1983 i CD3CFN /54— 1 BB F ) iR 4245 A5 S IIMIL 9 0, 2 it 7 324
¥ 5% ECD137 (4-1BB) 15 545 5 45 My . CD281E 5 4% 45 M35, . CD3LAE 5 45 ¥ 438, g HAT- ]
W 1) — Ml 2 M P S5 R SRR S AR AT PR 45 A R
[0013] E X

gk 1] 7 A AN RS TR SCE N — A T A B R D —AN) BER G 28K
U, MR EBE-NLRRE TR
[0014] Qi SO P8 B TR , A SOl FHFIARE “B 87 “BA7 L B7 M “BHE R HAR L
R BTG “BIEARR T E SR SRR 8 & Fhdl oy 805 BB = AT ik
(R NETR “BIEEART) AHAAEY AR E BT SER B h .. (S FA S fE

PO M5 .. (B A2y F1D 98 AR, I HAXRE R AR N Ry 5 S it b
If P URE A 4L

[0015] A I “Wiid” i 1 72 6 78 43 A LA 5 w0 1) 400 P B84 B FRIMT L IR IR 45 o Bk
T AT 5595 5 0 40 B PR 7 A R R R I KR - Th g A DRI o RS “BOE IMIL” JC AR IE
TEZ I 5 S HIMIL

[0016] A AT “Biik” 18 102 SHURRE L & 1 Bk E A o 1 PR v iR
H R AR RIE B B 2R IE I 5 R G e Bk [, I HL T D 58 8 G0 % BR AR 1 9 28 S P
Iy PR T BA 2 B SAELE , AR W 22 v B Ak L B e BE B A Fv FablIF (ab) 2LL J2 HL 5%
PUARFI IR BT .

[0017]  RiE “Gifk i B 48 02 S8 BEPUAR 1) — &8 5, HF HAR [0 72 58 BEPTIAR I H1 R e e ml A48
X o FoAd Fr B S 9 0 45 E R IR TFab Fab' \F (ab’ ) 2F1Fv Fi B e PEHi4d . scPviiiR AT 4
R BV B 22 e S P AR

[0018]  ASCAd HATE “Bu)ai” & R 51 K S8 IR LI 73 ¥ o 1% S 5 IR N ] RE VS R piAd e
A BURE SE S0 20 i VAR ) R B HEAR N UK 2 AR AR AR 7 (AR LT A B
F R Ek AK) R AT FVEBUR o tb b, PR AT I8 5 F2H 88 R ZHDNA B R N GOk 2 B A, 55
B 51 988 J L 1) B 1 O PR R P R I 970 BT 2 A% T IR 17 91 AT AT DNA K] Ik G B (i AR5 7
AT I BT o A AR RN UK R AR, BUEAS TF EEAN B R ) A KA TR
750 Gt o S0 5 DL 2 , S SR B R AR AR T F 2 T — Fh L5 (10 58 0 i B R 7 471 9

5
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HiX % TR 7 51 DA 2 P & HEF DL 51k 158 1 G 9% ) B o e Ak B RN 0K 2 B g it SR
MRARANTE B “HE R Y o 110 5 DL , PO T A B AR B T YR AR MDRE AR 1K R
AR AT B HANR T A IR A Al B sl AR i A

[0019] A SCAd I ARLE “U M AE B T 1 72 nlad ik e R R 2> TifrIee 200 i 25 H 1 sk
b RS ECE (P98 T 75 i P 38 0 B e 1 S RE AH S 1 25 M A LR I SO T AR L)
AN “Bu R A R T St el a2 AR 4R B A AR TR bR AR B e 1R R
o

[0020]  RiE“EHAPLE (auto-antigen) ” B FRATATHE 58 R G0 iR W\ N2 AR H & Pt JR
(self-antigen)  HAHL IR AFEEAIR T A0 M 8 3 B 8 1 - 40 B 2% T 2 1 200 M O ol A%
MR BB ), BT 40 P R T 52 AR

[0021]  ASTAd I ARIE “H S S i & ONH B B % [ B 5| BRI B G . 5 B
PEZIF AT G PR A ANGE 24 A B s S ) 45 S o BB g% 1 ) SE B R R R PR T2
A BEFS (alopecia greata) SRELMEEAER  H B RIE MR % H & RIS %
TR BEIR R (T8Y) VB IR A R MR IR M 3R REAR A E (B 52 4% VB /N ER'E 48 A% 78 R
F- ZIRERAE AR A ML BT I RGU I L BRI 2 R AR REAE  FSE LG /) 5
TR AGIE A Bt AR AR SR R PE S 98 45 17995 i B L i BRASAS Z8 BAE BF A oeY
995~ PR MR 28 LA 98« 0 0 R R 1 7 e S 2 I 9 PR 45 1 6 55

[0022]  ASCAd HPIARE “B AR B ESR SRR MUR B AR MR RL, 5 k8 3 5N
FZAME

[0023] [ b S A ™ FE I U5 E AR TR AR AN R S B s o

[0024]  “SRb SRR SRR IR B A FE R S A .

[0025] A SCAd I ARE e 8 XCOAHRFAE R 57 5 4 B AR DR FOAS 52 47 il 1) A2 K RT3 9 o
e 240 PR T e A 9 e o L I AN B2 R G A 6 1) B Ak T AR AT o & b R ) S 4] LA H AN
PR 3 LR 0 2 M O K0 5 000 L R e R R & B I S P T AR S
I8 I3 s 25

[0026]  diA ST HR A FH A AR I “ LI AR /B HE 45 S 1 &5 S ML F) [R) L o 7 M
MR T BN TCR/CD3E &) 5 17 30 FRIFIMHC /3 T (K 45 & 3R AL W1 2045 5 LUAME Rt/
SMILS N (L HEAEANPR T 38950 0S4 55) 155 P R 2 3 40 i (B anaAPC 44 SR 4
L BN EE) 0 4 o H AL A4 AT B 5 H AR F-CD7.B7-1  (CD80) \B7-2 (CD86) PD-
L1.PD-L2.4-1BBL.0X40L 5 5 4 I Jil P At 44 (1COS— L) < 4 A [R1 K5 B 43 ¥ (ICAM) CD30L
CD40.CD70.CD83 HLA-G\MICA MICB.HVEM. (2 5 = B2 44 .3/TR6 . ILT3  ILT4 . HVEM. &5 &
Tol 1 FCAA 52 44 B B s 77 B i A A S BT-H3%RE S P 45 & B O AR o SL RIS AR i JC B dE 547
FETMIL_E R SL R0 4 e RS A Ui, Bk 3L 3o+ LE anfE AR T+ CD27.CD28 .4~
1BB.0X40.CD30.CD40.PD-1.ICOS . #k 2 40 i Bh e AH <Pt )E-1 (LFA-1) .CD2.CD7.LIGHT.
NKG2C.B7-H3 J% 5 CD83 ¢ S5 Pk 45 4 A .

[0027]  “FL3[ s 77 $8 AR AEMIL - f [ PR 45 A e B i , 5 SR R e e 45 5 A
T A FMIL A 080 B b A E AR T 3550 o JEI0 0 T B EA R T MHC 1284 .BTLA
FTol 1 BCARSZAA

[0028]  ASCAdE H I “HeIEUE S FB 10 2 SPIHAE 5 th i TCR/CD3E £ 40 A T BMI L 3G 5

6
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A1/ BB 4y F ) LR E N ERE S

[0029]  “Pyig” Ry A 23 AN R 4R RR AR N P, FF HLH A an SR 1% A 15 21 2GE N 30
i R 4k SRR I A2 3B B ROIR S AL 2 R, 28 10 it A 22 i R s iy
P N S AT E A 52 30 A BOR S A WITE AN A AERE A B 15 B0 R ARAE A R fg Btk .
RBAATIRIT  BG A — 8 2l 2 R E RS — D R

[0030]  ASCAH FHI “H AR SR P HE YT By th b & .

[0031]  “Huht” Fa5 (1) 2 FAE 7R A= it #2 Hh & B 2L A e W %P R ) 1 (R rRNA L tRNAFH
mRNA) B A 72 (1) IR IR 7 51 B FH I A2 1 040 A 400 5 R P 1) L Ath 3R B W R0 R 20 T IR SRR I 22 4%
TR (bb anBE B8]« cDNABKmRNA) H 4 i A% 1 R 5 471 10 [ A 45 2 o DRI, n SRR B2 T 1% 22k TR 1
mRNAF % 53 FNBH 270 240 B s LA 2B ) R G b = AR B 1 o, U 2 (R A B 1 0 e (3L
AR T 51 SmRNAJF 51— 8, ¢ HLIEH DUF 7R 4L AR gmid st (AR RN BLcDNARL S 1
RERR) T3 AT Kl Gt B 1 o B 122 22 (R B e DNATR oAt =47

[0032]  ASCAdE FH I “PRPERD” T8 10 2 ok B A4 L A 2H 2B R G i) 53 78 L N
A AT A K

[0033] AL FH I ATE “HMEPE R F8 002 B ARV 41 AL B R S A0 51N B,
H PP AR

[0034] ARSI ARTE “RIE” & X B H A 37 3K S0 1 45 8 1% 1 R 7 71 1Y) 2 s A/ Bl
o

[0035]  “SRIXHMAR” FRM RO EH X TR B, Frid EH Z TR &6 80EET
RERIE IR IR T HI I 2R IE ¥ 1 7 51« RIS E AR B & R 1 TR IE = AE oo,
FRIE M HoAth o E ] i 18 N AR AR 1A R G b R it o 30K F AL 5 A AT L A i
AL R IR EAR , T ands N H2H 2% B ICRGRL L JTURL (51 an 4R 85 1 BFE M oA b 5 A 1)
FEE (] G 12 o3 B 000 B S B R s 25 AP IR AR BE S 7)o

[0036]  “[EIVEI” 48 B2 PN 2 MK Z (8] B AN AL R 43 - 2 (8] 1 1 2 ARABA A B 41— 301k
AL AR BT A B — AN B R ) P i i I R A I o RN, 5 SR A
DNAZY - HR A — /N R I — N7 B IR o5 30, ) 537 A A7 BN IRIR )« PRAN 7 91 2 [T
E R o L R B AS 3 21 3 1 UG i B[R] 5 A7 B 10 25 B o DA LL B4 B 2 EH X 10018 B8
o an, an A 51047 B AR 6 UG e 8k R 35, U3 7 A 7 51 R 6. 0% F] Y5 FET - 25 451
A5, DNAFE FIATTGCC 5 TATGGCH: AT 50% Al Y51 o 3 3, 24 5 1> 7 51 b o 45t e AT g P e g
1TH R

[0037]  ASCAE IR TE “Si Bk EE 07 8l “Tg” & O — R i I & 8 i . i B4H i
FKIEFIPUAA BT FRABCR - (BAN A SZ 4) Bebt i 52 4k AR 1R Z B E A 5/ Bl o TgA
T1gG. IgM.IgDFIIgE,

[0038]  “I3BSHY” B dE AR SOIRAS el AR 81 23 Bk o 4 2, R ARAFLE T3 B R Y I A% R B
AR O BT E R 5 R ARRES 1 A7) 0 0 B 56 4 40 B 1 AR R A% R B IK 2 <00 B8
(107 o 7 B I AX R B A 1 5 ] LA SE i b 44k R AP A , B0 RT A7 AE T3 R SRR IR L nfg =
AR

[0039] G SCAsE B AIRAE , o T30 o A-AE AL R B4 FHUL N 465« “N” $R I = I, “C7
TR P , “G” TR 1, “T” 880 Mt A1 “U” Fa i 2 JR 1 o

7
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[0040]  ASCAd 1) “18 55 B8 Fi8 1) 2 100 % e B RHI B o 18095 B 000 4% SR 75 0 70 e 5 sk
YLE Sy LA 7 TR SARFIR, B A TR K B 1 d8 A (5 S 08028 22 1 E A I DNA R, BRI b e AT
2 S DR 38 38 AR 1) e AT R0 V2 — GHIV  STVAHIF TV4 35 A 18 96 25 1 S0 o Yt 11 188096 75 1) 38k
PREE AL SIS0 35 /KT 1R R P 2 TR B 2 1) T B

[0041]  ASCff R ARE “H SEIZ MR E 4™ (“MIL”) Fe 02 I B B BE bk 40 i . - i
R MR AR (“MIL”) 554 & i bk B 20 i DA K Fist 2 bk EX 4 e (“TTL”) AV 2 X 4y
25 TP 240 (“APCY) I 3= 8 1, i 86 (“BM”) ROA SR N — PR ik 1) S 1% /N AE
135 L 3 G i 5 328 20T P P A Ao 75 B A Ak BRI 5L 335 47 SR DA 44 7 B B R 5 b R R B v K
SR e R EAZ A0 . (L1 JMZE N T Immunol. 2009 Dec 15; 183 (12) :7799-809) . iX L&
MILZRIEICAZ AR iC P fnCD45RO+AICD62L+, 3 HAFAE HL PBL AR & B iCAZ 41 i 58 £ 342
MIL (Noonan KZ£ A Clin Cancer Res. 2012 Mar 1; 18(5) :1426-34) . t4h ,MILH T
T A X B R RO 12 A ML B T AN AN R I T R ) “TIL” (Beckhove PEEN J
Clin Invest. 2004 Jul 1; 114(1): 67-76; Castiglioni PZEAN 6 J Immunol 2008;
180:4956-4964) o fH T 75 B 8 255 1 Hp K 3808 1 [R) PR 0 Jir 28 s AT A= 1 1 BLIR F- (SDF1Y)
MILHEL HPBLYf MR 1A Z JCXCR4 (Noonan K% A Cancer Res. 2005 Mar 1: 65
(5) :2026-34) . 5PBLAALL ,MILH141BB¥) R IA B30, 31X 7] (8 /& B T BMACA 58 AR A M ot
=D H, 5TILE RO L MILR] 3 BT B35 WG A3 % (Noonan, K& A Sci Transl
Med. 2015 May 20; 7 (288) :288ra78) . TILAXAEZI50%M) B R A7 1E , FIX Z125%) B
BB TIL 540 sk 2 40 A (PBL) TR L MILEA T V2 1 N R B iR 2, X A R
TN A IR R Y - — FRPBLA 5E A EIRRE Noonan%E A Clin Cancer Res) o
[0042]  BRAEFAMIE , 75 M “Yuid 2L 7 FI A% T B 7 417 B4 A0 b i) 157 H: i AR L 9
TS AR R =L R 5 F B B A% R 3 1 i 25 1 S FIRNA I AZ R 7 51 ] L6 I 5 1o
[0043]  RiE “FROEE” 18102 WIET A5 RIEIZIR T 5 2 17 5 805 & RE W Dhae i
e N, MR T I 5 58 IR T E T IR R R, B — R T 5 5 5 AR Y
G ROGEEE A7) I, 40 55 Bl 5200 G A 5 H1 I i s B Rk, W JR B3 1A ROEHE T i
Bl B H A ROEREIDNAFE 51 N B2 10 , - HLAE 0 B 8 AR [ 14 15 154 P 2 AN 2R
i X o

[0044]  ORAE “isk B R 1 Py it S 5 R B S 1 O B R IR B AE R AR Tk B4
SLELAR B I IR A 1) FRIE KT, SR E B X 385 R 1 R 2 2R B B N I SR iR
(140 24 e 1 i Re 70 Do 11 S SR I8 7K S o T A A8 L SR A v 0 S ] i o R R AIE S g
PO 4 3k B I (1) S AR R B8 . S R 1

[0045] Gy JRMELH AWM M B AN 4 T AW T (s.c.) SEkN G.v.) WA
(i.m.) BOH0E P9 S BUER R

[0046]  RiE “HEE” | SZARET AR AR A] TS, I B AR IR AT S L A
i, TV AR AR AN I JRA , 938 A T A SCHEIR 0 75 7% o 72 R e AR IR i) M 1) Sl g S, R
a2 R M NS NS

[0047]  ASCAE FH AR TE “BK” L “2 K A1 “Bx 1 R BT B, OF BLER 002 B & ks 3L A
BRI E IR A - B O SR L& 2 DA R IR R, I B AT A Rl AR
F R B 50 ) 3 R 1 e K H VA BR 1) - 22 BB 360 5 AN BB 22 AN 448 R A0 1 32 4

8
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R B R AR AT R B AR 1 o o AR SCAE T AR IR, i RIE FR 1K A2 P AR e B CRLAE A b i
ARG ANAR IR TR BN SR SR ) AR 1 B CRLAE AR T I8 W O E 1 50, ARV
2R 2 IR AL B an AR R B SRR 22 B SRR L R R R AR R R R
A 2 IRARAR BV 2 IR AT AW SR Bl G B B 55 o 2 IR G R AR IR L BB A ik & ik
A A

[0048] A SCAE I ARTE “Ja 317 %€ XN A 31 2 A% IR ¥ 1 IR St e =3 7 2210 Hh 4
R LR B S| 5 LA TR A B DNA 51

(00491 A SCAE HIARTE “Ja 3 1/ WP A7 B A ROER T R 8l 7/ 42 7 5K 2 X
VIARIE T B RILIR PP 9 ALDEEE S DU T PP A W O 0 R 30 7 Fe 4, OF AR AR DU T
27 51 th R LA 2 ] W) 2R s B 3 98 1 e A AN AR R e o SR B/ R R SR
o LA 2R et 07 R IR R R - ) S 3 1/ A P 8

[0050]  “YLp A" JR AN T 2 5 g i AR 8 L D P 0 0 22 A% IR A RO AR, 3 ik PR 7
Y/t VPN 24 e oviiifa s 5 S Sl Nestd ] D ShNgE ik PR =R - 11

[0051]  “F A" JRA0 182 5 9 e € 5L DN P 0 0 2 % HF IR A ROEARIN | 3 ik A 7
P Jot A AE AR P A AR X BT R BT I 1IN A AR AR e A A R PR A

[0052]  “YHZURF VLM B30T 924 5 th L DR G H B A5 58 1 22 A% IR A RGBSR | i il it
PR 7= 55 Jot LA 400 B Dby vk LT JB 317 B 2H A S TR 1 40 B IS 4 4 o e A B R IR
(IR

(00531 FiT il A A TE “RI” SR E B RBr 5 (BIANTCR/CD3E &) 5 HL R YR e 1k 45
& NI T8 5 5 S HAELL W E AR T4 TCR/CD3E & WIHIME 5 37 S 1M 75 S VIR B
AT A 5 R T FRIB R, L AN TGE-B 1 1A A/ s AN A B ZR 45 M ) R 21 55

(00541 GnfE)iZ AR TEAEA SO FIRAREE , “Hlisoy 17 e S A TP 3 40 L) [F]
Vs R ARy S S A FOMIL B 71

[0055]  ZR A% AR “HBHBCAA™ i did 4 A2 AE T PR 223 4 (191 AnaAPC A% SR 40 B W BEH
N &%) I Al SMIL_E A R4S & Be B R CARSCRROY “HIr 77) Fr A PE S & AT MIL
I 48 S oL (B0 AR AELAN PR -3 S B S M) R 3 HE B 458) R TC AR o S AR g A 4ol e
(¥, F HICHALE LB BREOMAC 128731 JLCD3PLAR L Z a7 (superagonist) HLCD28
IR MBI FIPTCD2PT 4 o

[0056] AR “S2 W E” 15 AECLAE b ] 51 G5 S L (1 AR AR (Bl i #Lah) - 32l
TSI RLAE N A /B KB S L S R A

(00571 A SCASE A ARE IR T7 K7 B ARG T A/ BB o« I8 7 1R FE I #0122 8 AR B
TIRERIRAT o

[0058]  AR¥E VA YT A KR RN A SURBEFEN BBHEE (B AR B AR IR R R 2E IR AR S
I ARG E 2 il B A B 2 S Y 32 AL S 0 B R IR T A RCR” B s
T A LA BT ia 77 (10 Bt 5 B 98 14— b B 22 A Ak ORI PR 5 Ji BIAE JE P AR JEE b U
ISP B V6 )T A AR S R 167 K 520l (K00 S ™ BURE RN AR e L A B
FAAL .

[0059] 4 [F) i A TEAEAS SC AP A IR ARAE , “VR 97 0 I Fig b 32 o 22 I PR 9 s BB 1
2 D P AR AE SRR IR 0 0 3 5™ R S
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[0060] A LA F I A TE: “BE GL iy B “RE AU B e 107 Fa 10 2 AR % 1 s DL 6 7% B
SINENTE A0 R I . e gy BRI B T 17 A D ) & MR VR R R
o AV EL T AN A o A M B SR AR S A A i A I S AR
[0061]  AXSCAd F I 38 “PE L S35 i R B80CA 80E 8 B B3l TN T 2 TR T
IE AL B AN ], DAAS HIRNASRE & B 1) 4% s ig A2 i IR M R IA
[0062]  “ERAR” AL 7 B B R BR T FH T4 70 25 00 R IR 38 126 22 40 P P S8 ) 4 o ) A
Yo VF 2 AR N ARSI E F00 , R EAR T et 2R 5 & TSP etk 5946 &
(1) 2 A% FF IR  JTORL R B o DR b, AR “BR R B 36 B 32 81 TORL B B o 12 AR 16 N RN
0 FEA BE AL IR i 7% 2 40 i A A JE BORL AN RS B AL A, bE an SR SRR A &4 I AR 5 o 9
BEER AR S0 FEAE AN PR - B3 25 20 1R R AT B 078 3 A L 0 SR B A 2
[0063] iR

A TFEPRAE F 96097 08 RE S 93 R 2EL B R 7 9% o i i T g IO 333 e e Sz e 9
iR i P B P R o i ) A L YR A g 5 D 4 2 Ik B2 4 B 3 af g (“CLL”) « mI {6
ARSI FFEAL R 2 A ) A7 V296 77 1 At o3 B0 45 95 5 40 b AN 2 HUBRGR DL R H & 7
P PTG o
[0064]  7F L5 J7 Zrp , P2 HE T A2 o0 DL R IACARI 41 g (BPMIL) , FHor CAR-MIL 2 31
PR R - CAR P9 dn e T2 0 LA & B EMILLR 2R 5 &9 C8E (191 4nCD38) 1y
WS 5 1% 5 45 MR A IR L i 45 5 245 P 3 ) M 4/ 5 A 355 o CAR B8] 2 4 FEMIT L HH R ) R % 25
TR 25 6 7 v 5 ) P IR o 7R — SRSt 7 SR, PLJE RCD19, BRI A i R A5 B
M b2k SR, SEHE T S ANBE T4 [ CD19 .. B A VI, S2 it 77 S8 B0 5 AT A B R 45 & 88 40
L85G T L [RRHT R B 52 0 e 240 P DA S0 4H B AN R AR K R A PR T B DA A
7032 B 52 DL 350 /D BRI Bk 2 1 R 7 H . PR 45 A 300 T 5ok B LI T N CE R
) — Fh il 2 T i B PN 5 A3 o A — RSt 7 R, PR 45 A 80/ S5 F CD137  (4-1BB)
G5 S EE IR L CD2815 T A% T4 I L CD3LAS 5 45 W3 e HAT AT 41 & f) — Pl 22 Folt i Py
SERIERL G PR S5 S8t eT 5 M N 25 R 38 4nCD134  (0X40) filt e o
[0065]  fE—ULsjfi =+, CAREL & CD137 (4-1BB) 15 T4 S 45 M3 o AN 2 AT hE e #E18
() AR 48, 3% 2 DR S I i 7 230 43 M 6 - DA R 30« CARA ™ 5 1 T4 i s 1 mT ol 55 Vs i 3l
S R g — 0 .
[0066]  T. k&P SZAA

AR EL B B A AT B P 25 R IR HR A PR 32 4 (CAR) « B AR5 M3 B0 25 S AN it
JiR 45 R BT PR R S PR 5 o o T P 5 R e R A B T 2 A 3 mT L B RIS S A
X 1/ B CRE (1) — 3B 50 o FLRNAE 5 A% T X FR 1 /2 A & JL I T 10 B P 45 F 31) CAR T —
53 o FLHNE A T NBR T Bl 2 AR s LB R DA AR bk B 40 X B R A RSN, 7 B A R
53 ¥
[0067]  WI7ECAR [ M 4 25 1 5k 55 155 J8 465 A4 38 2 1) BRCLE CAR 149 200 P ol 4 ) 3 5 8 I o A 3k
Z VA48 N 8] g &35 R 35k o A< ST A FH P A T 1) o 4 A 3 S0 5 735 8 B B L 8 R el i e &2 &2 ik
B [10) 0 471 s g S 400 P o 5 A 3D A I — B 2 1R o T o 45 R 3k T B B 208 300/ & 2
%, i Hb2-100N 2 R L , L a1 25-50 2 24 R
[0068]  TT. MAhas#iek
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15— S8t 7 P, CARGL 25 573 AN ORI IR 485 30 40 R HEAR A S M 5 B oo - B 4 i
PEEL T SR AT A R T A FC AR SR A H o 9, vk B PR 4 A 45 ROk R i S5
SE P59 TR A A 2 14 200 B 1 200 B R T A 0 1 R BC A o DRT UL, P REECARH 7T iR 45 & 45 44
S5 T AR AR FH 10 &40 2R TR B 420 ) S A9 60, 8 59 5 400 1 N 2 2 B L B g2 1 0
FRIIeE T B AH < P 0 41 B R T AR 10 40 o 151 G, PR W A I s 2 B AT AR U AR . 2R AL
TR NG SR Tl e R e S D
[0069]  7E—ubsiiif 7 erp, nld It TRESUE R S 45 A T R 4 i _E i bR i R i e
JiR 45 30 40 R TR I CARCA B ) H AR IR 0 R o AR SCASE FH A P 0 S5 B8 3k i e B e e
TR B ek o 4 0 e e A DG () e L i P o o) e e I 3 7 P s 1 L e R o LI
PO A SR PR AAE R S 9 4 o SRS B 72 9 HE I 1, H Bk — 2D i s A
PUSEFEARN AR 5 T 5 5y WA
[0070]  JibyRd i 5L A R 51 a3 S I (AR 5310 TR B A T 0 e 938 S IS2) 4D k9 40 o 7 A= 1) 2
5o B S5 5 38 2 TR SR B B T A5 YR 7 110 e i 10 A 2R B TR e 5 o AR AT B R T, FF
LB 355 451 e 28 i 98 AR DG B DR e R BT R (CEA) W B- NSRBI EIR R R &E A
(AFP) \BkAE 2 2 W MEAFP  HUR B R 28 19 W RAGE-1 JMN-CA  TX. A Ui b Jig 1 %% 5% il \RUL \RU2
(AS) \JH IR R TG . 82 hspT70-2 M-CSF . prostase  jif 71 li4 5t 450 J5 (PSA) \PAP NY-ESO-
1.LAGE-1a.p53.prostein.PSMA,Her2/neu {73 2 - i kv g 5 &1 ot It Hi -1 (PCTA-
1) \MAGE \ELF2M. W& r 14 o7 201 fie 534 14 2 1 I S FHFIC 2% (1 B2 CD22 . iR & = AR KR -F (IGF) — 11,
IGF-15Z R Ailfa] j 2
[0071]  #E— LS )7 Ze 9, R B D B 2 55 0 e A G 1 — Fh B 22 At S 1 e R 3R
L o S iR R IA V22 ] FAE G 92 S0 1R BB B JE 1) 2 1 0 IR 28 43 B REAEAN R T2 2
S 1 e SR B 1 FR ZR R OMART - 1 18 2 B g MIGP 100 A i 471 i Jaes v 1) 17 270 Jd 22 11 2k I Pl
(PAP) FHT 51 ks F PR (PSA) o HAREE 73 J& T AL AR O 4r 4., LU n 200 2L RIHER-2/
Neu/ErbB-2., X —2H ¥EHT J5 98 A B 5L, B g IR B J5E (CEA) o 75 B AR bk B8 o, TR el 7
PERE B G 928 BR R 1 R R0 A A ey e 1 B I ) PR e S 2 B 2 BR AR 1 P - BT 4>
BT L AnCD19 . CD20FICD37 Sy BAH A bk B 98 Hh e Ji (1) L Ath i3 126 47 o 3K S 47 Jil o 1) — 2
({51 aCEAHER-2,CD19.CD20 Sl A1) 4l FHA'E B v B P A4 e 3 S 28 T 7 V2 T A » (LR DI 1)
AR
[0072] vt 2o 1) i Jed 0 i 1) S B s mT g JiyRg R S PR 0 i (TSA) B MRE AR G B i (TAA) «
TSAKS FiJ88 20 Ha A AURe 1 5 3 ELAS i A= PR A4 P 1 e At 20 b o TAARE DT 55 e 40 Pl A &
TARFIC, T 2 TEANRE 1 506 P S G i 32 IR AS 0 25 14 F 78 1E 3 4 3R 0K . HU R 7E B
IR AT R A TR % RGN UEAE R SIS T o e RG A RAIE H AR
A, TAART A TERGR LR B JAE T 1E 5 i Rk e, 53 2] i 5 DA K P A7
T 1E A AE R DL A 2 1 7K s 40 i - R IE 1 P
[0073]  TSABLTAAPT & I HE PR il PRS2 B G LA R < /- AL BU R L WMART-1/MelanA  (MART-
1) .gpl00 (Pmel 17) \E&Z ERHE . TRP—1.TRP-2F1 By s 51t 22 1% 2 1 5 b AiMAGE—1 \MAGE-
3 BAGE\GAGE-1.GAGE-2.p15; It BEFRIA B IR AP 5 bh QCEA 5 o 5 382 1 00 22 R RN 58 AR [1)
i 988 0 k1) 325 IR EE Unp 53 \Ras JHER—2/neu s [ 4tk 5 A7 A i s il (49 i 98 70 Ji EL 4 BCR -
ABL.E2A-PRL\H4-RET IGH-TGK MYL~RAR ; F1Ji5 5 5¢ J5 Lt GIEBYH £ 5T J5 EBVAFI N 7L KR I8 9
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B (HPV) HUEE6 AIET o HoAth K 1 2% -85 1 o i Pt R AL 5 TSP- 180 \MAGE—4 \MAGE-5 \MAGE—6
RAGE.NY-ESO.p185erbB2.p180erbB-3.c—met.nm—23H1 .PSA.TAG-72.CA 19-9.CA 72-4.CAM
17.1.NuMa.K-ras.B—i£¥F 85 4 .CDK4 Mum—1.p 15.p 16.43-9F.5T4.791Tgp72. H 5K A -
B-HCG.BCA225.BTAA.CA 125.CA 15-3\CA 27.29\BCAA.CA 195.CA 242.CA-50.CAM43.
CD68\P1.C0-029.FGF-5.G250.Ga733\EpCAM.HTgp-175.M344 \MA-50 MG7-Ag .MOV18.NB/
70K.NY-CO-1.RCAS1.SDCCAG16.TA-901 \Mac—245 & 2 [\ S5 3R89 C- A IS 2 1 L TAALG
TAG72.YLPFITPS.
[0074]  #E—LSTjfi 5 EH , CARI B i 45 & 3 43 ¥ ) AL FEEASBR T CD19.CD20.CD22
ROR1 . [8] JZ 25 .CD33/IL3Ra.c-Met PSMA #EEF77 . EGFRvITT.GD-2.MY-ESO-1 TCR.MAGE A3
TCREEHIHL o
[0075] A A EE (1) 45 I 1) 1A 470 Jis 0 2 CAR ] 2 T 403 9 B 48 5o B 28 1) e e A e e
()38 B B iR 45 650 23 o 45, G SR CD19 4 HA R 1 A5 B ) I L iR, T X5 CD 19 44 v] FHAE
LIRSS G H8 508 N BICARH - [R L, 7F — L85t 77 22, CARII L S5 45 &5 70 #E [ CD 19,
[0076]  CARPJ A A & #4 3ak v] 60 55 461 Gn & 5 T AT A — i A ST IR 1 B AR 1 B4 ] A8y B
(“scFv”) »
[0077] PR AREE RS R AR BT R S5 & 2 K, H T2 Fh RN AR A o FE SR LS DL T
PURSE B SN BEERY  (“scFv”) o HAth T HUAR I iR 5 55 #9345 (cAb VHH (B8 ZE AT
AR gE R AN IFALRRAS \TgNAR VH - (i fa P pR ] AR 25 M 3ak) AN YRAL AR v sdAb VH (B4
PP AR AT AR 45 ¥ 350) A IR B4k HUAAR R AR S5 M 380E A A o 7 LSRR L L 25 TN A2
A (TCR) HI AR BISE /IR EL AN BABETCR  (scTv, &5V VB BASE XU LS My TCR) tH3& & F .
[0078] AR A%s ) 0 A He Ath B A1 &5 A 38t mT - S2 it 07 28 (2 WA anPCT & Rl 1 i A
FWO 2014/127261.3EFE L FZE89750715 , FEMIET S REH) .
[0079]  TII. P&JELE K,

1 435 My 35T 5 5 CAR AT 4 B8 A/ 25 5 CAR ) i 4/ 35 g Sl i £ 14D 5 O 5 Ay 3 . —
BE STt 77 ZE T, A8 F R SR 5 CAR P [ — A 25 My Sl 4 5 1 0255 B 5 A 38 o AE e 5 L T, W 3%
B I ot 2 R A SR A i 2 B 8 g 3k, DL Tl 4 T 1) 35 g 3 5 A I) B A [ 6 T P 2 1 11 i
LRI &, DAY 5 5246 52 6 Wiy HoAt s 03 9 AH AR R B /M
[0080] {55 JI65 &8 Ay el My Vit ) O % ARG 38 95 R Ay 4 T g 152 vt (49140 B T Jla— BB e 1) — B
18-30 B /K MR FE IR , Lb 4 A =R ~ S =R 2 =R AN 7 A &R o 24 R YE N R AR, 45 #4358,
ALY AT AR B 2 A 10 B A 1 0 R o PO I 8 R IX e s (R 22 /0B L X)) T
i 52 A iy a . BER C4% .CD28 . CD3e .CD45.CD4.CD5.CD8.CD9.CD16.CD22.CD33.CD37.CD64
CD80-CD86CD134,CD1378KCD154 . B it FE 45 M3 v B e 1, TEIX PR, ol E B &
B 7K PR AR R L 0 28 S RN 280 B o %o T W8 T (1) 5 S 6 R 3k, w7 L/ /K S T B I A7 AR R T
Bz (0 B8 TR A/ B S IR o AT 1, K B A 2— 1 04N S i I8 2 1) P 26 P S ik B 22 ik Sk v i 4
CARFHY 55 JIE 25 Ry S RN AT ML S 15 5 A% T 45 M3 o B 20— 22 UG [ B T 3R AR 0l A 1 B2k
[0081]  TV. RN 45l

CARI) 41 B o 5 #3532 W PN 15 5 4% 5 4 A 3 67 S B0 ML I 22 20— i I RN 1 1)
BE o RAE RN T THAE” $8 1 2 410 K AL TH BE o MT LI 250 1~ Th RS 491 2 ] Sy 40 B 375 A 1
8 B A M v P, B S AR AR IR 7 1 23 o TR, R “H N 15 5 AR A I TR 1K 2 5 S ROV T
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DhRe(5E 5 3 51 3 40 Mo S s A0 D BB 1K B 1 R 20 o SRV ] 4 SN ML 9 A5 5 A% S A5 M3k,
{HAEVF 21500 I A b 240 FEEA P 45 R 3800 sl AT R N AS 5 A% 5 435 ) 3800 A 50 2 T
T A XA A R A S R B, REH A RN T IR E T - AR ERA(E 5L T
SER IR I FR ALFE JE DL T AN T DI REAS 5 1 SN AS 5% T 45 A S K AT AT A 5 2 o
[0082]  FHT-CARMIME (S 515 T 4 M3 1) — L A FR i) 12 S B R T4 g 52 4k (TCR) 1) 4 A
A AL E AR FLL JE shiit 5 52 86 5 1S 5 5% SR 524k, DL G 28 5 S AT R AT
A=yl A A AN B A FRTR] D RE 1t RE T RATART & BUT A
[0083]  {\JEIETCRFZAEHIME 5 A & P 78 A Bs Wk 2 41 B, 18 75 R H sl L 5 5 - A
I, MT LU0 38 5 P A AS [8] M 1 40 PS5 4% 31 =« 8IS TCR B BB R ARG 14 4] e B
(RS 542 T (WIFRANHE 15 5 4% 5 7 1) F1LL 3T R AR B 5 =0k 7 F DL SR A ik 2 sk
ILHIFE F R BLfE S5 REAIME 52T .
[0084]  WIZ 40 ML B A5 5 1% T i Z1 LA 7 N E L ) 77 s 5 TCRE & W ) e B0
CLINE 7 B AE B AR A 5145 54 5 7 51 0] 238 RO 22k T 4 928 52 4 I 2 R ) Ity
JFELITAMIRE S 22T
[0085] WA I & A W) A M B S 5 4% 5 7 51 B TTAMER) S 45 A0, 5 (R ANBR U5 5 TCRE
FcRy JFcRB.CD3 y .CD38.CD3e .CD5.CD22.CD79a . CD7IbAICD66A ) HFLE T TAM , £ — L6 52 i 5
ZH, CARI AL A5 5 1% T 0 T 50U H CD3C I AR S 5 % 37 51
[0086]  7E—LESLjiti )7 S M , CARTY 4 Ml Joid 45 A 3 n] 4 v 11 A A B A0 5 CD3LAE 546 2 45 1
W S5 FECARIE O N A FHIR AT AR At 5 28 %) 41 B Joid 285 A 3k 4H 4« 4510 6n , CAR () 40 i Jo 245
F3E nT A, 5 CD3CHE (1) — 5 7 AL IS 5 4% 2 X LG 5 1% S X Fa i 2 A3 2Ly
T B 25 IR CARIR) — 840 o £ — S8 STt 7 Z2 v, LB 1 bR 1 Pl 32 A B L T A
DAAM R R T2 200 PR T 470 D57 A 205 e 8 5 2 PR A R 3R 1D 23 o XA B4 43 1 ) S A0 5 CD27 . CD28
4-1BB (CD137) .0X40.CD30.CD40.PD—-1.1COS. k= 4H M ThAE AH S Hi H-1 (LFA-1) .CD2.
CD7.LIGHTNKG2C.B7-H3%% . [Al It , )R8 — EE s 75 2 ] FH4-1BBAE N 3L JlEUE 5 % F oo i
SRZE i BH , (A2 AR m] A A HAd L o
[0087]  CARFIZHML B M5 = 1% T35 7 N I 4L i 15 5 1% 5 7 41U vl CABE HLECFE 2 17 4%
A AT, R B IR B 2 IR Sk (PR MK FEAE2- 10N E R R 2 1)) mI TR B3 . H &
PiE— 22 S R [ RG-S AR ) B i 422k
[0088]  7F— LSty 22 , 40 M 1 45 A3 15 v 5 CD3C I B 5 4% 3 45 Y SURICD28 (1)
5 AL A IR 7R R ST T R, 2 A A BT N B B CD3C AR AR T g Rk
H14-1BBIIE 5L T 45 A48 o £E — STt 7 S, 20 B o &85 A 33t 15 v B 5 CD3C G 5 4%
SEMIRAICD28 54— 1BBIIE S 4% S 45 M3 .
[0089]  7F—%Lsiifi 7 S+ , CARHP [ 41 i R &5 M3 i v 11 R B B 4- 1 BBI S 5 4% 5 4 f 3k
FICD3LHIME T 1% F L5 38
[0090] V. #Hik

G CAR AR B B RRAZ R 1) I8 — M 38 ioh K 4w A CAR 22 B sl L 358 43 I A R B AU
B2 BT, 2 @RS N RN RIA T AR PRSI AR P IE & T & H & AL EY)
SR ) o B A AR 1 A B S AR IR 2 1 B UG FR A ANRT TR S R AR TR 7 91 SRR 1
¥

13



CN 108026510 A ﬁﬁ HH :F; 11/23 71

[0091] g [ 00 2 S 9 2 L A8 B3 I A Dy SE ISR R e A2 1) 6 T 5., DR A AT
737 B DR RE A K AR E B S HLAE 1 4 I b BT o 18 B e ik B A I U ) B0 0 SR
B3 LU G0 bR s B I SR B AL A, B R H T S AR S FE A A, B A AR e AT T A
B R AR BIMIL A

[0092]  Zhdh S EE (1) 43 B A% IR 7> 1) T st FH AR Sk 0 N i) B 20 D7 V3RS, b dnid i i i 2
IR FE R B A A R i B O R A R R AR T AR R R e @ A AR R R A A
FEIR I A AZH 2305 5 o B, H bR BRI AT & BT AN A2 Te B

[0093]  fdf FH AR #EJE (R B3 7 8, RIS M G At ] FH T A% R fa 28 RN L (R 7 v o FH T 2 PR
BB 5 RAAIE L E) (S WA an 35 B & ) 555399346 .5580859.5589466 5, fE L iE 1L 2
MRZE A A —Les i R, St 7 SRR BEIE DR VA SR AKX R T 41 0 v] i 25 (] G 4
RN, L 4 {EASBR FCRISPR.

[0094] A% A 4 oo B B VF 22 B R AR A b o (91 G, A% R R A e B B 5 RS FR T DL R 1
AR < SR R BEORL R TR AT AR A L S B AURIRL 4R 0l A g8 A R SRk B A L B A
R RER P A R AI P R A

[0095]  ZRIAFR AT DL B B AR BT A F AL 25 A0 M0 - 995 B FARF AR S Ak 2 mn iy, I B
B UN#EGreen & Sambrook (Molecular Cloning: A Laboratory Manual) , (384kk, 2012))
AT B A4 T LE W) T b 38 o T A SR 99 B B FEAEAS BR300 5 30 2 iR
g R PEBE P B 2SR B AR N, B IE I B B R A 2D — AR R D Re
(52 AL R BB P 81 L B B IR R 1A% R N DAL s R — F il 22 Fhie 3 FR 04 (191 anwo
01/96584.W0 01/29058F13% [E % F£563261935) .

[0096] AT TV 2B TIREEN RS H T 2 R 7 7% 20 FLA0 Y0 4 H A o 491, 300 5% 5%
I B NI (R 18 0% RS AE— PRI & o ] i AR AT 2 60 1) A S 1R ) SR DR 4\ 3
A AL A T S B R o SR R DR B B O R AR N BB A IR 2 5 A
(R A o AE— BE STt T 22, 3 R TR A o A — B STt 7 b, 1 IR mE AR

(00971 ARV T AF (5140 5 3 A G 58 1) 855 e S B AR — el IX B fr T
UG 5 _FE30-100000 bpit, REHIEC & Bon B VT2 Ha FERGA & Nt & A D)
Be Tu At o SR Bl ToAF < 1) ) 1) R 38 5 A R 1), DA 24 o4 R 3] Bl AR X 1482 e A2 B PR 4F
JE B DIRE  AE M A (tk) B3I, 831 Jo At 2 8] 1) 8] B8 W LE 35 14 I 46 T B 2 il A
FEIEIN50 bp. MK BB F1ME , A ToAF T & R ST R R FH LGS 7% 5%

[0098] & I&H A Bh 11— SEf L B RUHE 45 (CMV) B3 1 741 . 1% J3 3+ 7
HIRRES IR 3 5 HA ROE BT A 2 A% R 7 AR m K E RIS R A R JG 3 7 7 51 . &
&R BT A — A FUN A KR -1a (EF-1a) SR1M, 1] 48 H AR ZH Bl 2 5 51
P50, AFEAEA R T 540 (SV40) 5B R 20+ /N R FLIR IR s 5 (MMTV) N B 2 sk
Fea 2 (HIV) KoK 3% B £ 41 (LTR) B3 T MoMuLV J33h 1 & [ ML 7 2 J3 2 1 \EBJR
SERIEHA R B0 55 AR B S 31 LA S N A B T, bl A EASER TS EE 1 S 30T
WIERE B B3l M4 & E B3 F AR F 20+ Bl AR T4 R B8 1. 1554
Ja BT WAAE o 5 5 8 3 31 48 IR AL —Fh 2 01 5¢ , HRe 08 78 I B X AL 1 R IA IR I
JA B ROERER 2 % TR T A R 3RIE , B 7R AN B RIA I ¢ P R IE 5 3 8L 5 311 1) SE 41
BFEAEAR T & B i B B 2h 1 0 R BTl as Ja 8h 1 AR 5 8- AU &R B 31
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[0099]  h T PEACAR 2 A B H F 43 B 3R 18 , A5 51 N 2 40 i Hh 1) R 08 #04R t v] & B e b
0 A IR A A S R B S DA g 1 ] e e B A A B % U 4 1) I R Sl R e
FEIR A o AE HAD 7 T, B FEAR T AT $5 T 72 BRI DNA v B b3 T L% et 2 L 1R #8b
T A RH AR T S DR 0 3R] D ) IR 4% T A1 LA AR AR s R 4R RIE A R & AR I
YIS B anguAE m Ui R, b Wneo % .
[0100] i 5 2[R BT+ 245 7 8 70 3% L i 40 B A0 FH T VA TR 428 7 5 B T RE 1 o 18 3, e 75 2%
RN AN AE T 852 8 HE AR Bl 23 b 03 B 4252 3 AR WD AR B2 2 3Rk 9 Ho gmht 22 ik (LR
I8 38 ek — e m] B A I A P S A5 S 1 R W) A FE R K DNA B A B F s gl e, T
3T RN TR 0 5 i A DRI ) 308« B0 O A 35 B8 (R T B R G i B2 ' 2R Il L B FLBH 1 g L &
FE R LR L FE I 70 i TR ek Tl T T 1) L [ Bl 2 2 Y B 1 2R R (Bl nUi-Tei %6 N, 2000
FEBS Letters 479: 79-82) .fE—LLsLjti /5 2, i 15 3£ K mCherry o
[0101]  REREDR 5] N 2 40 b R R 28 1) J7 VR N AR USRI 1) o FE RIS BRI B 0L T, #idk
A] 8 I A AR AT 795 B T 51N B A 3 A0 A5 anve AL Bh A 4R T I RE R R AR A . 4]
n, Rk AR E S Y A B AE Y T B B R AR
[0102]  HT¥ 2R 51 215 £ 40 B Y B 7 15 B FE BE B 45 U E I o i 3% 4k ki
Tkl REST RELSE T A A AR RN/ BN A R 1 A B R TV R A A
AN (Z L5 nGreen & Sambrook, Molecular Cloning: A Laboratory Manual, (%4
fi, 2012)) .
[0103]  H ¥ HAx 22 IR 51 N\ 215 £ 4R (1) A0 5% 07 1A 35 48 FHIDNAFIRNAZL A4 o 9
B, I HICH R W i s sk, © & N TR 3 RGN 2 AL sh A )iz
155 FHER) 7 3 o oA 95 B 2006 TR 1 1808 2 i 2 T Y BR AR 2 0 25 I 25 IR A B s 2
% (S W E %) 555350674 F15585362°5) .
[0104] AR IIABEEMEF b= FEREFERAES RS, LKy TEE
WD AR IS TR BRI L T IR B R G, SRS K AL LR IR VR A IR A A G Bk . FAE
A AR PN s 38 B AR B 7 A5 IR AR 22438 09 i ik (g N T 3900)
[0105]  FEA FHARJR B IBIE RGHIG LT, 75 1914 () 36 126 A4 M i o ik - 2% RS A FH i o ol
AT LR 5 N 218 At (RIS AR BAAN) B —J5 1, R v SR 46 & - 5 s
JRR 2% B W A% R R 40 B 38 8 A AR 1 7K e P 38  30A 7 I AR 1) G B L4y T 2 N & S5 R T
IR FNSERL T TR W & 4 W3 7y 118 T I8 B A7 3RAE MR i dd b S IR AR & & L 40 BUUEE
EHERBRMERT SR RE S ERAES ENESFHARE T EH &AL S K
WE A B H Al 77 X5 8 P46 & o 6 52 6 51/ DNABR TG 1/ 3Rk B Ak 4 & 1) -5 AR T
VR R AR ARTRE 5E 540 o 1 n , EANTRT LAy 1 2 45 FIAFAE , QIR R Bl “BR e 2544 e AT
A ] B SO FE VTR R AT BRI R/ INETI AR AN 38 ST SR A
[0106]  VI. -E&HER ML 405

FEMILE) 4 B ALAZ M 2 F , MILI RIS B 52183 o 78 B VF 2 A E T AR ]
— i CELTFE M0 e e eg A S e gg) 1) b, S 40 RILAREL , TA0 AT &) 115 B B B85

S E) R L BAT B B MO R K 52 10 13X R AN R B = 10 TAH A , WL 2
15 E 1 B AR R i R I P L A (MTL) F) 55 S B BR i o 532 (HE iR 45 $1CD3/ CD28 fi i
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286 BRI RS T7Y%) AT TR SMEOE I S B B84 M DL AR S MIL . 5 P A e A
AR ) A1 T 9bk 2 40 AR LU, S POMI LA 73 HS B KR 9 B R 39 o 1) T v 12 o X 8 R B4
D) BB MRRE R TR 2 5 2) fERTI FC R P A B R MIL T R B R &
(SEERMERRBEHWEB A REE ML) ;3) XYl i /efmyEnt NG 88, 4) 7
NOD/SCID/INER H ik 44 3% 2 J5 FF 4K 182007k s 37 HE) B0 FIMTLAE B8 AR % 191 5 2 37 1) 5
FEEE A B BER T AR AT, PRI T P .

[0107] AR LSE BN DB 7 I Tl f v fEAFAE L P e BB B B L & A
TR OR B ORI ek e — T4 e 2 i, b S 1) 5 T 5 U6 O A B 2 5 R L R R R A oy
B, AT A S 2 LT 02 B 2T A DTTE ) 7K o 3 a3 89 7 VR S it AN 22 ik 41 4 i A
Mg MR AR, SR LT SR B B B I S B TA M DL S s A M e  TA R AT AR
TYHMRE 518 70 B8 20 SR AU A IMed 40 43 B A0 RIS DL T 4 5 A S Y e e M s P R
A F55 48] A P 0 A L Ath 241 g SIS 2R AR e M ASE D b 1 R AT 1R T B s T2 RRE FH 5 ' 0 A Y
531 (FACS) #EAT 733k o #E — LE St 77 S HR , B 77 V25 AT A6 1 A S AR R AR 10 A0 4 B 9 328 7792
AL SE i

[0108]  ly 1 FHBKIE , BR—T4H Mo B b Af 10 Hi 75 155 55 10 i W) 2448 /NI TR IR 21 5 K KA
T2 AL A AR A R 40 B ) B85 4 DT Ll i A0 A 8 250 B ) B S 4 B R AR dE T S5 40
A 1 BB A, HYE N 201 1-205 1Bk S 4R, ARG 292 1-4: T BR 5 40, FEAR
LA ZI2.5: 13,5 1Bk SAIME X Le bk 2838 B T BT A I Bk, FF HLER ORI/ BBk 4t
P BE () AR AL AT DO B - AR LE 2

[0109]  FE—HEsjfi)y Srh , 2 B T T35 2 4, SR A3 L W L RDE 5 RS 3 i LA
b B R S AR A A AT R (2 A5 40 38 B & R H A A F 5 US2011/0223146, 7E Uik
B ZRES) X B OFECE A S EE AR AIRA S ARG L T 2D —
ANBRFGFE AR, e ik v i b (BUARE S fs) ULt — 20 (e it Bk 5 40 H - [R) 1 4 ih o X
S O DR %A X6 T8 R BR AT IR R S PEMT L) 4 508 2 e K, LAAF AR et 7= A2 R B 1V 97
A R 40P ) o 10— 25 M, 3 R0 5% 7 S A A 3F T 40 PR %) A KT AN 2 ek e 248 i 1 A=
K.

[0110]  MILFY ) U & 14 A5 e Rl R G e 7 VR I G A e ) o B AR B, 76 A ST IR 1) 2% A
T EATTAE HIE B PBL S s M B, S HLAE 0 B 4E R R A T TAH A 22 , nT RE B i
PR S MR 3 o o U AR ML 5 A i 2 3 23 A O S, (H R B0 R T4l
i - 3 2 1 i L R e R PR RE TSR N SR KT 52 14 (deletional tolerance) /ENIX S
L AT T TG S S () S AL ) Sl AN JEIER) o LG A0, S0 ML 5 7 e e e 1, X I
IS I T B A SRS /)N s CXCR-4 1) 3R 028 B /=7 , HF HLX SDF-T BA B R I A, 37
MILIA) & S8R IE R BE SN . 276 75 18, X Le i 7T 45 R Won Bud I B B0/ R84
(1) B BB T TR B B 77, BT iR TR BB 52 (7] 78 Bl A 2 R 43 A0 R A i S LA = H A7
R Z e M iR, 3 BB A B 752 8, X AT ik N 21 & Rl be = — i 4k e
PEST R BT MR G958 7738 B e K P b EE R RFALE

(01111 MILABE 4 S5 T P Je Al i B 305 - i 2 Vi Ik 28 240 1) e e S A
5k (RosenbergZs N Science 1986; 233:1318) , LA M FsE B B2 (LetschZE N Cancer
Res 2003; 63:5582-6) FLAYE (Feuerer A Nat Med 2001; 7:452) F122 & P86 (—
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Tolt B Bt AR 36 JHRg R B 1 %) (Dhodapkar®$ A Proc Natl Acad Sci U S A 2002;
99:13009) 117 &5 14 B BE A7 76 MR s SLPET A -

[0112]  ASCEEMEEEE T BEMILERE J31E 50 Ik T0 I R I HL 5 B0E R PBLARLL B35
SN R e e A 1 T B o R A B BE A R B R B A AE T R AR AR B S ML it S e 57
P 77 THI RS ISR FH o JURIMER 152 ] R AR B IO L) S A 186 8 ek 0% (1 PBL o AN 32 AL ]
H R 28 PR PR A e B RS AR T BE X 4ERF 102 I B (memory response) A& A,
FUCD3/CD28H LA ALY 1) BRI 7T g 23 100 575 B 8 T 40 MR R (A0 i 52 12 S ABAtth , P A 455 1 A/
B Al MECD3 A/ B CD28 AT F -7 o AR T, SE M LA 7 BOAS 2 4 0 BR 1 1), I8 HAT A 53
F S 7 30 ] T 85 Fh St 28 R o A0 AS SCAIE S AR , B0 AT LD Jirb 8 4 S M B e - T
2 f S BT P A AE 3 — D, B REN — PR DI RE R 28 RE AR AR a5 5
(B L JONE « H B G 9% FEIE) (10175 D00 T 448 I 2 1 A EEL A 0 v 77 A T 4 928 s I RTIR £
INE

[0113] B4R A TN B R VB TYHAE 2 AR A A R 5 - R RE RS n B
I IR R SR A T M Y e B AR K ECR B B B3 IR B 1 A ) B R R T
HiL SR R R A P 45 TR 78 S B T, FHAICD3/CD28HLAAR L5 4 P Tl Bk 22 T e TR U PBLI) 25 40 9
VRS T T e, FF DR I 2] T AT ] S mti P T4 i S B P i 77 AR EL 22 G SR rE VB IR
TE e P 3R SR A AE B TR R S R I TR A, TUEL A B 4 R 1 0 Mg 735 1 AN T 4 B 52 1k
A 25 F0 A2 T4 s ) S8 RN 5T B I 36 1) o A AR SCAIE S AR AE L 78 FBUCD3 /CD28 47T 4 4%
B W REER B 9 S, PBLAREAL VB TN A 2 , TMTL4E 3R VBRR 1. % F& B3GE FIMILIY
IR A e 1 S I 4 e, AR S T2 P 2 T e s B K R R 31 o AN SZ ML TR SR 4, 7E T4 A
S ) A 3 T R B VB R A 0 R A B Y .

[0114]  FI4LCD3/CD28HL A4 5% A I R B0E FH 9 BMIL =26 G s ) b s vs vk, I AR 1%
P BB R R SR AF AR AR ZERE (O3 5m) JoRa s 57 07 T LA B 223 . Dhodapkards A
(2002) W 5T 1 MILZE B BEJR B3 R IR o SERATT AT 75 45 SR SSABL, B i 53 B IMT LB PBL
TE FH A Bk Je o ek g PO ) A S s i 1 o SR T L R A 9T AT FE PR ik e 4 R SR 41 A
B 12-16K 5 , fERG L S 2 B 20l e b B A1 i -5 B 6 0 = 3R 19 I TR M 2 [R] 3 LA 3
25t ABRAER G PG M 5E h , ZEFR AT 2255 vh W0 42 335005 FOOMT LR 470 b g 2 o7 2 i 1)
PBLII 105 K o SMILIIH FE RGN B HGE L , 1 B8 AN — S0 25 B AT B8 5 H1CD3/CD28ER Hll ik
(IR T 5% o ANSZ AL B A28, ALL T B0E FF 3 S IMIL 5 247 H Jie g B 7 14 T 44H o 1% 5 2% 44
Inv] 8 5 WL 52 1 Pl DR R rfIed s 87 14 T4 B D RE R Mk 52« e A1, 70 B 8 A8 55 Y M T L
AT R e g IR ) i — AN E B R

[0115] 3@ ik B [l e 20 T ARMT LR M) 38 3ok At Xef 7 ) 3 85 P 440 b el ) 3R T B E P ) P A 201
G R TE R . — Pl 712 R A SR A e P2 I B B 2 A0 i AR 3R A T A0 P e R/ B A, LA A
X A7 T 3 36 140 400 PR A A T 40 2 T AR T 40 1) B T P AR VR S A, Dy T e A7
P E HECDA AP, B PR TR A — et K544 CD14.CD20.CD11b.CD16 \HLA-DR A1
CD8IFifAs

[0116] 7 i i 1F ) sl 7 i) 322 26 0 25 U0 B 1) 4 B, 400 RN R TR (490 G Rz L ) 13k
JEE AT CAAR A, o 75 e St 7 S H, AT DA 7 B R R 3 e D FL A ER RN A B R A R — AR
VAR (BB A AR ) , LR AR 40 A 5 BRI B K
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[0117]  FE—usiiif 7 2rb, v DL T- 75 B2 8 AR B 1 40 « S8 i 2 5 A BRI L 5
F M (9 G R EE AN ER) TR A, A TR 5 4B 2 18] B AR B AR B /M - IR I TR IA K&
(47 &5 A 2 URL_ 1 3 2B B 11 4

[0118]  ASCHLIRALLE AT BE 7R ZE WA SCHTIR B9 S0 4 Mo 2 H 00 i 18] B B =2 3 e B
EIMILIIAEAS o R, A 7 20 BRI ATART B[] SO ER A3 S 20 PR SRR, K B ) i . (Lt 4
MIL) 43 B A4 VR AR DL 5 ZEMTLY T v T4 45 25 FMILY T VR B4R 50 B 1R 998 8RB E 5 BL 2
A SCAE I (1) FI G B o 7E — BB St 7 S, A S MIL A R AR B 1 5 e {52 il 7
— St 7 S, AL S MI LI RE A Ab T R 3975 1A JRURG: 1L 190 o 2 Tl 2 s 14D L 3 e
FRSZARAE , HH H AR M 7 B H A R AL DL S A FH o AE — e St 77 S8 MIL AT #9541k 5T
78 A5 BRI )4 FH o 7 — LSt 7 28 0, 2212 A AR STHEIR R 58 00 5 AN K ABLEATAT VA
720, BB AR AR — RSt 7 R, FEAR AT H B AR R T A 2 BT (R AR EA
BT FHEL R Z596797) » B ok EH 2R3 A S MILIRE AR 49 55 40 A - bt AR A 2k B bt 02 Bk
P HUREE ) T R s S B TN 25 P L GO PR FRL B R L R RIS | R S (B T
PR g FIFK506 5 ik al Hofth oy 15 4 2454 (immunoablative agent) bk ICAMPATH. JLCD3 L
P PR L A « S i e IR TR B 2% JFK506 T T 2 25 2 B R L IS8 B W FROO 1228 AT R 5
A 27 00 o S AR R O R TS A TR R TSR (P B 25 RNFK506) Bl il % 2B K R 715 S 114
S G H B pT0S6 s (FIHER) £ sty b, N EE 5 S I+A%H T LG
5 BT T 4N M R A A PR TT 290 b A RV AIMILIEBR 77 1% (ablative therapy) 4
BRI (XRT) FRBE L % ok 37044 B AnOK T3 B CAMPATH—#2 (% 4N 7E 2 /iy < [E) I 5k 2 Jim) A
F o 75— sl 5 b, TR 2 B 43 B8 IR mT 9 U A UL S EBAN I Y By 7 v, Le i 5
CD20 J2 3 1 25 W 1 R i tuxanZ J& HIVATT o

[0119]  7F—uesjii 7 R MILAEVRIT 2 )G B A H B F A7, 4 ML 3 fE F it
FEEVR YT (R 2 R e KA AMIRTT) 2 G, /8 B3 1B BRI I R 67 e
AN, B RAS PIMILIY Jo3 5 0] B A2 B FE 1 B H B Rk B 1 fe 7745 LGS « A RE L, 7248
A SCREIR ) J7 VR AT B R 2 J5 , 3 R 40 it T A 498 AR N RO 9 5 AR IR IR A L A
I, AR B BOSCEEMIL

[0120]  TCig & fEXIMILEHAT BEAB 1 DL R IE & T 7 B CAR Z | I8 & 2 J& , MT LI & m] {5
FH A tn 76 26 [F 5 A1) 556352694 .6534055.6905680.6692964 . 5858358 .6887466 6905681 .
7144575.7067318.7172869.7232566.7175843.5883223.6905874.6797514.6867041 5 Fl1
[ & R HIE A F745:20060121005 1 #1538 (1) J iR EE I3 % FEMET S R .

[0121]  FE—2esji 7 S MILIEE 5% 8 RICD3/ TCRE A VI AH 5 =5 1) 25 ) I
MTLZR T b 149 2 S 0 1 1 A 110 2 T 82 ik v 7 6 o LA I i, ML T 2 S ST I 1 TR A
HBEAT B, b i 5 HUCD3 PR B LG IR 45 A B Bk [ e 72 3R 1 b I PreD2 i iR B il , 5k
I 5 R A B T AR R 0 B R CIE R (1 A & BN ER) Bk O T L RIMILER
T s B 4 7 A8 R 45 S 3l Bh 43 7 DO BC AR o B 40, o] 7538 & T RIBAM T LG58 1) 2% 11 R fMIL
BE S5 PLCD3HAR FIHLCD28 P A 3 i, ) 3 CDAMTLER CDS+MI LI #8958 , HLCD3PL AR FFLCD28HT
1K . PLCD28 PRI S 1 EL 459 . 3. B-T3. XR—-CD28 (Diaclone, Besancon, France) , A] {1440
I A HoAd v AR (Berg®¥ N, Transplant Proc. 30(8) :3975-3977,
1998; HaanenZE A\, J. Exp. Med. 190(9) :13191328, 1999; GarlandZ A, J. Immunol
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Meth. 227 (1-2) :53-63, 1999) .

[0122]  7EREeb S 7 S v, MIL B ) S 5 A 3L J1E 5 nl e AS R 7 R84 . 1]
RG24 mT Ak T BB G T 3R T AR T SR T, 254 ] BT AH [
fry i (P LA N =X 44 B0 BRI T2 FF i 2 i (RP LA “ X7 M R0 o« B, n] ok — Fh 2 4 45
BRI B 75— MR b AR — S st 7 b, SR LR E S I s & T 4
MR TH , H B3 HERT S (5 S5 M 2540 T3 b BRI T 3R 1 - 78 R e st 77 S8+, P ol
ZINIE AT A T A o A — St T R, 5 nT DL VRO A AE , IR G R R R AR T, L
MR IEFe Z Rt iR s HAb K 45 A T 4R 454 R A iE CaE 2 LEE L REE A TS
200401015194120060034810, fEMLIE I Z L5 G, JUH N Tl T U I EMILE A
THUE LB (aAPC) )

[0123]  7E—uEsja 5 9, I P 259 ] e 7R Bk b, BB 7E AR R 2R B, B X, 3 2
Iy TFEIER b, BRI a7 o 28R U, SR ALV R BE 15 5 1 25 N BLCD3 PR B LT IR 45 A
B, I HARHE 3L 05 5 B 25 R BiCD28 P AR BRI HL IR 45 & Fr B s I HL Fh 254 DL S5 [R] 19
I FHE LN E T AR B ER b AR — 2 sty b AF L I R B APk S & T2 T
CDAMILY B AIMILAE K o 7E — LSt 75 B, A% FH— 8 L 2R 1) H1CD3 : CD28H ik 45 & T2k, LA
S L 1 MR (3 A M BIMT LY S 8 hn o 78— L sl 7 b, 548 1 1
Eb 50 U2 21 (1) 3 B AF LU A0 22 3 38 I 201 - 2345  7F — S8 St 7 R, 45 A T BRAICD3 : CD28 %t
RIIEE ZAE100: 1-1: TOOMY Ve [l P B L 18] 1) i A B B0 - /2 — 28 St 5 2+, L HiCD3 g
B2 [ PTCD28H ML A T HUkL, BICD3 : CD2811 Lb /N1 78— 285l 77 b, 85 & T 2RI
PUCD28PLAA : PLCDIPUAARILL R AR F2: 17— L85 5 ZH , f FH1:100 CD3:CD28LL F Kt
RS T BR AE— oSt )7 22, 4 FH1: 75 CD3:CD28EL R K HiAR 45 & T ¥k o 7E — LY 5Lt /5
ZrA L, fH1:50 CD3:CD28LL R I PR LS A T Bk o /E—LL 5Lt 7 29, f# FH1:30 CD3:CD28LK
RIPUARGE & T Bk AE— 852 7 v,/ 1:10 CD3:CD28L Ik &l & F Bk . £F — Lk
ST EH L fE 13 CD3:CD28LL R M Puik sl & T Bk - £ — e s 5 E i H3:1 CD3:
CD28LL PR 4 & T ko

[0124]  1:500-500: 1 S L [B] {r AT fr] 2 50 B (%) S0 « 200 199 L 2R m] B 1 ST L o A 4535
fR)E B F AN B 0] 5 T B AR BB IRRE , S0k < 20 Ff ) L S5 A B e R X T S 40 e ) SR A
N AR AN ST ERAN R 45 JLAN AR ML » TR I BR BE 45 5 VT 22 4 MY o 70 S e S it 7y S8, 4]
Fd - FIORE AT B 2R 7E 1 100-100: 13 R P9 R L 1] AT A B 50E , I BLAEIE— D 1 st 5 &
bb 2840 10 9-9 1 1 B F (] (1 AT o] BEEGAFL, AR m] T SRIBRMI L o i A B3 Je ) IR, 5 ML)
BLEI HUCD3 FNHTCD28 M Bk ) ABUR - 4 it () b R AT DLAR AL, SR T R e BB B EA R T 1:
100.1:50.1:40.1:30.1:20.1:10.1:9.1:8.1:7.1:6-1:5.1:4.1:3.1:2.1:1.2:1.3:1.4:1.
5:1.6:1.7:1.8:1.9:1.10: 1FI15: 1 fE— L5t 77 B, L R N R 2 /01 1SR
7 e S 22 b, A P L : 1 R /N SR < 4 B A B SR L AE - e St R b, SR ZH L
FONL 5. fE—LUSitiy ZErh , 0K - 411 b 2R ] 44 SR H i AR Ak o 5 40, E — e St 5
o BORL : AR L SR AR B — KON 1-10: 1, 3 B2 Ja B — R EURERE — K 18 40 B i I 53 M
FRKIE 10K, I & L F N1 1-1:10 GEFUInH fI4uiTh 20 o 76— sti 7y 9, 785
P B — R, 0 - MM L2 101, FHEAE R S 3 RN S5 R R AL N1 5. 7E —LE STt 7 &
H, FEARE R BCRERR — R JE A 8 ok 22 ) B 1R S A L 3 1 1, FIAE I S 3 AN
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ORI ALL AL 5 AE—LeSLi 7 R b, 7R RN 55 1R, RORE : A L 25820 1, AIAE
U 3SR IEE YL 110 78— Bt 77 S8 rh , 68 R 8RR RE — R R Al B s I ks 22
TS 551 R B R L R oL 1, FIAE ISR 55 3 AN 285 R B 2R LL Y1010 A AT K 2 AR N 52
W 2 IR R 38 T F 22 A A B 2R A5 G, bU 23R FIURE R /N AT R /N R 2 2 T AR 4k
[0125]  #E—uEsija 5 A HMIL S 259 G0 (M BRVE &, BE J5 2 B BR A4 B, 798 S5 15 9%
YT o 7E— LB S 7 S, TERE IR 20T 29 AL I BR AN A AN 73 B, TR — R R AR — L
S 5 2 A, BEORN 2 M 1 el o it n g B o AT R 4 5 B B R T AR L M ) i B v
0, AT 5 5 200 P

[0126] %5451 >R Ui , 2 o 2% 1) £ [ vl Jd 3k A8 HUCD3 FI T CD28 3% 2 A R Bk (3 X 28%k) Hz il
MILKIERE  7E— L5t 77 S, W A M ANk (491 21 - 1EG 22 I DYNABEADS @ M-450 CD3/CD28
TR BR) 7822 PR R & AR IE R YPBS O & A0 BHES LU W45 FNEE) o AS S 11 5 i 4
RN AF] 5 F 2R3, T 58 FAT Ao 4 B9 B o 451 G, B4 B T RE AR BEA 5 # 20 , F HAX
BLEFEARTI0.01%, BLE BEAFEA (RI100%) T 645 H AR EEA0 A o PRk, v s FAT AT 4 e 2 H
FERELC S 77 R, W] A& 75 B0 a2 3 3 02 e rp ORE A 40 VR & 7E — B B AR R (B 3
T B ), DARF £ 4 B 5 S0 1) i R e ek o 4510 4, 76— S St 7 vk, 136 FH 21204244
i /m1 R B o A — e S Fe A8 R T M2/ 4H A /m] o 7R — 28 STl 5 B, A 1. 1.5,
2.0.2.5.3.0.3.5.4.0.4.58¢5. 0T J3 4L /m1 (1) 40 B o 70— LL 5t 7 S+, A FHT .54
8.0.8.5.9.0.9.5T /5 BLIAZA M /m] ) A MO I BF o AE — e St 7 22, w8 1. 25851 .5
AN /m] R B A FH v TR B T3 5000 = 1 A s RN 2D M,
FH v 20 B A P55 e 75 8 0 B A A5 b Al 3 T R 5508 H AR SE T 19 40 P, bL anCD28 B 14 41 A
XFER AR A AT B VR T, ELE R st Uy R o R SR AR 1

[0127]  fE—RLSLjt 7 R, ADEHR ARG 72 T LA /IS (29378 )) =2 14 % B (8] (R AFA] /)
B BEAAE o A — LSt 7 R, W IR A S IR 21 R A — S T B i Bk FIMIT L — AT 5
FRLI8R o AE — LU STt 7 BHp , W ER FIMIL — A 1% 77 2-3 K o 0 v HHEE JLANE P10 38, DA S
MIL )35 2 6 1) 0] 60K B 58 K o3l & TMILES R0 64 035 0] & A B A AE A7 1 75 1Y
IR 2 1K) & 3 B 7 3 (9] an B /8 0 T 15 97 AL B RPMT 1% 72 3£ 164088 X-vivo 15 (Lonza)) , B4%
fig @nfa4-si N ifiE) B Apnz=-2 (IL-2) &% IFN-y (IL-4.IL-7.GM-CSF.IL-
10\ IL-12.TL-15 . TGFBFITNF—amF AN 53 & FI B T 20 it 28 4 0 AT A At 28 o 7]« At
T 20 B A R AR 0 R B R AR AN B T 2R T v A 7 N I 2 B A AR iR ) B GnN- 2L T
B AI2-3m ik 2 1% 3 95 BE A A 4ERPMT 1640 AIM-V . DMEM.MEM.a-MEM.F-12.X-Vivo 15F1X-
Vivo 20.0ptimizer, iNIN T 2 IERR « P4 M BR 44 AN 4k 2 2, JC M3 oAb 78 38 2 1) M3 (a5
) B A E R, /B g 2 2 DU TMILA KA S 4ai e 7 JrAE = an
HR RN BRI =Y A BB RENSZ RS RN IR =+
W PO M A R SRR AR RE AT B A58 B3R B (BN 37 °C) AR (B in = S +5%
C02) »

[0128] [ 1 CDAFICDSFRICHILLA , HoAth R R bric A8 A0 2 3 (HAEAR KR B b, 7R iy
FO R TR AT E I PR, X ) EE PR A A B 6 R e B E HIEOE BIMIL YD RE
715

(01291 A4k, mr A FH T fhll % Jieb 8 32 7 o 628 40 P ) 7 9 SR ) 4 ML o B 5 71 R TL-22E
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K S BT 72 2R ORI TIL, H HAXE 735 m 38 T & MIL (2 04 an 55 B & )26
83830995, fEHEHILE Z LS «

[0130] 78t 77 28, ML W] AEAIC AU 25 A T A s AN/ sl 2 AR R AF R AR K
MILA— A~ S50 ] 1] an fEW02016037054 7 A B, FL7E shid it 2 IR L H 4 4 & o

[0131]  #E—SEsjti 77 R, J7 vk vl A4 - EBR B e v I 4 M ok B 524 () bk 2 4 i A/
BCE B TE R A A (MIL”) § AR AR S TR & 40 B, AT 7= AR 0 ML 5 FF 4 B0 1)
MILZE T 32 50 o AN ST IR (1) AR , 20 a1 ] 7247 7EHTCD3 /HTCD28H 44 FH 41 a1 710 175450
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