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IMMUNE CHECKPOINT CHIMERIC RECEPTORS THERAPY
CROSS-REFERENCE TO RELATED APPLICATIONS

This application claims priority to U.S. Provisional Application No. 62/186,108,
filed June 29, 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 T cells 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.

Recently, checkpoint inhibiting antibodies targeting CTLA-4 (ipilimumab) and PD-
1 (nivolumab, pembrolizumab) have shown considerable activity in the treatment of various
malignancies including metastatic melanoma, non small cell lung cancer (NSCLC) and
Hodgkin’s lymphoma. These data demonstrate how checkpoint blockade represents a
major obstacle to effective immunotherapy by overcoming T cell anergy.

SUMMARY

In some aspects, the embodiments relate to a chimeric transmembrane protein,
comprising the extracellular domain of an inhibitory receptor and an intracellular signaling
domain that can activate an immune response. The extracellular domain may be, for
example, an extracellular domain from CTLA-4, PD-1, LAG-3, or Tim-3. The intracellular
signaling domain may be, for example, the intracellular signaling domain of CD3(, 4-1BB,
or CD28. In some aspects, the embodiments relate to a nucleic acid encoding a chimeric
transmembrane protein as described herein.

In some aspects, the embodiments relate to cells, comprising a nucleic acid
encoding a chimeric transmembrane protein as described herein. In some aspects, the
embodiments relates to cells, comprising a chimeric transmembrane protein as described
herein.

In some aspects, the embodiments relate to methods for making recombinant cells,
comprising transfecting cells with a nucleic acid encoding a chimeric transmembrane

protein as described herein.
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In some aspects, the embodiments relate to methods for increasing an immune
response in a subject, comprising administering to the subject a recombinant cell as
described herein. In some aspects, the embodiments relate to methods for treating a
neoplasm in a subject, comprising administering to the subject a recombinant cell as
described herein.

BRIEF DESCRIPTION OF THE DRAWINGS

Figure 1 shows a nucleotide sequence (SEQ ID NO:1) encoding a chimeric
transmembrane protein, comprising a leader peptide from CD8 (“CD8a LP”), the
extracellular domain of mouse PD-1 (“PD-1 ECD”), and the transmembrane and
intracellular domains of mouse 4-1BB (“4-1BB TM” and “4-1BB ICD”, respectively). The
reverse complement of the nucleotide sequence (SEQ ID NO:2) is also shown. Codons
were optimized for expression in mouse lymphocytes.

Figure 2 shows a nucleotide sequence (SEQ ID NO:3) encoding a chimeric
transmembrane protein, comprising a leader peptide from CD8 (“CD8a LP”), the
extracellular domain of human PD-1 (“PD-1 ECD”), and the transmembrane and
intracellular domains of human 4-1BB (“4-1BB TM” and “4-1BB ICD”, respectively). The
reverse complement of the nucleotide sequence (SEQ ID NO:4) is also shown. Codons
were optimized for expression in human lymphocytes.

Figure 3 shows flow cytometry results for Lenti-X 293T cells transfected with a
mCherry gene and a nucleic acid encoding a chimeric transmembrane protein (SEQ ID
NO:1), comprising the extracellular domain of PD-1 using the transfection protocol
described in Example 2, infra. Figure 3 shows that the nucleic acid is expressed in 293T
cells.

Figure 4 shows flow cytometry results for Lenti-X 293T cells transduced with a
mCherry gene and a nucleic acid encoding a chimeric transmembrane protein (SEQ ID
NO:1), comprising the extracellular domain of PD-1 and the intracellular domain of 4-1BB,
using the transduction protocol described in Example 1, infra. Cells were transduced in 1
well of a 6-well plate with 1.9mL of virus. Figure 4 shows that the nucleic acid is
expressed in 293 T cells.

Figure S shows flow cytometry results for Lenti-X 293T cells transduced with a
mCherry gene and a nucleic acid encoding a chimeric transmembrane protein (SEQ ID
NO:1), comprising the extracellular domain of PD-1 and the intracellular domain of 4-1BB,

using the transduction protocol described in Example 1, infra. Cells were transduced in 1
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well of a 6-well plate with 0.38mL of virus. Figure 5 shows that the nucleic acid is
expressed in 293 T cells.

Figure 6, Panel A and Panel B illustrates that MILs comprising a chimeric receptor
having a PD-1 extracellular domain, a 4-1BB transmembrane domain, and a 4-1BB
intracellular domain do not negatively affect tumor specificity.

DETAILED DESCRIPTION

CAR therapy has shown significant promise to date. CD19 CARs targeting chronic
lymphocytic leukemia (CLL) and more recently, acute lymphoblastic leukemia (ALL) have
met with notable success. Interestingly, CARs targeting other antigens have not provided
similar clinical responses. One limitation of such antigen-targeted approaches is their
therapeutic applicability, which is limited only to the diseases expressing particular surface
receptors and the limitations of targeting a single tumor antigen that have resulted in
relapses with antigen-loss variants.

A major hurdle in tumor immunology is the induction of tumor-specific tolerance
which limits the intrinsic anti-tumor efficacy of many cell based approaches. Recent
studies have shown significant clinical efficacy by targeting checkpoint inhibitors leading
to the approval of anti-CTLA-4 and anti-PD-1 for metastatic melanoma. In some aspects,
the embodiments relate to a chimeric receptor, comprising an extracellular domain
expressing of a checkpoint inhibitor and an activating intracellular domain. This has the
advantage of hijacking the tolerogenic mechanisms into activating signals. This approach
can be used in all clinical situations in which T cell anergy is a major aspect of the
pathogenesis of the disease and where the antigen specificity is provided by the endogenous
T cell repertoire.

In some aspects, the embodiments relate to a chimeric transmembrane protein,
comprising an extracellular domain of an inhibitory receptor, a transmembrane domain, and
an intracellular signaling domain. In some embodiments, the intracellular signaling domain
can activate an immune response. The intracellular signaling domain may comprise a
portion of an intracellular signaling protein. In some embodiments, the intracellular domain
can be used to maintain the activation of a cell, such as a T-cell.

In some embodiments, the extracellular domain can transduce a signal to the
intracellular signaling domain. For example, the extracellular domain may transduce a
signal to the intracellular signaling domain upon binding an agonist of the native inhibitory

receptor.
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Signal transduction may comprise oligomerization of the protein. Oligomerization
may comprise homo-oligomerization or hetero-oligomerization. Oligomerization may
comprise dimerization of the protein, i.e., homo-dimerization with a second chimeric
transmembrane protein or hetero-dimerization with a different protein.

Signal transduction may comprise phosphorylation. For example, the intracellular
signaling domain may comprise kinase activity and/or a phosphorylation site. Signal
transduction may comprise autophosphorylation, e.g., autophosphorylation of the
intracellular signaling domain.

In some embodiments, the protein comprises a transmembrane domain. In some
embodiments, the protein is an integral membrane protein. For example, the protein may
be a type 1 membrane protein, a type 2 membrane protein, or a multi-spanning membrane
protein. In some embodiments, the protein comprises the transmembrane domain of the
inhibitory receptor. In some embodiments, the protein comprises the transmembrane
domain of the intracellular signaling protein. The chimeric transmembrane protein may
comprise a signal peptide, e.g., to translocate the extracellular domain across a cell
membrane. In some embodiments, the transmembrane domain comprises the sequence of
ISFFLALTSTALLFLLFFLTLRFSVYV (SEQ ID NO: 5). In some embodiments, the
chimeric transmembrane protein comprises a signal peptide derived from CD8. In some
embodiments, the signal peptide comprises the CD8 leader peptide. In some embodiments,
the signal peptide comprises MALPVTALLLPLALLLHAARP (SEQ ID NO: 6).

In some embodiments, the extracellular domain is the extracellular domain of an
inhibitory receptor. In some embodiments, the extracellular domain comprises a ligand-
binding domain, e.g., the agonist-binding domain of the inhibitory receptor. In some
embodiments, the extracellular domain comprises sufficient structure to transduce a signal
across the membrane in response to ligand binding. Without being bound to any particular
theory, for inhibitory receptors that transduce a signal by oligomerization mediated by a
multivalent ligand, the mere presence of a ligand-binding domain may be sufficient
structure to transduce a signal across the membrane in response to ligand binding. Without
being bound to any particular theory, for inhibitory receptors that transduce a signal by
altering the orientation of a transmembrane domain relative to the cell membrane, the
extracellular domain may require native structure between the ligand-binding domain and

transmembrane domain to transduce a signal across the membrane in response to ligand
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binding. For example, an extracellular domain may comprise the native sequence of the
inhibitory receptor from its ligand-binding domain to its transmembrane domain.

The native inhibitory receptor can be a human inhibitory receptor or a mouse
inhibitory receptor. Thus, the extracellular domain may comprise a human or mouse amino
acid sequence. In some embodiments, the origin of the native inhibitory receptor is selected
to match the species of a subject that is being treated, e.g., to avoid an immune response
against the chimeric transmembrane protein. Nevertheless, the native inhibitory receptor
may be selected from a different species, e.g., for convenience. Accordingly, the chimeric
protein may or may not be xenogeneic-derived relative either to the species of cell in which
the protein is expressed or the subject to which the protein is administered.

In some embodiments, the native inhibitory receptor is selected from proteins that
reduce immune activity upon binding a native agonist. For example, the native inhibitory
receptor may reduce T cell proliferation, T cell survival, cytokine secretion, or immune
cytolytic activity upon binding a native agonist. The native inhibitory receptor may be a
lymphocyte inhibitory receptor (i.e., the inhibitory receptor may be expressed on
lymphocytes, such as T cells). For example, the native inhibitory receptor may be
expressed on T cells, and the binding of an agonist to the native inhibitory receptor may
cause cell signaling that disfavors T cell proliferation, T cell survival, cytokine secretion, or
immune cytolytic activity.

In some embodiments, the native inhibitory receptor may be CTLA-4 (cytotoxic T-
lymphocyte-associated protein 4; CD152), PD-1 (Programmed cell death protein 1;
CD279), LAG-3 (Lymphocyte-activation gene 3; CD223), or Tim-3 (T cell
immunoglobulin mucin-3). Thus, in some embodiments, the extracellular domain may be
the extracellular domain from CTLA-4, PD-1, LAG-3, or Tim-3. The inhibitory receptor
may be PD-1. In some embodiments, the transmembrane protein comprises the
extracellular domain of PD-1. In some embodiments, the sequence of the extracellular
domain comprises
PGWFLDSPDRPWNPPTFSPALLVVTEGDNATFTCSFSNTSESFVLNWYRMSPSNQT
DKLAAFPEDRSQPGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTYLCGAISLAPK
AQIKESLRAELRVTERRAEVPTAHPSPSPRPAGQFQTLV. (SEQ ID NO: 7).

In some embodiments, the intracellular signaling domain is the signaling domain of
an intracellular signaling protein. In some embodiments, the intracellular signaling domain

may comprise kinase activity or a phosphorylation site. The intracellular signaling domain
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can, in some embodiments, activate a signaling molecule, such as a kinase or
phosphorylase, e.g., following signal transduction across a cell membrane. The
intracellular signaling domain may signal through a downstream kinase or a phosphorylase.

The intracellular signaling protein may be a human protein or a mouse protein.
Thus, the intracellular signaling domain may comprise a human or mouse amino acid
sequence. In some embodiments, the intracellular signaling protein is selected to match the
species of a subject and cell that is being used for treatment, e.g., so that the signaling
domain may utilize the cell’s cytosolic machinery to activate downstream signaling
molecules. Nevertheless, the intracellular signaling protein may be selected from a
different species, e.g., for convenience, such as described above.

In some embodiments, the intracellular signaling protein increases immune activity.
Thus, signal transduction via the chimeric transmembrane protein can result in a signal
cascade that increases immune activity, wherein the intracellular signaling domain mediates
the intracellular signaling cascade. In some embodiments, the intracellular signaling
protein can enhance T cell proliferation, T cell survival, cytokine secretion, or immune
cytolytic activity. In some embodiments, the intracellular signaling protein is a
transmembrane protein or the intracellular signaling protein can bind a native
transmembrane protein. The intracellular signaling protein may be a lymphocyte protein
(i.e., the intracellular signaling protein may be expressed on lymphocytes, such as T cells).

In some embodiments, the intracellular signaling protein is CD3( (T-cell surface
glycoprotein CD3 zeta chain; CD247), 4-1BB (tumor necrosis factor receptor superfamily
member 9; CD137), or CD28 (T-cell-specific surface glycoprotein CD28; Tp44). Thus, the
intracellular signaling protein may comprise a signaling domain from CD3C, 4-1BB, or
CD28. The intracellular signaling protein may be 4-1BB. Thus, the intracellular signaling
protein may comprise a signaling domain from 4-1BB. In some embodiments, the
intracellular domain comprises

KRGRKKLLYIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL (SEQ ID NO: 8).

In some embodiments, the chimeric transmembrane protein comprises a suicide
domain, i.e., to kill a recombinant cell comprising the protein. The suicide domain may
comprise thymidine kinase activity or caspase activity. For example, the suicide domain

may be a thymidine kinase or a caspase. In some embodiments, the suicide domain is the
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thymidine kinase domain of HSV thymidine kinase (“HSV-TK”) or the suicide domain
comprises a portion of caspase 9.

In some aspects, the embodiments relates to a nucleic acid molecule encoding a
chimeric transmembrane protein as described herein. The nucleic acid molecule may
comprise a promoter, wherein the promoter is operably linked to a nucleotide sequence
encoding the chimeric transmembrane protein, e.g., for expression of a chimeric
transmembrane protein in a recombinant cell. In some embodiments, the promoter is a
constitutive promoter. In some embodiments, the promoter is a cell specific promoter. In
some embodiments, the promoter is a tissue specific promoter.

The nucleic acid molecule may comprise the sequence set forth in SEQ ID NO:1,
SEQ ID NO:2, SEQ ID NO:3, or SEQ ID NO:4. The nucleic acid molecule may comprise
at least about 100, 200, 300, 400, 500, 600, or 700 consecutive nucleotides in the sequence
set forth in SEQ ID NO:1, SEQ ID NO:2, SEQ ID NO:3, or SEQ ID NO:4. The nucleic
acid molecule may comprise a nucleotide sequence having at least about 90%, 91%, 92%,
93%, 94%, 95%, 96%, 97%, 98%, or 99% sequence homology with the nucleotide
sequence set forth in SEQ ID NO:1, SEQ ID NO:2, SEQ ID NO:3, or SEQ ID NO:4. The
nucleic acid molecule may comprise a nucleotide sequence having at least about 90%, 91%,
92%, 93%, 94%, 95%, 96%, 97%, 98%, or 99% sequence homology with at least about
100, 200, 300, 400, 500, 600, or 700 consecutive nucleotides in the nucleotide sequence set
forth in SEQ ID NO:1, SEQ ID NO:2, SEQ ID NO:3, or SEQ ID NO:4. For example, the
nucleic acid molecule may comprise a nucleotide sequence having at least 95% sequence
homology with at least 100 consecutive nucleotides in the nucleotide sequence set forth in
SEQ ID NO:3.

In some embodiments, the nucleic acid molecule encodes an amino acid sequence as
described herein and/or in the drawings. In some embodiments, the nucleic acid molecule
encodes an amino acid sequence comprising one or more amino acid sequences set forth in
SEQ ID NO: 5, SEQ ID NO: 6, SEQ ID NO: 7, SEQ ID NO: 8, SEQ ID NO: 9, SEQ ID
NO: 10, or SEQ ID NO: 11. In some embodiments, the nucleic acid molecule may
comprise a nucleotide sequence that encodes an amino acid sequence having at least about
90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%, or 99% sequence homology with a
nucleotide sequence set forth herein and/or in the drawings. Homology can be identity or

similarly in the context of a protein. Sequence homology may refer to sequence identity in
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the context of a nucleic acid molecule. Homology can be used by employing routine tools

such as Expasy, BLASTp, Clustal, and the like using default settings.

In some embodiments, the chimeric transmembrane protein comprises one or more

amino acid sequences set forth in the following table:

Sequence

SEQ ID NO

IISFFLALTSTALLFLLFFLTLRFSVV

5

MALPVTALLLPLALLLHAARP

6

PGWFLDSPDRPWNPPTFSPALLVVTEGDNATFTC
SFSNTSESFVLNWYRMSPSNQTDKLAAFPEDRSQ
PGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTY
LCGAISLAPKAQIKESLRAELRVTERRAEVPTAHP
SPSPRPAGQFQTLV

7

KRGRKKLLYIFKQPFMRPVQTTQEEDGCSCRFPE
EEEGGCEL

IISFFLALTSTALLFLLFFLTLRFSVVKRGRKKLLY
IFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL

PGWFLDSPDRPWNPPTFSPALLVVTEGDNATFTC
SFSNTSESFVLNWYRMSPSNQTDKLAAFPEDRSQ
PGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTY
LCGAISLAPKAQIKESLRAELRVTERRAEVPTAHP
SPSPRPAGQFQTLVIISFFLALTSTALLFLLFFLTLR
FSVVKRGRKKLLYIFKQPFMRPVQTTQEEDGCSC
RFPEEEEGGCEL

10

MALPVTALLLPLALLLHAARPPGWFLDSPDRPW
NPPTFSPALLVVTEGDNATFTCSFSNTSESFVLNW
YRMSPSNQTDKLAAFPEDRSQPGQDCRFRVTQLP
NGRDFHMSVVRARRNDSGTYLCGAISLAPKAQI
KESLRAELRVTERRAEVPTAHPSPSPRPAGQFQTL
VIISFFLALTSTALLFLLFFLTLRFSVVKRGRKKLL
YIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL

11

In some embodiments, the chimeric transmembrane protein comprises an amino

acid sequence having at least about 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%, or

99% sequence homology with one of the amino acid sequences set forth herein.

Variants of the amino acid sequences described herein may be included in various

embodiments. The term “variant” refers to a protein or polypeptide in which one or more
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(e.g., 1,2, 3,4, etc.) amino acid substitutions, deletions, and/or insertions are present as
compared to the amino acid sequence of a protein or polypeptide, and the term includes
naturally occurring allelic variants and alternative splice variants of a protein or
polypeptide. The term “variant” includes the replacement of one or more amino acids in an
amino acid sequence with a similar or homologous amino acid(s) or a dissimilar amino
acid(s). Some variants include alanine substitutions at one or more amino acid positions in
an amino acid sequence. Other substitutions include conservative substitutions that have
little or no effect on the overall net charge, polarity, or hydrophobicity of the protein.
Conservative substitutions may have insignificant effect on the function of the chimeric
transmembrane protein. In some embodiments, the function can be the specificity of a
protein when expressed in a lymphocyte, e.g., a marrow-infiltrating lymphocyte (MIL),
such as described in Example 3. One of skill in the art can determine if a substitution
affects the function of a chimeric transmembrane protein by comparing to the sequences
provided herein using a protocol identical to, or analogous to, Example 3. Non-limiting
exemplary conservative substitutions are set forth in the table below. According to some
embodiments, a chimeric transmembrane protein has at least 90%, 91%, 92%, 93%, 94%,
95%, 96%, 97%, 98%, or 99% sequence identity with an amino acid sequence described

herein.

Conservative Amino Acid Substitutions

Basic: arginine
lysine
histidine

Acidic: glutamic acid

aspartic acid

Uncharged Polar: glutamine
asparagine
serine
threonine

tyrosine

Non-Polar: phenylalanine
tryptophan

cysteine
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glycine
alanine
valine
proline
methionine
leucine

isoleucine

The table below sets out another scheme of conservative amino acid substitutions.

Original Residue Conservative Substitutions
Ala Gly; Ser; Thr
Arg Lys; Gln
Asn Gln; His; Ser
Asp Glu; Asn
Cys Ser
Gln Asn; Ser; Asp; Glu
Glu Asp; Gln; Lys
Gly Ala; Pro; Asn
His Asn; Gln; Tyr
Ile Leu; Val; Met; Val; Phe
Leu Ile; Val; Met; Phe
Lys Arg; Gln
Met Leu; Tyr; Ile; Val; Phe
Pro Ser; Thr; Ala; Gly
Phe Met; Leu; Tyr; Trp
Ser Thr; Gly; Asn; Asp
Thr Ser; Asn
Trp Tyr; Phe
Tyr Trp; Phe
Val Ile; Leu; Met; Phe

Accordingly, in some embodiments, 1, 2, 3,4, 5,6, 7, 8,9, or 10 of the amino acid residues

of an amino acid sequence disclosed herein are modified with conservative substitutions. In
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some embodiments, only 1, 2, 3, 4 or 5 amino acid residues are substituted with
conservative substitutions.

In some embodiments, the chimeric transmembrane protein comprises a sequence of
SEQ ID NO: 10 or SEQ ID NO: 11 or a variant thereof. SEQ ID NO: 10 is a combination
of SEQ ID NO: 5, 7, and 8. SEQ ID NO: 11 is a combination of SEQ ID NO: 5, 6, 7, and
8. In some embodiments, the sequence of SEQ ID NO: 6 is replaced with another signal
peptide or leader sequence, that can assist in trafficking the chimeric transmembrane
protein to the extracellular membrane. In some embodiments, the transmembrane domain,
e.g., SEQ ID NO: 5, is replaced with a different transmembrane protein. In some
embodiments, the transmembrane domain is the transmembrane domain of PD-1. In some
embodiments, the transmembrane domain is the transmembrane domain of 4-1BB.

In some aspects, the embodiments relate to a recombinant cell, comprising a nucleic
acid as disclosed herein. In some embodiments, the embodiments relate to a recombinant
cell, comprising a chimeric transmembrane protein as described herein. In some
embodiments, the cell comprises a chimeric protein comprising a protein of SEQ ID NO: 5,
6,7,8,9, 10, or 11 or a variant thereof. In some embodiments, the cell is a lymphocyte.
The cell may be a T cell. In some embodiments, the cell may be a tumor-infiltrating
lymphocyte (“TIL”) or a marrow infiltrating lymphocyte (“MIL”).

In some embodiments, the cell comprising a chimeric transmembrane protein
described herein persist longer and/or remain in an active state longer in a subject when
administered to the subject as compared to a cell without a chimeric transmembrane
protein.

In some aspects, the embodiments relate to a method for making a recombinant cell,
comprising transfecting a cell with a nucleic acid molecule as described herein. In some
aspects, the embodiments relate to a method for making a recombinant cell, comprising
transfecting a cell with a nucleic acid molecule encoding an amino acid sequence as
described herein. The nucleic acid molecule may be a plasmid. The cell can be transfected
by a plasmid comprising one or more nucleotide sequences as described herein. The cell
can also be infected with a virus or virus-like particle comprising the nucleic acid molecule.
In some embodiments, the cell is a TIL or a MIL. In some embodiments, the MIL is an
activated MIL. MILs can be activated, for example, by incubating them with anti-
CD3/anti-CD28 beads and appropriate cytokines, e.g., under hypoxic conditions. An

example of growing the MILs under hypoxic conditions can found, for example, in
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WO02016037054, which is hereby incorporated by reference in its entirety. In some
embodiments, the nucleic acid molecule is transfected into a cell after the cell has been
incubated in a hypoxic environment as described herein. In some embodiments, the nucleic
acid molecule is transfected into a cell after the cell has been incubated in a hypoxic
environment for about 1, 2, 3, 4, or 5 days. In some embodiments, the cell is then
incubated under normoxic conditions for about 1, 2, 3, 4, or 5 days.

In some embodiments, a MIL comprising the chimeric transmembrane protein is
prepared according to a method described in W0O2016037054, 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. A nucleic acid molecule encoding a chimeric transmembrane protein, 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%, 1 1%, 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.
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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.
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, 1 1 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.
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In some embodiments, the cell is transfected or infected with a nucleic acid
molecule encoding a chimeric transmembrane protein 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 apheresis. In some 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. TILs
can be selected by known methods to one of skill in the art and can be transfected or
infected with the nucleic acid molecules described herein such that the TILs can express the
chimeric transmembrane protein described herein.

In some embodiments, the cells are also activated by culturing with antibodies to
CD3 and CD28. This can be performed, for example by incubating the cells with anti-
CD3/anti-CD28 beads that are commercially available or that can be made by one of skill in
the art. The cells can then be plated in a plate, flask, or bag. 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
WO02016037054, which is hereby incorporated by reference.

In some embodiments, a hypoxic MIL comprising a chimeric transmembrane
protein 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. Without being bound
to any particular theory, a hypoxic MIL will undergo changes in protein and/or gene
expression that affect the anti-tumor capabilities of the MIL. As described herein, the
hypoxic MIL can also be activated with the presence of anti-CD3/anti-CD28 beads or other

similar activating reagents. Thus, a hypoxic MIL can also be an activated-hypoxic MIL.
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In some aspects, the embodiments relates to a method for increasing an immune
response in a subject, comprising administering to the subject a recombinant cell as
described herein. In some embodiments, the embodiments relate to a method for treating a
neoplasm in a subject, comprising administering to the subject a recombinant cell as
described herein. 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 neoplasm may be multiple myeloma as well as any solid tumor
(e.g., breast cancer, prostate cancer, lung cancer, esophageal cancer, brain cancer, kidney
cancer, bladder cancer, pancreatic cancer, osteosarcoma, and the like).

The method may comprise administering to the subject a plurality of recombinant
cells as described herein. The method may comprise administering to the subject an
effective amount of recombinant cells as described herein.

In some embodiments, the cell is obtained from the subject. The cell that is
transfected or infected may be obtained from the subject. The cell can be obtained as
described herein. For example, a cell that is administered may be autologous to the subject.
In some embodiments, the cell that is administered is allogeneic to the subject. The cell
may be obtained from the subject and transfected or infected with a nucleic acid encoding a
chimeric transmembrane protein as described herein. The cell may be a daughter cell,
wherein a parent of the daughter cell was obtained from the subject. The recombinant cell
may have been transfected or infected with the nucleic acid or a parent of the recombinant
cell may have been transfected or infected with the nucleic acid. In some embodiments,
the cell after being transfected or infected expresses a protein comprising one or more of
the amino sequences described herein.

The method may further comprise making the recombinant cell, wherein making the
recombinant cell comprises transfecting or infecting a cell with a nucleic acid encoding a
chimeric transmembrane protein, such as those described herein. In some embodiments,
the chimeric transmembrane protein comprises an amino acid sequence set forth in any one
of SEQID NO: 5,6, 7,8,9, 10, or 11 or a variant thereof. Similarly, the method may
further comprise making a plurality of recombinant cells, wherein making the plurality of
recombinant cells comprises transfecting or infecting a plurality of cells with nucleic acids
encoding a chimeric transmembrane protein, such as those described herein. The method

may further comprise expanding a parent cell, e.g., the recombinant cell may be a daughter
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cell of the parent cell. The method may comprise expanding a population of cells, e.g., the
method may comprise administering to the subject a plurality of recombinant cells as
described herein, and each cell of the plurality of recombinant cells may be a daughter cell
of a parent cell.

The method may further comprise isolating the cell or a parent cell from the subject.

The method may further comprise sorting the cell, e.g., by fluorescence activated
cell sorting (“FACS”) or magnetic activated cell sorting (“MACS”).

The cells can be administered to a subject by any suitable route in, for example, a
pharmaceutically acceptable composition. In some embodiments, the composition is
pyrogen free. For example, administration of the cells may be carried out using any method
known in the art. For example, administration may be parenteral, intravenous, intra-
arterial, subcutaneous, intramuscular, intracranial, intraorbital, ophthalmic, intraventricular,
intracapsular, intraspinal, intracisternal, intraperitoneal, intracerebroventricular, or
intrathecal. For parenteral administration, the cells may be administered by either
intravenous, subcutaneous, or intramuscular injection, in compositions with
pharmaceutically acceptable vehicles or carriers. The cells can be formulated for parenteral
administration by injection, for example, by bolus injection or continuous infusion. The
compositions can take such forms as suspensions, solutions, or emulsions in oily or aqueous
vehicles, and can contain formulatory agents, for example, suspending, stabilizing, and/or
dispersing agents.

For administration by injection, it can be desired to use the cells in solution in a
sterile aqueous vehicle which may also contain other solutes such as bufters or
preservatives as well as sufficient quantities of pharmaceutically acceptable salts or of
glucose to make the solution isotonic. In some embodiments, the pharmaceutical
compositions may be formulated with a pharmaceutically acceptable carrier to provide
sterile solutions or suspensions for injectable administration. In particular, injectables can
be prepared in conventional forms, either as liquid solutions or suspensions or as emulsions.
Suitable excipients are, for example, water, saline, dextrose, mannitol, lactose, lecithin,
albumin, sodium glutamate, cysteine hydrochloride, or the like. In addition, if desired, the
injectable pharmaceutical compositions may contain minor amounts of nontoxic auxiliary
substances, such as wetting agents, pH buffering agents, and the like. Suitable
pharmaceutical carriers are described in “Remington's pharmaceutical Sciences” by E. W.

Martin.
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The subject may be any organism that comprises immune cells. 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.

In some embodiments, the subject is a subject “in need thereof.” As used herein, the
phrase “in need thereof” means that the subject has been identified or suspected as having a
need for the particular method or treatment. In some embodiments, the identification can
be by any means of diagnosis. In any of the methods and treatments described herein, the
subject can be in need thereof.

29 CC

As used herein, terms such as “a,” “an,” and “the” include singular and plural
referents unless the context clearly demands otherwise.

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 to0”), 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.

2%

As used herein, the terms “treat,” “treated,” or “treating” mean both therapeutic
treatment wherein the object is to slow down (lessen) an undesired physiological condition,
disorder or disease, or obtain beneficial or desired clinical results. For purposes of the
embodiments described herein, beneficial or desired clinical results include, but are not
limited to, alleviation of symptoms; diminishment of extent of condition, disorder or
disease; stabilized (i.e., not worsening) state of condition, disorder or disease; delay in onset
or slowing of condition, disorder or disease progression; amelioration of the condition,

disorder or disease state or remission (whether partial or total), whether detectable or

undetectable; an amelioration of at least one measurable physical parameter, not necessarily
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discernible by the patient; or enhancement or improvement of condition, disorder or
disease. Thus, “treatment of cancer” or “treating cancer” means an activity that alleviates
or ameliorates any of the primary phenomena or secondary symptoms associated with the
cancer or any other condition described herein. In some embodiments, the cancer that is
being treated is one of the cancers recited herein.
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: CAR Transduction Protocol
16-24 hours prior to transduction, T-cells were plated in an appropriate media and were
stimulated with CD3, CD28 and IL-2. The cells were then placed in an incubator (37°C /
5% CO,) overnight. After 16-24 hours, as much media as possible was removed without
disturbing the cells. The CAR virus was then added to the cells and placed back in the
incubator for 4-12 hours. After 4-12 hours, the appropriate volume of media containing IL-
2 was added back to the cells and then placed back in the incubator. Cells were left in the
incubator to grow, splitting and changing media when necessary, for 3-12 days. CAR
transduction may be checked by a variety of methods including, but not limited to flow
cytometry, western blotting or fluorescence microscopy, if a fluorescent reporter gene has
been used.
Example 2: CAR Transfection Protocol
293T cells were passaged every two days in DMEM + 10% FBS for at least three passages
at a cell density at which they never became more than 80% confluent. One day prior to
transfection, the 293T cells were seeded at a density at which they were about 80%
confluent after 24 hours (on the day of transfection). On the day of transfection, media was
removed and enough fresh media was added to cover the cells. In a separate tube, VSV-G,
Gag, Pol & Rev plasmids, a transfection reagent and the CAR plasmid were combined and
incubated at room temperature for 10-20 minutes. This mixture was then added drop-wise
to the 293T cells and incubated overnight. 12-24 hours after transfection, the media was
either completely changed or additional fresh media was added. At both 48hrs and 72hrs
post-transfection, virus-containing media from the cells was collected and cells were

replenished with fresh media. Any cells in the collected media were removed by
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centrifugation or filtration. The collected media was then spun in an ultracentrifuge to
pellet the virus. Excess media was removed and the virus was re-suspended in DMEM or
HBSS, aliquoted into sterile tubes and stored at -80°C until used.

EXAMPLE 3: MIL FUNCTION AND GROWTH IS NOT NEGATIVELY
AFFECTED BY THE PRESENCE OF A CHIMERIC RECEPTOR PROTEIN.

MILs obtained from subjects were activated and expanded as described herein.
Briefly, after the marrow sample was obtained from the subject, the cells were incubated
under hypoxic conditions in the presence of anti-CD3/anti-CD28 beads and cytokines as
described in W0O2016037054, which is hereby incorporated by reference. The MILs were
then infected with a virus comprising a nucleic acid molecule encoding a chimeric
transmembrane protein comprising SEQ ID NO: 11. The cells were then grown under
normoxic conditions and allowed to expand. The control and infected MILs were contacted
with different cell types. Neither the expansion of the MILS nor the ability of the MILs to
recognize antigens was negatively affected by the presence of the chimeric transmembrane
protein. These results demonstrate that adding a chimeric transmembrane protein to a MIL
is not detrimental to its functions and growth. The results are illustrated in Figure 6, Panel
A and B, which are from two different patients.

In summary, the embodiments and examples provided herein demonstrate that cells
expressing a chimeric transmembrane protein can be effectively used to treat cancer and/or
modulate an immune response.

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 is:
1. A chimeric transmembrane protein, comprising:
the extracellular domain of an inhibitory receptor; and
an intracellular signaling domain that can activate an immune response, wherein the

intracellular signaling domain comprises a portion of an intracellular signaling protein.

2. The protein of claim 1, wherein the protein comprises a sequence of SEQ ID NO:
10.

3. The protein of claim 2, wherein the protein comprises a sequence of SEQ ID NO:
11.

4. The protein of claim 1, wherein the protein comprises a sequence of SEQ ID NO: 7

and SEQ ID NO: 8.

5. The protein of claim 1, wherein the protein comprises a sequence of SEQ ID NO: 9

6. The protein of any one of the preceding claims, wherein the intracellular signaling

domain comprises kinase activity.

7. The protein of any one of the preceding claims, wherein the intracellular signaling

domain comprises a phosphorylation site.

8. The protein of any one of the preceding claims, wherein the protein comprises the
transmembrane domain of the inhibitory receptor or the transmembrane domain of the

intracellular signaling protein.

0. The protein of any one of the preceding claims, wherein the inhibitory receptor is a

human inhibitory receptor or a mouse inhibitory receptor.

10.  The protein of any one of the preceding claims, wherein the inhibitory receptor

reduces immune activity upon binding a native agonist.
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11. The protein of any one of the preceding claims, wherein the inhibitory receptor can
reduce T cell proliferation, T cell survival, cytokine secretion, or immune cytolytic activity

upon binding a native agonist.

12.  The protein of any one of the preceding claims, wherein the inhibitory receptor is a

lymphocyte inhibitory receptor.

13. The protein of claim 12, wherein the inhibitory receptor is CTLA-4, PD-1, LAG-3,

or Tim-3.

14. The protein of claim 13, wherein the inhibitory receptor is PD-1.

15.  The protein of any one of the preceding claims, wherein the intracellular signaling

protein is a human protein or a mouse protein.

16.  The protein of any one of the preceding claims, wherein the intracellular signaling

protein increases immune activity.

17.  The protein of any one of the preceding claims, wherein the intracellular signaling
protein can enhance T cell proliferation, T cell survival, cytokine secretion, or immune

cytolytic activity.
18.  The protein of any one of the preceding claims, wherein the intracellular signaling
protein is a transmembrane protein or the intracellular signaling protein can bind a native

transmembrane protein.

19.  The protein of any one of the preceding claims, wherein the intracellular signaling

protein is a lymphocyte protein.

20. The protein of claim 19, wherein the intracellular signaling protein is CD3(, 4-1BB,
or CD28.

21. The protein of claim 19, wherein the intracellular signaling protein is 4-1BB.
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22.  The protein of any one of the preceding claims, further comprising a suicide

domain.

23. The protein of claim 22, wherein the suicide domain has thymidine kinase activity

or the suicide domain is a caspase.

24.  The protein of claim 23, wherein the suicide domain is the thymidine kinase domain

of HSV thymidine kinase or the suicide domain comprises a portion of caspase 9.

25. A nucleic acid encoding the chimeric transmembrane protein of any one of claims
1-24.

26. A recombinant cell, comprising the nucleic acid of claim 25.

27. A recombinant cell, comprising the chimeric transmembrane protein of any one of
claims 1-24.

28. The cell of claim 26 or 27, wherein the cell is a lymphocyte.

29. The cell of claim 27, wherein the cell is a T cell.

30. The cell of claim 27, wherein the cell is a tumor infiltrating lymphocyte (“TIL”).

31 The cell of claim 27, wherein the cell is a marrow infiltrating lymphocyte (“MIL”).

32. The cell of claim 31, wherein the MIL is a hypoxic MIL.

33. A method for making a recombinant cell, comprising transfecting or infecting a cell

with the nucleic acid molecule encoding a chimeric transmembrane protein of any one of

claims 1-24.

34. The method of claim 33, wherein the cell is a MIL.
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35. The method of claims 33 or 34 further comprising incubating the MIL under
hypoxic conditions prior to transfecting or infecting the cell with the nucleic acid molecule

encoding the chimeric transmembrane protein.

36. The method of claim 35, wherein the hypoxic conditions comprise about 0.5% to

about 5% oxygen gas.

37. The method of claim 35, wherein the hypoxic conditions comprise about 1% to

about 2% oxygen gas.

38. The method of any one of claims 35-37, further comprising incubating the cells

under normoxic conditions after the hypoxic incubation.

39. The method of any one of claims 33 to 38, further comprising contacting the cell

with anti-CD3/anti-CD28 beads.

40. A method for increasing an immune response in a subject, comprising administering

to the subject the recombinant cell of any one of claims 26-32.

41. The method of claim 40, further comprising making the recombinant cell, wherein
making the recombinant cell comprises transfecting a cell with a nucleic acid encoding the
chimeric transmembrane protein.

42. The method of claim 40, further comprising isolating the cell from the subject.

43, The method of claim 40, wherein the subject has a neoplasm.

44. The method of claim 43, wherein the neoplasm is a leukemia, lymphoma, or

multiple myeloma.

45. The method of claim 40, wherein the subject is a human.
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46. A method for treating a neoplasm in a subject, comprising administering to the

subject the recombinant cell of any one of claims 26-32.
47. The method of claim 46, further comprising making the recombinant cell, wherein
making the recombinant cell comprises transfecting a cell with a nucleic acid encoding the

chimeric transmembrane protein.

48. The method of claim 46, further comprising isolating the cell from the subject.

49. The method of claim 46, wherein the subject has a neoplasm.

50. The method of claim 49, wherein the neoplasm is a multiple myeloma, leukemia or
lymphoma.

51. The method of claim 46, wherein the subject is a human.

52. The method of claim 46, further comprising prior to administering the cell to the
subject:

contacting the cell with anti-CD3/anti-CD28 beads;
incubating the cell under hypoxic conditions; and

incubating the cell under normoxic conditions.

53. The method of claim 52, wherein the cell is incubated under hypoxic conditions for

about 0.5 to about 4 days.

54. The method of claim 52, wherein the cell is incubated under normoxic conditions

for about 0.5 to about 4 days.
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RENERBREZEHITA

[0001]  FHIKHIEMAZ XS5

A EISR 2015556 H29 H $222 (1) 32 I i H i 5-62/186 , 108 AR S AL, H & 5] H
ESLIHANARTL
[0002] ‘% 7% 5

4K 2 HUBNE IR B I A0 T FL0 o 16T IR S R A I — Fh O v R Il ik A P A2 Ak
(CAR) 328 >R 2[RI 1 T 41 i LA B 1) 7 Jirb 8 4 g b 3R I8 B U o CARGE B TH A AR T A
1 24t e 4 77 2R i) A4 R T e ) B i B2 A o B SR FHCD 19 m) 7 VR BUAS B B D 2 4%
1 FH 2R 1A CARFP) 5 RS AR 40 P v 7 L 6 S IR F) 20UAS T A PR AR R 3l
[0003] 3K, #E[AICTLA-4 (VT #i4i (ipilimumab) ) FIPD-1 (GHEHHT (nivolumab) , IR
HLPT (pembrolizumab) ) BKE & A H I HUAKLE IR I7 6L 36 72 #8128 2308 - AE /N 41 i i e
(NSCLC) 1 A7 4 F UK EL 87 110 25 P 308 1 e o S8 s S R 22 DR PR 9 2 o X SR S IR B T 4G
S BELDBIT dar e 3 st o AR T TG S I T R A R G 8T T ) 2 R
[0004] R HAMEAR

FE— L5 TH , A% St 7 G800 F ik s I A 1, LA o 32 A4 1 B A0 3R mT DA
TP LI B P AE 5 A% 38 i M AN RT DU 91 o>k H CTLA-4 . PD-1 .\ LAG-35 T im—3 1 B 7
1. % S 5 A% S8 AT LU A AN CD3E 41 BBERCD28 K il A 45 5 4% S a8k . £E — L5 1H , 1% 52
Jith 77 ZE V5 T Y U0 AR SCH IR 1 R G 8 T A T (A% TR
[0005]  7E—UET5THI, 1% 5 it 7 S5 Je A0 A, FL AL m b an AR ST R BT IR I R A R AR
IR o AE— L T7 T, 12 STt 77 R S AP, FA & A SO ik i & 8 AR 1
[0006]  7F— S5 [, % St 7 S0 K ilid F A0 40 B A0 O v, RS Fgmis A sC b BT ik
(4R A 195 S 2 1 A A R Bt G 4 M
[0007]  FE—UET5 1A, 1% St 7 S0 S AR S AR 4 v e I R vk, AL HE ) 32 i
Jiti FF AR AR S Hp TR F S 4 o E — S8 T, A% S T R R e AR TR R T IR i
FLALFE 1) 526 it FH an AR ST b BT I 117 2 2H 4 i
[0008] [} P M ik

B 7R 1 gt ix & 5 It A A% B R /741 (SEQ 1D NO: 1), Brid i & 6 i 2 1 A 2ok
H CDSH AT Sk (“CD8a LP”) /N PD- 15@3@%5@( ‘PD-1ECD”) A1/ iR 4— 1 BBFK) 5 55 55 ity Py 45
(53 8 “4-1BB T F1“4-1BB ICD”) i& o [ iM% H R T #I) & 7) B4k (SEQ 1D NO:2) .
Wmﬁﬁ%%%ﬁ?&dwmﬁ@%ﬂ@ﬂlﬂi@ﬁ
[0009]  WE2E R T dmhthit A 5 B s (A IR IR )7 51 (SEQ 1D NO:3) , Fridiik & 5 & (1 &
ok B CD8I R T Ik (“CD8a LP”) - APD-1HI A~k (“PD-1ECD”) A1 A 4-1BBI) 5 i 55 A P 3k
(538 “4-1BB T F1“4-1BB ICD”) i& 7w [ iM% H R T #I) & [7) B4k (SEQ 1D NO:4) .
A DD T LT 72 N MREL g Rk
[0010] I35 R T Lenti-X 293T4H A 2 AH M A 45 5L, 487 FH I 1D P S i 451 2 0 47608 1) 4%
77 %%, FAmCherry 3 K Rl 2 5 AL 5 PD- 11 B #M sk i % A 85 i 8 1 A% B2 (SEQ 1D NO: 1) #%
JLFTIR4HML  EI33R B , AL BR AE 293 T4l g H 3Rk
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[0011] 48R T Lenti-X 293T4H A 9t X 20 Mo A% &5 5, A FH IS o0 110 S it 451 1 0 ok 11
T &, FmCherry 2 PR R0 2w 15 6L 5 PD— 111 ff Z1 sk A4 1 BB B P 25 R4 3 1) ik 5 195 R E1 1Y)
#%8 (SEQ 1D NO: 1) %% SRR 4 . AP AE6 LRI LML (A 1. 92 #5) it T B4R
B, iZ A% R IE293 T4 A v R 35
[0012]  WE5EIR T Lenti-X 293T4H a9t X A0 Mo A% &5 5, A FH IS oD 110 S it 451 1 0 Sk 11
T, FmCherry 2 PR A1 2w 15 6L 5 PD— 11 ff 71 sk A 4—1 BB B P 25 #4314 ik 5 195 B 1 1Y)
#%12 (SEQ 1D NO: 1) %% SRR 4 i . 40 f 7E6 FLAR T 1ANFL (0. 38Z= i ) H % T 53R #
B AE293 TR Th KA .
[0013]  [&]6, AREZAIBAE SR 1 A0 & ELAA PD- 1 g 71 ek L 4— 1 BBIES R 45 ¥4 32k A0 4— 1 BB P 45 #4y3%
(R R G 52 A RIMTLAN 2 70 1] M52 0 Frfed s S 12
[0014] K AEHVER

CARJTVEIZA O o H 0 25 1) A B2 o A ) P2 M VBR 28 0 PR 12k 13 I (CLL) ARl SR ) 2k
PR ES 20 B 14 3 IS (ALL) BJCD19CARTL & HUAT 1 83 1 R )« A B 1) A2 , B 1) e Ht I CAR
AR SRS I R S5 87 o T 5 B[] 77 32 1 — AN SR PR AE T~ AN PR T A e g R 111 52 1
(R IR Y7 & M, UL R R ECEAA P iR 400 2R AR A1 52 1) AL ) B — e 0 D ) PR
[0015]  Jied Gy 5 v ) — A 2 B AG 2 5 5 I R e e 52, LRR ) 1 2 5 T 4R Y
J7 V) [ A5 40 e JeE S0 A3 o e ) i 7 3 I B 1) T B T i RS MR B R M Bi-CTLA-4 0
Pr-PD-1 1k & s 57 2 1 B I IR DR 72— S8 T7 1, i SE Tt T 290 Sk & 3214,
A0 P AR A AR A AR A SR 7R AR P 5 A9 o e B A B 52 AL 1 B4 B0 1S
S L A IX TR AT T A T G SR e 9 R LR ) 2 T T HL R A
Y5 T2 P 52 A P B A SRR e M 1 P I IR AR OO
[0016]  fE—LLT7 1M, 1% St 7 S0 S i G I W i 1, A0 75 U0 ) 1 S A 1) PR A/ 33 B85 T 45
WA NAS 5 1% T8 7 — LSt 7 B Z NS 5 A% S 30T DU T8 N BN S
AT LA S NG S E A 80 75— S 7 R, 1% M P g5 R ] DL 4
FEAM CnT4HM ) IvE4L »
[0017] 7 —LLSLhti 7 =, XM AME AT LUKAE 5 % S 2 RN AE 546 380 a0, iz M4t
BT AAE S A R SR HIE S2AR B SN K5 5 3 S 2 RN AE 5% 31
[0018] (&5 5% T ] LA & 8 H UK SR o IR SR vT U3 [A) YRI5 B R TG SR AR B T BA
FHEAN R, S8 i E s EE A FEE RS AR EA R %
[0019] {55 4% 3 o] UL BEER AL o 151 G, 12 B P9 A5 5 A% T3 mT DL/B 25 S0 vt 1 A/ BRIl 1
WAL R AT T T o] LB B B SRR AL, B Az M o 15 5 % 330 B B ER 1L
[0020]  7E—RBSLj 7 R R E A A S IR M I A — LS T B 2 E AR
N, ZEE U VM RE 2RI B B2 S AR o ST B, %R
L B % 0 1) 1 S AR () 85 T 46 A 3 A — St 7 R, xR A E Z R A E S EA RS
S 25 R 3 o 12 A0 G B A 1 ] DAL A5 5 O 48] 2 o6 B 7 3k e 4 i L% A6 o A — L S it
Zrh % R 4 M 80 A TTSFFLALTSTALLFLLFFLTLRFSVV# £ %1 (SEQ ID NO:5) o fF — 45z
77 S ik G S IR AR AL IR H CDSIAE 5 Ik o 72— L8 St 77 R, %45 5 Ik B 15 CD8HIf
SR A BB ST T R, %45 5 kAL A MALPVTALLLPLALLLHAARP (SEQ ID NO:6) .
[0021] 7 — LSt 77 22, 12 M A B AL i) 1 52 A () M A/ o AE — S8 St 7 S8 L i M 4t
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AL AR 255 38, A9 A A o 1 52 AR (R BB ) 4 6 38 AE — S St T Ze b i A L
JEREIP) 25 7 LA AE ) B LA 45 5 ) 5 i i S B 5 o A SATATRE B BSR4, xF Tid s 2 40
BeAR A T BRI R TS 5 A 1 S AR 5 5 A C AR 5 & I A7 8 T BE A& 2 LA AE M . i
PG Gy 5 I A5 5 I S5 o AN SATATRE 8 BEAR B AR 4, X T 188 3 9o A X T 40 e I 1)
5 I 435 R IR B ) 3 S 5 PR A 1 52 AR T 5 5 12 B A AT R T LA A 45 Ak S s B 45 4
I A (/) R R 435 e LA A e 7 C A &5 G INF 85 T 7 3455 o 491, JR A48T LB 5 el L PG AR &
38 2 L B G A S A R 1 S AR ) R AR P 1 6
[0022] 4% R AR A 14k 52 A ] DA S N 00 ) 4 52 Ak s/ B8 0 ) A 52 A o PR 0, i B 4 338 T A
A5 N BN IR R 7 51 o AR — LSt 7 SR, IR Rz R AR 1) 4 S A4 1) SR AL L 52 36
70 ST B, 451 G0 DL JEE St X2 R A 8 T R ) e SN o SRR Uk, 451 G0 R T T
JEC L, 1% R AR 52 AR BT DLE AN R0 BRLkG , ARG T2 88 1 AR h R I 4R B R 4
Tk i) L it FH 12 B 1 1 32 IR AR S B ] DL BN 2 R R AT AR I
[0023]  fE—RBSjti Ty R, 1R IRIN I 52 A% H 7E 45 & R IR TSR B AR S e vl PR )
B U0, 2R SR 52 AR AT DLAE 25 A R SR BB 7 I B ALK T 40 R 36 B T4 B A3 41 e
DRI~ 7 4 B3 28 ¥ A T 1 o 2% R SR AT i A 52 A T L 9k B 400 oL 40 ) 12k 52 4k (R T LA ik
E2L 40 Pt T 40 Pt 3Rk ) 4R PR A2 AR) o A5, 12 R AR F M A2 AR T DA TR R0k, IF A
BN 5 R AR AN M 32 AR B 256 0T RE S 1E AR T TAH B BG5E T M A7 40 M [R5 73 4 B
oI5 Vs 4 MV PR A A 51
[0024]  7F— LSt 77 229, 1% R AR M4 52 AR 0T DA CTLA—4 (200 i 75 P TIbk 2 41 B AH ¢ 2
F44;CD152) \PD-1 FEFPEAAET- 2R A 1:CD279) JLAG—3 (Jbk B 4H Mo 3800 L K] 3 ; CD223) B
Tim=3 (T4 i G BR B RN B2 1 -3) o IR Uk, 7B — S8 5t 5 R, i Mg 1 AT A& 5k H CTLA-
4\PD-1.LAG-38KTim—3 [ M APk o iZ 3N il 14 52 AR 1T LR PD-1 o 75— L8 STt 7 R, 405 i B
H A5 PD-1 I M A A — LE STt 7 29, i A MBI 7 21
PGWFLDSPDRPWNPPTEFSPALLVVTEGDNATFTCSFSNTSESEVLNWYRMSPSNQT
DKLAAFPEDRSQPGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTYLCGATSLAPK .
AQIKESLRAELRVTERRAEVPTAHPSPSPRPAGQFQTLYV . (SEQ ID NO:7)
[0025]  #F—HEsiji 7 B, M NE S R RN E S ER NG 5146 T8 £k
W77 S 2 NS 5 A% 0T DU e v P BB R A AT A A e S T R R 2
5L ST LS5 5 50 1, Wnise s R AL , ) a0 7 5 B A IR B S i R 5 1%
ML AE 5 A% F 38T DU T e el IR AL i K HAE 5 o
[0026] ZMIANME S EETURNEAS/MNIUER . FIL, ZBRHNE S4EFEATUE S A
/N R B IR 751 o AE — st R R BRZ N B 5 AR A DAL AL 32 & A TR I7 I
YR IW T, 45 an 4 151245 5 4% T 30T DA B2 40 B 0 0 B3 R G LLSGE RS 5 0 1o
R E, W BRI Glansh 7 5 AR L NS S B E AT LA B AR A
[0027]  #F—LesSLhti 7 B, XG5 E B IR S R E M R, 2l A 9 IR E B S
G TR DL R O e I RS T L, P Z NG S REA RN E T K
N o FE— LSt 7 S X M NS 5 i T LS om TR MR G B | T B A7 A0 R 1 23 A B
TSV AT 1 AR — oS T R N E S EA R EEE R, SEZMANE S EA T
LEEE& RARBIRER ZBNE SEA T LLEME 4 E D G AN E S & B v LUERK
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B 4mff, GnT4niE 3R I%) .
[0028]  7F sty R, ZAM NS 5 B A & CD3C (TN AL 2 [ % 1 CD3CHE ;CD247) 4~
1BB (8 YR BB R 752 A SR AR 729 s CD137) BCD28 (T fa e 57 14 SR THI B A (1 CD28 5 Tp44)
DRI, iZ M N {2 5 85 13 7T DA 23k F CD3C . 4- 1 BBERCD28 1115 544 S . i N (Z 5 A AT
PAs24-1BB. Rl , iZ LN 15 5 8 3 AT LAAL & ok H 4- 1BBIVE 5 4% S 38 £E — LESETt 7 S,
M PN S R A

KRGRKKLLY IFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL (SEQ ID NO:8) .
[0029]  #E—LESTiti y =9, AR A B IR A 1 AL B R A3, B, DLRBE B Bz R LI E
SH AP o 12 H A 25 R 3 mT LB 5 B T A v e Y TR R A B A o 4 2, 1% 1 R s A A AT DA
T M G B Y DR 2 o 7E — L8 ST B, 1% H R S5 A IR HSV IR B (“HSV-TK”) 1Y
I Sl 25 A 3, B T 1 R A B e IR A O — B
[0030]  7F 475 [ , 1% 5 it /7 29 K mtid Wi AR SO BT iR I ik A i B B 1 RS R 40 T - 1%
IRy T VAL B3N, HohiZ 8 8 Al /R O 52 3 g i iz ik & 5 I B 3 % H IR T
A b i T e B AN SRR A B IR AR — S B R A TR AR S
B AR —HSL T b, 1% B B T R AR R B B AR S T B i BB
PR G831
[0031]  ZAZER > T P LAES & SEQ ID NO:1.SEQ ID NO:2.SEQ ID NO:3mESEQ ID NO:4H
B s B 5 51 o A R 4> F-7ESEQ ID NO:1.SEQ ID NO:2.SEQ ID NO:3E{SEQ ID NO:49 Frix
() e R] DAL 2 2 2 K £5100.200.300.400.500 . 6008, 700N E LE (I M H IR « %A% FE 70 T
Al LLEL 2 5SEQ ID NO:1.SEQ ID NO:2.SEQ ID NO:3BESEQ ID NO:4 ff /i i H iR 7 41
BAE D KLZ190% .91% .92% .93% 94 % .95 % 96 % 97 % . 98 % 5%.99 % 1] )5 #/1| [ I 12k F1)
BT . %R 2 AT LU 2 5SEQ ID NO:1.SEQ ID NO:2.SEQ ID NO:35{SEQ ID
NO: 4rf 7R A% R 5 710 vh 2570 K £9100.,.200..300.400. 500, 6008% 7004 14 22 1) 4% 1 8 A
HEDKA90%.91%.92% .93% 94 % .95% .96 % 97 % 98 % 5499 % (1] £ 41 [7] I 14 ) %
HE 40, %R 2 T 7T LA 5SEQ ID NO: 3th s A% HF 8 7 71l vh 2520 100 i
SRAZ TR B A 2 /095 % 1M 7 SRR PE A% T IR ST 51
[0032]  #E—LLSTit 7 R H , AL IR 70 T b A AR SRR/ BRI A TR 1 B R R Y 4« 7
— e S 5 =, AL T AL A SEQ 1D NO:5.SEQ ID NO:6.SEQ ID NO:7.SEQ ID
NO:8.SEQ ID NO:9.SEQ ID NO:10=¢SEQ ID NO: 115 fr/s—Fhak 2 fhad FE /g 7 1) 1) 2 L iR
53 o AE— LS 77 2 AR - o LU 5 AR SR R/ B B BT IR A% IR T A1) B
HESKLI90%.91% .92% .93% .94 % 95% .96 % 97 % . 98 % 599 %6 1] ¢ 4] [&] Y5 2% 1) 2
T2 FE R 7 A% H IR e 51 o [E) M AE B BT A% L T AT DA [A] — 1 BB o e 271 ) s
PETERZ IR 73 F I DL R 48 10 2 7 40 6] — 1 o [R5 mT DB 3 R 80 B dnExpasy
BLASTp.Clustal %55 K FHER NI BERAEH .
[0033]  FE—LLSTjifiy B, ik GBS E A S TRY IR — SN AR T
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;27 SEQ ID NO
IISFFLALTSTALLFLLFFLTLRFSVV ]
MALPVTALLLPLALLLHAARP 6

PGWFLDSPDRPWNPPTFSPALLVVTEGDNATFTC | 7
SFSNTSESFVLNWYRMSPSNQTDKLAAFPEDRSQ
PGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTY
LCGAISLAPKAQIKESLRAELRVTERRAEVPTAHP
SPSPRPAGQFQTLV

KRGRKKLLYIFKQPFMRPVQTTQEEDGCSCRFPE | 8
EEEGGCEL
IISFFLALTSTALLFLLFFLTLRFSVVKRGRKKLLY | 9
IFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL
PGWFLDSPDRPWNPPTFSPALLVVTEGDNATFTC | 10
SFSNTSESFVLNWYRMSPSNQTDKLAAFPEDRSQ
PGQDCRFRVTQLPNGRDFHMSVVRARRNDSGTY
LCGAISLAPKAQIKESLRAELRVTERRAEVPTAHP
SPSPRPAGQFQTLVIISFFLALTSTALLFLLFFLTLR
FSVVKRGRKKLLYIFKQPFMRPVQTTQEEDGCSC
RFPEEEEGGCEL

MALPVTALLLPLALLLHAARPPGWFLDSPDRPW | 1]
NPPTFSPALLVVTEGDNATFTCSFSNTSESFVLNW
YRMSPSNQTDKLAAFPEDRSQPGQDCRFRVTQLP
NGRDFHMSVVRARRNDSGTYLCGAISLAPKAQI
KESLRAELRVTERRAEVPTAHPSPSPRPAGQFQTL
VIISFFLALTSTALLFLLFFLTLRFSVVKRGRKKLL
YIFKQPFMRPVQTTQEEDGCSCRFPEEEEGGCEL

FE— ST Bh 2 G B IEE O AS SA P R E AR T — B 2 RY
90% .91%.92% .93 % .94 % .95% .96 % .97 % 98 % 5%.99 % ) = 1| [ Y 14 i) B L TR 471
[0034] 7 & Fot STt 77 22 Hh AT LAALFE AR SO BT ad (1) S 1R 17 91 A Ak o RV “AR A7 J2 4R H
W 58 H B IR AR T A AL AE R — A2 A (BN 1A 24 34 AN SE5E) R TR E
P RN/ BN R A B K, I HAZARIE B3GR (A 82 BRI R SR AT 75 R 5 3[R AR A
] AR BYAR R AR IE “AR AR A5 FH AU R Y ) 2 25 R 5 A [R] ) 2 TR U L R 7 1)
H ) — N AN E IR - — AR AR AE Z LR T A1 R — AN B AN R R A B AL 1 T = R
B T B R AR g RV BB KR LT IR R T BB A R T () AR ST
PEE e o PR~y PR B AT BEXT R A 5 2 1) DI R LA /IS 2 o £E — St T S, n sk
Tt A5 3+ BT , 1% Dy RE AT DA 75 bR T 40 B, 451] 4 - B 92 ) R 9K E2L 4 P (MTL) Hh 3Rk i) 8 1 1)
5 S o AR AT AR N 38 o A 5 St 49 3 A [ B SRR T R S AR S R BE Y e S AT
bV AR A 2 B A A 15 52 el k5 I 2 1 1) DR o AR B 1 M ) s (9 R s M B e R A T 3R
AR — LSt T R, A B EER S AP MIAM E R R T I AEE 2 /090%.91% .
92% .93% .94 % .95% .96 % 97 % 98 % 599 % [X] JF+ #1] [ — 1 .
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[0035]  fRep 4 LR B
B i

5O
I
2 8 B

33
&M
PSS

b
2l
=

AR ST bR -

TR
& oM % M
g2 FE =
P

oS

ARBR A% RNER

AR

NRII T ORI R B ) S — AT &
JR IG5k A DRy B
Ala Gly;Ser;Thr
Arg Lys;Gln
Asn GIn;His;Ser
Asp Glu;Asn
Cys Ser
Gln Asn;Ser;Asp;Glu

9
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Glu Asp;Gln;Lys

Gly Ala;Pro;Asn

His Asn;Gln;Tyr

Ile Leu;Val;Met;Val ;Phe
Leu Ile;Val;Met;Phe

Lys Arg;Gln

Met Leu;Tyr;Ile;Val;Phe
Pro Ser;Thr;Ala;Gly

Phe Met;Leu;Tyr;Trp

Ser Thr;Gly;Asn;Asp

Thr Ser;Asn

Trp Tyr;Phe

Tyr Trp;Phe

Val Ile;Leu;Met;Phe

[0036]  [AIUM, FE—2ESLht 77 R, AU AT EER T H11.2.3.4.5.6.7.8.98( 104
AL TR FH R 57 1 B AT 18 M 7 — st 77 b A AR sP P B e B 41 .2.3. 485
MR IR TR

[0037]  fE—RBSLy 7 R IR GBS H A & SEQ ID NO: 108KSEQ ID NO: 118 AR {£
(15 %1.SEQ ID NO:1072SEQ ID NO:5.7HI8HIZ1 & . SEQ ID NO:11:£SEQ ID NO:5.6.7F18
(I & o fE—Se st 77 2, 50— (5 5 IKEHT 37 1 B #:SEQ 1D NO: 61741, Hry L #HE
Bz A 9 A 1 08 B IR A — L St g SR v, i B T 4 A4 (9] i SEQ 1D NO: 5)
W AR R] P 5 R R 9 AR o FE — BB St 7 R, 1% 0 PR 4 Mg 3l PD— 11 I8 S 4 g 3k o A — st
T 7 S, 1205 N 4 A 44— 1 BBIVY 8% B 45 4 338

[0038]  #F—HET7 [, 1% STt 77 S0 BB B AR SO A T AR IR 1Y) BE A A0 o 7 — SE S it 7
ZEP ST R R A AN A ST B R BRI A I E A A AR STt T R
ZARASHRAES, TR RAEAASSEQ ID NO:5.6.7.8.9. 1081 18 LA E A
70— BB St 77 S, 12 2 A 9K E2 T D o 12 T T DL T o 7F — SR St 7 S, iZ 4T T
DA PR IR I A AR L 4R (“TTL”) BRI T A bk B e (“MTL”) &

[0039]  fE—uEsiji 5, SR A KGR H 4l ARG, 2 A8 A S R 1)
o B 5 M B 1 1 AT it FH T 52 303 B, LR 52 0 P R 2 B A ) RN/ B AR RV PR IR S T
K]

[0040]  #F— U651, % St 7 S35 B )3 25 2H 40 P 1) 7 925, A9 FH A S b I 3 1A A% R 4
T4 G AN o 7R — L85 T, %S il 5 RV B il i B A AN B g v, L HE RS AR SCH BT IR 1)
QIR T H FIRE IR 7 T % Yo MO o A% B8 - ] DL UKL o 1 40 i v DA L — AN a2 A
A TR A% T R T 41 ) JTORL 3% % o 2 A B ik ] DA B 3 A% R 70 1 1Y) 97 15 B0 B3 A 0
R YL 7 — BE S T P A 2 TILERMIL 78— $e St 77 22 vh , 1ML 0 (KM IL . 451
] LB R AT 5 H1CD3/HTCD28Fk K AIE 24 1 41 IR 7 — i Bl i AE AR L 45 1 P B Ok
BOEMIL o 7R S AEKMIL A S5 451 o] BAZEWO 2016037054 $8 31], 28 11 5] FH 43¢
FENARSL AR LSt 7 Rrp , fEAN I A A SO TR R EA IR T I & 5, ¥ A% R 4

10
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TG RN P A — LS B, R O AR A S I E KZ1.2.3. 485K
J& ¥R ALIR 5y T i e RZ A A S T S b i 4R JE AR R AR T R R
1.2.3. 485K .

[0041] ¢ —Lesziti 7 2, iR 4EW02016037054 (Gt 5] FH A S 3F AA L) Hh ik 1) 75 1l
B LR A I R B ML AE — 28 ST R b, 1% 07 V5 AT LLAHE N2l h 7% i R
() 20T, < PR B2 00 B T/ B T AR E A (ML) 5 AEAR SR S P 0 B 40, el e P AR
T TIMIL s H B0 IMI Lt F 221% 52 303« WA SCH Biridt , T LAEHTCD3/HtCD28 4t 7 A4 A
DRl F- I A7 FE S BOE 2 A0 o AEAR A A i B IZMIL 2 BT B2 5, 1T DUKs gmit itk & 5 a1
WAL IR 53 T, B ANAS SCRT IR A 7 — , B e al i e 2 A o

[0042]  ZARESR B LA E DT KL21 %A, DT K420%.19%.18% 17% «
16%.15%14% .13%.12% .11%.10%.9% 8% 7% 6% 5% 4 % 8 /> F K243 % K%
B an, ZAREA L T LA & K210 % 1R 2 K 2120 % 4R, WK 210 % FI A 2 KA19% 4,
KZ10% HI4H 2 K Z18% HIH A KZI0% A 2 KAN1T%HIE KL0% A 2 KL16 %
AKX AR RA15% KA RLA0% A E RA14% A KLA0% IR E KL13%
(R4 KZ10 % [ K ZAI12% 4R KZI0% A E K211 % A R0 % A 2 KR4
10% HI% K210 % A E K9 % A KZI0% IR E KZI8% 4 KLAI0% A E KL
7% 58 K290 % [R5 2 K 296 % [ 48 R 210 % 182 K215 % 1 K210 % A 2 K4
4% AR Z10 % B R 2 R L2183 % B4 F— 52t 77 B, AR B S KA1 % 2K
2T % AR AR — BE STl T R I AREA I R A1 % 2 K292 % 48 72— Le St T =R
ZAREA BN KL10.5% 2 KL . 5% M5 A — L8y R iZRE AN KL0.5% &
KZ12% B R AZARE I ] DAL & K 29209 .19% . 18%  17% . 16% . 15% .14% .13 % -
12%.11%.10%.9% 8% 7% 6% 5% 4% 3% 2% 1 % BL K Z10 % 48 . 7E — LL S it 5
Frh I RE S A S K7 % 6% 5% 4% 3% 2% 511 % %

[0043]  FEAREAIAEL A EMIL AT LA ALFE ) an 75 20 255 77 3 i F iZMIL & /D KR4 1/
U ZE DK LI12/0NF (187N L 247N (307N (36 /N (427N L 48/NEF L 607N L3R (4K L5
RABRATRBRK IR IOR TR A2KASKEEEE D RKA14K 0 E 0 LAFENE 1%
MIL R L)1/ 3R Z130K , R L1 R B K Z4I20 K KA R B RA 14 R B K AR E KRL12
R AE—HE St 7 R, AEARE A T i S MIL AR E A T I F iZMIL K212 K & K4
5K o Z TR LBFEERER B I EMILK LI R 2K 3K AR SR OR TR BRIK,
L1ORVITRVIZR VIR B4R AE— S5t 77 Zorh , i 7 i BRI R I B TR i EMIL K493
Ko ME— L5l 7 E A % VB ERER T I EMIL K L2 K 2 KL14K o 7 —LE STt
HEH ZFBFEERER SRR EMILRL3RERL4K.

[0044] 7 —LLSTjit R, 1% A — DB HE AR A A 0 B ML, B AN fE (R A PR R
i ZMILZ )G .

[0045]  ZHEAEME T UEEE D KL21 %R ZHEERE I LEE KRL5% HEE KR
2930 % HIA, WK 210 % A ZE K 2930 % I K215 % B Z K 2925 % 14 K Z118% 11
AT KLI24% 4R RKLI119% HI AT KZ123 % A B Z120 % (A ZE K Z122% [  fE—
S STt 7 R % E A R Z121 % A

[0046] 75 A5 i EMIL AT LA ALFE 9 an 75 20 255 77 2 i F iZMIL & /D R4 1/

11
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U ZE D KL 2/0NF 187N L 247N (307N (36 /N (427N (487N L 607N L3R (4K L5
RABRANTRBRK IR TOR TR A2KASKEEEE D RKA14K B E 0 LAFENE 1%
MILKZ) 1N R ZI30K, i KA 1R B RKA20K KA TR ERKALAR KATREKLA12
RECKLI12RERL12K,

[0047]  FE—uesji 7 b fEE TR AR R 2 G EEH HE T H A5 207, A
B 25 S H R R A0 8 5 B 1 R B 90 T e B AL i 41 e

[0048]  7E—susijifiy S, il B2 0 PR B BEAE S IR ZMIL I an AR S plr ik B 97/
W% B Z AR o E — RS T R R AR B0 DABR B LGRS T R,
AN i B i e DA R 23 43 1 o fE — LU St 5 S, 1B BERE AN B A I vk B 4
(“PBL”) , B{E Z & REFE i AN A FPBL B 353X 2277 v T S PR N TILIY) 240 M AN [7] (1) 2
Jf o PR, MILAN A2 TIL o TIL A DL I AR S5k RN B3 2 R 72k 1 4%, IF A ST R H A 1
IR T Yo ul B s , AL TIL AT DLRIEA SO IR ) ik SIS B 1

[0049]  7E—sbsijifs 75 S, i v] LLIE I A X CD3 FICD28 (1 47T A 1% 77 R i i 41 g o 3% AT LA
il e 3k 7 5 B AT LA R AR B AR R4 1 PTCD3/ HLCD28 kK % & 12 4 Sk 4T - %
Y AT AR S5 Bl AR AR e i B 1 rh o AT DU I FH 95 % &SRS % CO S AR TR A IR H IR 4A
B M B 7R R340 R SEIUIR A 2 1 o X AT LATE 2R 88 R S8 41 40 1-2 % B R 2D 1 02544
B8 J5 BT DL AR SR BTR B nW02016037054 (L2 51 H I ANASO) 1 52 it 451 H B 35 7= 4
i

[0050]  7E—sesijii Fy S H, 384 1AL B WA S BT I 1) ik G 8 T A 1 BRI L fE— L
S R IZAREMILLE KZ10.5% 2 K295 % WA SR8 b o 7 — S5 5 L 141K
FAMILTE K291 % & K292 % A SR PR o 78— L it 77 R IZAIREMILIE K291 % &K
Z13% A SR EE o 7 — S Sil J7 R IZ AR EMILTE K211 % 2 K214 % B RS 3R5
H AR EMILZ O 2R A ST (A SO BT id () 8 L) A i & — B ] MT L, WA 2 H B
IR HB LG RS2 ATA] 45 5 PR 1 SR 4, IR MILISE 2 7 52 M i ZMI LI BT MR GE 11 2 (9 /B¢
FERI R IE B AR WA SC R iZ AR SEMILIE ] DLEEHTCD3/$HTCD28 TR B H & AL i
BABIAELE S B0 o R AR M LA m] DL S R8I L

[0051]  #E— &5 [H] , % 5Lt )7 S00 J AR 5233 e s B 8 S LI 925, B4 ) i 52 33
Jit FH 1 A S AR B P A A0 P A — S S T R 1 S T R A 2 IR T MR
(0 7535, 0 FE R0 12 52 AR 3 it P A AR SCrb i s 1 0 2 40D o 12 P T DA R PnRg ek
B R R o 12 J R T LA TR o 12 R R DA vk B R B I, P P bk B2 4 A T o
I (“CLL”) Bl Sk vk B2 i 1 1 998 (“ALL”) o 32 g o] DL & 22 & 1 R DA S AR 4] S AR
(5] ar 7L e « T 270 e e £ T8 e« ' s e S IR e L B IR 55) o

[0052] %77 VA AT DAL [r) 32 3 it FH 22 AN AR S ik 1 B 40 40 P o 1% 07 9k T DAL A [ 52
P it A R A S FiR i L 2H 4

[0053] 7 —UEsiji 5 A, i AN IR %52 i - i G BB G 0 4 B Tl LAIR %52
H AN AT LA AS ST BT IR SR AR o A5, it P ) A X 12 52 3R 3 R DA E AR RN o 7R
S St 7 G HR it FH T AT B % 12 52 40 2 0T DA [R) b S A 1) o i A M v DA SR %52 303 FF H
B T A ST R TR R R S B 1 AR R e G BB e o 1 AT B T LA T A, A T i
FISEARIR B 1Z 52 W o 1Z B YU AT DL EL &8 A% R 5 Y sl Rk G , X012 55 4 40 i () SR AR v

12
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VA& AR e Gl gt o AE — S8 St 77 b B Qe BRI G 4 R A R — Pl 2
FhA SRR Z R P HIE A .

[0054] % vk v] DAIE— 2D B0 36 il it 1% L 2H A1 i , 3o 0 1% 2 A0 4 i B 4 B A iR B
JEEE AL IR , QAR ST i (1) IR 6, S 2 b all R L 20 o 7E — S S 7 =, i kA 5 I
HAMESEQ ID NO:5.6.7.8.9 108 1 14T — WU /< ) B R R 7 91 s FL AR Ak 5 BU3 , 1%
7795 AT DAk — A0 4 il ik 22 A E A A0 P, o i) 22 A EE 4H A0 P 0 S FH g s Bk 2 I 2
[RIAZIR » GNAS ST Bk 1 IR 6 , SR L sk 4t 22 AN o 1% 7 6 v DAk — S 59 1 o5 A4
F, 451 G 1% 2 2H 20 0T DA 1o AR AR BRI 1 AR o 1% 07 v T DLALTE Y B A A 491 i T vk
A] LA 1) 57 460 38 it FH 22 AN WA SO B ) B 4L 41 A, Fvids 22 A 3 20 0 i 25> 4 it v A
FE SR A M) - A

[0055] 3% 77¥ AT Ak — 45 3213 v 20 s i A i o AR At

[0056] %77V AT LA — 0 AFE 3 e i A, 49 dn s SO IBaE 4R 43 16 (“FACS™) Bt
Pom An i 73 1% (“MACS”) .

[0057] i 40 A o] LA 3@ I AT ART 3 AR s AR 4 dn 78 v 245 FZH G rh ot FH T 52 0 3 o AE — s
i 77 ZE T AR A TR IR o 4040, R LA SR FH A 838 2 R0 B AEART J7 95 3R AT 248 L ) vt FH
i an, it AT LA B B sh iR KA BRI R LRI At R FE P IR L0 N VB
AAEP Bt A I A B = P B N o 0T B AR 2 i A R DUAE o T 24 FHIROE 57
BRI 2 S W a5 K P R T ESOULIPA) PA Y SRR it P o 12 40 B T DA B s R e
151 G i I HE v B SR SR BT 19 B AR 2 A2 2H S AT LUK B U0 A vE A B IR 7
HH ) VR R VAR B LR ) T 2, I AT A2 T 1) 711 48] sk 3o 51 A R A/ B 43 HH o
[0058] b 93 i 4 24, W e HH B8 45 FHE T e 7K 1k TR 551w 1R 9 R 1 A L, P 3R Y 058 T
DL BV o, an 2z el s 7 J5 71 LA L% A2 % 5 1) R 24 P 26 Bl ) B DL W A5 - AR
— LS T S Z A A T DL AT 2 AR T 1 DA SR A P T S A 24 1 0 TR R ER
TR R T o R ol A, A S5 ) T LA DA R 20 DL A v T i v v Ul B FLVBOE Aok il &6 - &
T& BRI 2 1 an K FhoK G TERE  H S PHEE L ALBE IR EEIR . B AR B IR P IR TR
R TR E L Ah, W IR T B, RV RS A ST UL A DR e R B BT, aniE
Y77 pHZE AR 2L & 18 N 25 3R IR 7EE . W . Martinf) “Remington’s pharmaceutical
Sciences” i,

[0059] %52 X AT LA A0 2 4 5 4 M XA AT AR A o 451 4, 152 3 BT DLk A A 2
R SR K X T DU /MR E R

[0060] %523 AT LA A MR o 1% R T DL R 1 el 2V g i ke 1k e e o 1% Mg
AT DL JE o 12 e o] DA bR EL R B s , Gt e 9k B2 4 AR 1k s (“CLL”) Bl itk 2
AHMOAE P (“ALL”) o %5203 AT LA B T o BEAH e - i BE 20 PR LR L Sk B0
Jars « ON S | R U G U RIS S B B 1 1 O RB R SR IR 1 i T LR 2 R
HEYE -

[0061]  FF—SEsjiti 7 R , 1% 52 7 “Fe B B 32 o A SO iy B 46 7 7R A
TR A2 1% 32 B O e B B8 N 7 B 8 TT R BIR YT o AE — S8 St 7 =, Firids i 8 ]
CLE A2 W T B AT  AE AR SO R AR 7 E ARG T 232 X nT L TR EH T
ZE .
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[0062]  BRAE BN SCHATARAER , AT B B R TR G0 “— AN L 7 R 927 045 H 4k
MEHAE =Y

[0063]  ASCH BT FHARE “BLE7 B (have)”  “B A (has)” FT“BLHE” DL L BN 4 &
WIAEA SO N 2 48 “EHREAR 77 BARE “O8” &P A2 80P RN S (RN “B
HARRT7) #5187 &M G TTVE AL H AW 75N B R v DL I AR B 5“H” %
FheH o3 FD IR LR I RARTE MR N e 1 AR S P ) B SR 2

[0064]  ACHFTHBIARE “VBT7 (treat)” VA7 (treated)” Fl“VAJT (treating) " 81 2
Horh B AR IS () A B ER ) AR B AE | 2 I B 3 , BR1S A 2 B B8 I I PR 45 SR 1)
VEIT PEAL P 0 AT i IR 1 St 7 SRk U, A 7 BT B ) 11 IR 45 R A FE (HANBR T G2 e
R 5 P J0RE 2R T BB I R B2 5 AR (BPANTRAK) JoE « 2R TR B I8 IR AS 5 ZEIB i iE 2R
VA BIE I 1) R AE BRI oA 2R TR B e 1) 33 i 5 OO R E \ 2R TR BB RS B g Co it
B3 3 A A 0)  Jo R AT A WA A AN AT ARSI 5 50 D — Frn] B ) M EE 2, A AT L H
B R ) 5 BN 3 B SGE RE S BRI - B G, TRPREVR T B VR IT IRAE” FR I A2 AR BY
DA 55 i B AR ST R P A AT L B RE A D (A ART 5 R I R AN R R ) v M o AE —
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