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METHODS AND COMPOSITIONS FOR TREATING CANCER

CROSS-REFERENCE TO RELATED APPLICATION

[0001] This application claims the benefit of priority to U.S. provisional application No.
62/086,346, filed December 2, 2014, which is hereby incorporated by reference in its entirety.
CROSS-REFERENCE TO A SEQUENCE LISTING

[0002] A “Sequence Listing” is submitted with this application in the form of a text file,
created November 30, 2015, and named “0962018010WOseqlist.txt” (69892 bytes), the

contents of which are incorporated herein by reference in their entirety.

BACKGROUND OF THE INVENTION

[0003] Targeted immunotherapy has thus emerged as promising field of research in the
treatment of malignancies and has received a great deal of interest in recent years (Carpentier
and Meng, 2006, Curr Opin Oncol, 18(6):631-636; Wainwright et al., 2012, Exp Opin Emerging
Drugs; 17(2):181-202). One of the most extensively studied targets is the interleukin-13
receptor alpha 2 (IL13Ra2) (Thaci et al., 2014, Neuro-Oncol, 16(10):1304-1324). IL13Ra2 is a
decoy receptor for interleukin-13 (IL13), lacking the signaling chain that is present on the
ubiquitous IL13Rea1, thus preventing any IL13-mediated downstream signaling pathway (Arima
et al., 2005, J Biol Chem, 280(26):24915-24922). Increased expression of IL13Ra2 has been
reported to promote tumor progression in glioma and other tumor models. IL13Ra2 expression
is a prognostic marker for glioma malignancy grade and for poor patient survival (Brown et al.,
2013, PLoS ONE, 8(10): Article ID e77769). Its selective expression on MG, discovered
almost two decades ago, has been a target for therapy ever since (Debinski et al., 1999, Clin
Canc Res, 5(5):985-990).

[0004] Glioblastoma is the most common primary brain tumor in adults. More than half
of the 18,000 patients diagnosed with malignant primary brain tumors in US each year have
glioblastoma multiforme. Glioblastoma multiforme is an anaplastic, highly cellular tumor, with
high proliferation indices, microvascular proliferation and focal necrosis. Signs and symptoms
depend on several factors (size, rate of growth, localization of the tumor within the brain) and
are mainly represented by headache, seizures, neurological deficits, changes in mental status.
Glioblastoma multiforme prognosis remains dismal. Survival time is less than 2 years for the
majority of patients.

[0005] Despite incremental improvements in survival with the current standard of care
for glioblastoma (GBM), which is a ftripartite regimen of surgery, radiotherapy, and
chemotherapy (Rolle et al., 2010, Neurosurgery Clin of North America, 21(1):201-214; Ashby
and Ryken, 2006, Neurosurgical focus, 20(4):E3), the prognosis for most patients remains
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dismal (Stupp et al, 2009, Lancet Oncol, 10(5):459-466; Omuro and DeAngelis, 2013, JAMA,
310(17):1842-1850). Major limitations in the treatment of GBM are the tumor’s location within
the brain that impedes delivery of cytotoxic agents across the blood-brain barrier (Ashby and
Ryken, 2006, Neurosurgical Focus, 20(4):E3), compounded with a strong immunosuppressive
environment (Rolle et al., 2012, Adv Exp Med Biol, 746:53-76) and chemo- and radioresistant
glioma-initiating cells (Bao et al, 2006, Nature, 444(7120):756-760; Frosina, Mol Canc Res,
2009 7(7):989-999). As a result, novel strategies are continually being tested to improve
patient survival, quality of life, and overall outcomes.

[0006] Accordingly, described herein are compositions and methods for more
efficacious treatment of cancers in which malignant cells express or over-express IL13Ra2,

including brain cancers.

SUMMARY OF THE INVENTION

[0007] In one aspect, a chimeric nucleic acid sequence is provided, wherein the
chimeric nucleic acid sequence comprises a first nucleic acid which encodes an IL13 chimeric
antigen receptor (IL13CAR) which binds the IL1Ra2 receptor (IL13Ra2) and a second nucleic
acid which encodes a drug-resistance polypeptide which is a O®-methylguanine DNA
methyltransferase (MGMT) protein.

[0008] In one embodiment, the IL13CAR comprises a ligand to the IL13Ra2. In another
embodiment, the ligand is IL13. In yet another embodiment, the ligand is a fragment of IL13
which binds the IL13Ra2. In still another embodiment, the ligand is an antibody variable
domain or fragment thereof which selectively binds IL13Ra2.

[0009] In one embodiment, the MGMT protein comprises a P140K substitution.

[0010] In one embodiment, the chimeric nucleic acid sequence comprises a first nucleic
acid sequence encoding the IL13CAR and a second nucleic acid sequence encoding the
MGMT protein.

[0011] In one embodiment, the first nucleic acid sequence encoding the IL13CAR is &’
to the second nucleic acid sequence encoding the MGMT polypeptide. In an alternative
embodiment, the first nucleic acid sequence encoding the IL13CAR is 3’ to the second nucleic
acid sequence encoding the MGMT polypeptide.

[0012] In one embodiment, the first nucleic acid sequence encoding the IL13CAR
comprises in a &’ to 3’ direction: a nucleic acid sequence encoding an IL13Ra2 ligand domain,
a nucleic acid sequence encoding a transmembrane (TM) domain, and a nucleic acid
sequence encoding a cytoplasmic domain which comprises a CD3 zeta signaling domain. In
another embodiment, the first nucleic acid sequence further comprises a nucleic acid

sequence which encodes a hinge region, wherein the hinge region positioned between the
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IL13 ligand domain and the TM domain. In still another embodiment, the first nucleic acid
sequence further comprises a nucleic acid sequence which encodes a CD28 co-stimulatory
domain wherein the CD28 co-stimulatory domain is positioned between the TM domain and
the CD3-zeta chain. In still another embodiment, the first nucleic acid sequence further
comprises a nucleic acid which encodes a signal sequence wherein the signal sequence is

positioned N-terminal to the IL13RaZ2 ligand domain.

[0013] In one embodiment, the hinge domain is a CD8 hinge domain. In another
embodiment, the CD8 hinge domain comprises SEQ ID NO:27.
[0014] In one embodiment, the cytoplasmic domain further comprises one or more co-

stimulatory domains. In one embodiment, the co-stimulatory domain is a CD28 co-stimulatory
domain. In another embodiment, the CD28 co-stimulatory domain is positioned between the
TM domain and the CD3-zeta signaling domain.

[0015] In one embodiment, the cytoplasmic domain further comprises one or more co-
stimulatory domains selected from the group consisting of an OX-40 costimulatory domain, an
HVEM co-stimulatory domain, a 41BB co-stimulatory domain, an ICOS co-stimulatory domain,
an OX40 co-stimulatory domain and a CD27 co-stimulatory domain. In one embodiment, the
additional co-stimulatory domain is positioned between a CD28 co-stimulatory domain and a
CD3-zeta signaling domain.

[0016] In one embodiment, the signal sequence is a heterologous signal sequence. In
another embodiment, the signal sequence is an IL13 signal sequence or a variant thereof. In
still another embodiment, the IL13 signal sequence comprises SEQ ID NO:25. In yet another
embodiment, the nucleic acid sequence encoding the signal sequence comprises SEQ ID
NO:9.

[0017] In one embodiment, the IL13 ligand binding domain comprises the mature IL13
protein (SEQ ID NO:26). In another embodiment, the IL13 ligand binding domain consists of a
fragment of the mature IL13 wherein the fragment binds to the IL13Ra2 protein with
approximately the same affinity as does the mature IL13 protein (SEQ ID NO:26).

[0018] In one embodiment, the nucleic acid sequence encoding the IL13 ligand encodes
a polypeptide selected from the group consisting of SEQ ID NO:26, SEQ ID NO:36 and SEQ
ID NO:37. In another embodiment, the nucleic acid sequence encoding the mature 1L13
polypeptide comprises a nucleic acid sequence selected from the group consisting of SEQ ID
NO:10, SEQ ID NO:34, and SEQ ID NO:35.

[0019] In one embodiment, the first nucleic acid comprises in a 5’ to 3’ direction, a
nucleic acid selected from the group consisting of SEQ ID NO:10, SEQ ID NO:34, or SEQ ID
NO:35 which encodes the IL13 ligand domain, a nucleic acid comprising SEQ ID NO:14 or a

variant thereof which encodes the TM domain, and a nucleic acid comprising SEQ ID NO:18
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or a variant thereof which encodes the CD3-zeta signaling domain. In another embodiment,
the first nucleic acid further comprises SEQ ID NO:9 or a variant thereof which encodes the
IL13 signal sequence wherein the sequence of SEQ ID NO:9 is upstream of the nucleic acid
sequence encoding the IL13 ligand domain. In another embodiment, the first nucleic acid
further comprises SEQ ID NO:12 or a variant thereof which encodes the CD8 hinge domain. In
still another embodiment, the first nucleic acid further comprises the nucleic acid of SEQ ID
NO:16 or a variant thereof which encodes the CD28 co-stimulatory domain.

[0020] In one embodiment, the first nucleic acid comprises in a 5’ to 3’ direction, the
nucleic acid sequence of SEQ ID NO:9 or variant thereof which encodes the signaling domain,
a nucleic acid selected from the group consisting of SEQ ID NO:10, SEQ ID NO:34, or SEQ ID
NO:35 which encodes the IL13 ligand domain, the nucleic acid sequence of SEQ ID NO:12 or
a variant thereof which encodes the CD8 hinge domain, a nucleic acid comprising SEQ ID
NO:14 or a variant thereof which encodes the TM domain, the nucleic acid of SEQ ID NO:16
or a variant thereof which encodes the CD28 co-stimulatory domain and the nucleic acid
sequence of SEQ ID NO:18 or a variant thereof which encodes the CD3-zeta signaling
domain.

[0021] In one embodiment, the first nucleic acid sequence encoding the CAR further
comprises a nucleic acid sequence encoding a linker between the mature 1L13 ligand and the
CD8 hinge domain. In another embodiment, the nucleic acid sequence encoding the linker
between the mature IL13 ligand and the CD8 hinge domain consists of SEQ ID NO:11.

[0022] In one embodiment, the first nucleic acid sequence encoding the CAR further
comprises a nucleic acid sequence encoding a linker between SEQ ID NO:12 and SEQ ID
NO:14. In another embodiment, the nucleic acid sequence encoding the linker between SEQ
ID NO:12 and SEQ ID NO:14 consists of SEQ ID NO:13.

[0023] In one embodiment, the first nucleic acid sequence encoding the CAR further
comprises a nucleic acid sequence encoding a linker between SEQ ID NO:14 and SEQ ID
NO:16. In another embodiment, the nucleic acid sequence encoding the linker between SEQ
ID NO:14 and SEQ ID NO:16 consists of SEQ ID NO:15.

[0024] In one embodiment, the first nucleic acid sequence encoding the CAR further
comprises a nucleic acid sequence encoding a linker between SEQ ID NO:16 and SEQ ID
NO:18. In another embodiment, the nucleic acid sequence encoding the linker between SEQ
ID NO:16 and SEQ ID NO:18 consists of SEQ ID NO:17.

[0025] In one embodiment, the second nucleic acid sequence encoding the MGMT
protein comprises P140KMGMT (SEQ ID NO:22). In another embodiment, the second nucleic
acid sequence encoding the MGMT protein comprises a nucleic acid sequence which encodes

a protein comprising SEQ 1D NO:33.



WO 2016/089916 PCT/US2015/063267

[0026] In one embodiment, the second nucleic acid sequence encoding the MGMT
protein comprises an amino acid sequence selected from the group consisting of G156A-
MGMT (SEQ ID NO:38), MGMT-2 (SEQ ID NO:39), MGMT-3 (SEQ ID NO:40) and MGMT-5
(SEQ ID NO:41). In another embodiment, the second nucleic acid sequence encoding the
MGMT protein comprises a nucleic acid sequence which encodes a protein comprising
G156A-MGMT (SEQ ID NO:38), MGMT-2 (SEQ ID NO:39), MGMT-3 (SEQ ID NO:40) and
MGMT-5 (SEQ ID NO:41).

[0027] In one embodiment, the second nucleic sequence encoding the MGMT protein
does not comprise SEQ ID NO:48. In another embodiment, the second nucleic acid sequence
encodes an MGMT protein that does not comprise SEQ ID NO:49.

[0028] In one embodiment, the chimeric nucleic acid sequence further comprises a
nucleic acid sequence encoding a self-cleaving peptide. In another embodiment, the nucleic
acid sequence encoding the self-cleaving peptide comprises SEQ ID NO:21. In still another
embodiment, the self-cleaving peptide comprises the amino acid sequence of SEQ ID NO:32.
[0029] In one embodiment, the chimeric nucleic acid sequence further comprises a
Kozak sequence. In another embodiment, the Kozak sequence comprises SEQ ID NO:8. In
still another embodiment, the Kozak sequence is located upstream of the nucleic acid
sequences which encode the IL13CAR and the MGMT proteins. In one embodiment, the
chimeric nucleic acid sequence further comprises a first restriction endonuclease site which is
upstream of the Kozak sequence. In another embodiment, the restriction endonuclease site
upstream of the Kozak sequence consists of SEQ ID NO:7. In one embodiment, the chimeric
nucleic acid sequence further comprises a second endonuclease site which is downstream of
the nucleic acid sequences which encode the IL13CAR and the MGMT proteins.

[0030] In one embodiment, the chimeric nucleic acid sequence comprises a nucleotide
sequence selected from the group consisting of nucleotides 109 to 1836 of SEQ ID NO:1,
nucleotides 109 to 1836 of SEQ ID NO:2 and nucleotides 109 to 1836 of SEQ ID NO:3. In one
embodiment, the chimeric nucleic acid sequence comprises a nucleotide sequence selected
from the group consisting of nucleotides 13 to 1836 of SEQ ID NO:1, nucleotides 13 to 1836 of
SEQ ID NO:2 and nucleotides 13 to 1836 of SEQ ID NO:3. In one embodiment, the chimeric
nucleic acid sequence comprises a nucleotide sequence selected from the group consisting of
nucleotides 7 to 1842 of SEQ ID NO:1, nucleotides 7 to 1842 of SEQ ID NO:2 and nucleotides
7 to 1842 of SEQ ID NO:3. In another embodiment, the chimeric nucleic acid sequence
comprises a nucleotide sequence selected from the group consisting of SEQ ID NO:1, SEQ ID
NO:2 and SEQ ID NO:3.
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[0031] In one embodiment, the chimeric nucleic acid sequence comprises a nucleotide
sequence which encodes the protein of SEQ ID NO:4, SEQ ID NO:5, SEQ ID NO:6, SEQ ID
NO:45, SEQ ID NO:46 or SEQ ID NO:47.

[0032] In one embodiment, the IL13Ra2 receptor ligand is a variant of IL-13 or fragment
thereof which binds the IL13Ra2 with about 5-fold, 10-fold, or 100-fold less affinity than wild-
type IL13 (SEQ ID NO:26). In an alternative embodiment, the IL13Ra2 receptor ligand is a
variant of IL13 or fragment thereof which binds the IL13Ra2 with about 5-fold, 10-fold, or 100-
fold higher affinity than wild-type IL13 (SEQ ID NO:26).

[0033] In one embodiment, the IL13Ra2 receptor ligand is not identical to wild-type IL-
13. In another embodiment, IL13Ra2 receptor ligand is not identical to SEQ ID NO:26.
[0034] In one embodiment, P140KMGMT protein is effective in increasing in vitro and/or

in vivo viability of a cell expressing the drug-resistance polypeptide when a cell transfected
with an IL13-CAR-T is treated with a chemotherapeutic agent as compared to the cell treated
with the chemotherapeutic but not expressing the drug-resistance polypeptide.

[0035] In one embodiment, the IL13Ra2 receptor ligand is not identical to wild-type IL-
13. In another embodiment, IL13Ra2 receptor ligand is not identical to SEQ ID NO:26.

[0036] In another aspect, a vector comprising a nucleic acid sequence which encodes
the IL13CAR and MGMT protein as described herein is provided.

[0037] In one embodiment, the vector comprises a monocistronic nucleic acid sequence
which encodes an IL13CAR, a self-cleaving peptide, and a MGMT protein as described herein.
In another embodiment, the self-cleaving peptide comprises a 2A peptide.

[0038] In an alternative embodiment, the vector comprises a polycistronic chimeric
nucleic acid sequence which encodes an IL13CAR and an MGMT protein. In another
embodiment the polycistronic chimeric nucleic acid sequence which encodes the IL13CAR
and the MGMT protein further comprises an internal ribosome entry site (IRES) positioned
between the nucleic acid sequence encoding the IL13CAR and the nucleic acid sequence
encoding the MGMT protein. In still another embodiment, the polycistronic chimeric nucleic
acid sequence which encodes the IL13CAR and the MGMT protein further comprises a
promoter positioned between the nucleic acid sequence encoding the IL13CAR and the
nucleic acid sequence encoding the MGMT protein.

[0039] In one embodiment, the vector is a bacterial plasmid vector. In another
embodiment, the vector is an expression vector.

[0040] In one embodiment, the vector is a viral vector. In another embodiment, the viral
vector is selected from the group consisting of a retroviral vector, a lentiviral vector, an

adenoviral vector and an adeno-associated viral vector.
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[0041] In another aspect, a cell transfected with a vector comprising a chimeric nucleic
acid sequence which encodes a chimeric antigen receptor (CAR) and a drug-resistance

polypeptide as described herein is provided.

[0042] In one embodiment, the cell is selected from the group consisting of a T-cell, an
NK-cell, and NKT-cell.
[0043] In another, a recombinant polypeptide is provided comprising in an N-terminal to

C-terminal direction, a ligand which binds to a tumor antigen, a transmembrane domain, and a
cytoplasmic signaling domain as described herein.

[0044] In one embodiment, the recombinant polypeptide comprising, in an N-terminal to
C-terminal direction, a ligand which binds to a tumor antigen, a transmembrane domain, and a
cytoplasmic signaling domain, further comprises a self-cleaving peptide positioned between
the CAR and drug resistance polypeptide. In another embodiment, the drug resistance
polypeptide is N-terminal to the CAR. In still another embodiment, the drug resistance
polypeptide is C-terminal to the CAR.

[0045] In another aspect, a recombinant polypeptide is provided comprising a modified
MGMT polypeptide which increases viability of a cell exposed to TMZ, wherein the cell is
genetically modified to express a CAR as described herein and wherein the cell is
administered to a patient diagnosed with a brain cancer.

[0046] In another aspect, a composition comprising a first nucleic acid which encodes a
CAR as described herein and a second nucleic acid which encodes an MGMT protein as
described herein is provided.

[0047] In one embodiment, the first nucleic acid encodes a CAR protein which
comprises an IL13 ligand domain as described herein, a TM domain as described herein, and
a cytoplasmic domain comprising a CD3-zeta signaling domain as described herein. In
another embodiment, the first nucleic acid further encodes a signal sequence which is
upstream of the IL13 ligand binding domain of the CAR protein. In still another embodiment,
the first nucleic acid further encodes a hinge region as described herein wherein the hinge
region is positioned between the IL13 ligand domain and the TM domain of the CAR protein. In
yet another embodiment, the first nucleic acid further encodes a CD28 co-stimulatory domain
which is positioned between the TM domain and the CD3-zeta signaling domain. In still
another embodiment, the first nucleic acid further encodes an additional co-stimulatory
domain. In another embodiment, the first nucleic acid further comprises a Kozak sequence
upstream of the nucleic acid encoding the CAR protein.

[0048] In one embodiment, the second nucleic acid encodes an MGMT protein which
has an amino acid sequence selected from the group consisting of SEQ ID NO:33, SEQ ID
NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID NO:41 and SEQ ID NO:43.
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[0049] In one embodiment, the MGMT protein does not comprise SEQ ID NO:49.

[0050] In one embodiment, the composition comprises a chimeric nucleic acid which
comprises the first nucleic acid and the second nucleic acid.

[0051] In one embodiment, the chimeric nucleic acid further comprises a nucleic acid
which encodes a self-cleaving linker peptide as described herein, wherein the nucleic acid
encoding the self-cleaving linker peptide is positioned between the first nucleic acid and the
second nucleic acid.

[0052] In one embodiment, the chimeric nucleic acid further comprises an internal
ribosome entry site (IRES) as described herein, wherein the IRES is positioned between the
first nucleic acid and the second nucleic acid.

[0053] In one embodiment, the chimeric nucleic acid is a bicistronic construct which
comprises a first promoter upstream of the first nucleic acid encoding the CAR protein and a
second promoter upstream of the second nucleic acid encoding the MGMT protein.

[0054] In one embodiment, the composition comprises a first vector which comprises
the first nucleic acid which encodes the CAR protein and a second vector which comprises the
second nucleic acid which encodes the MGMT protein. In another embodiment, the first and
second vectors are each a plasmid or expression vector. In yet another embodiment, the first
and second vectors are each a retroviral particle.

[0055] In another aspect, a host cell comprising a first nucleic acid which encodes a
CAR as described herein and a second nucleic acid which encodes an MGMT protein as
described herein. In one embodiment, the first nucleic acid encodes a CAR protein which
comprises an IL13 ligand domain as described herein, a TM domain as described herein, and
a cytoplasmic domain comprising a CD3-zeta signaling domain as described herein. In
another embodiment, the first nucleic acid further encodes a signal sequence which is
upstream of the IL13 ligand binding domain of the CAR protein. In still another embodiment,
the first nucleic acid further encodes a hinge region as described herein wherein the hinge
region is positioned between the IL13 ligand domain and the TM domain of the CAR protein. In
yet another embodiment, the first nucleic acid further encodes a CD28 co-stimulatory domain
which is positioned between the TM domain and the CD3-zeta signaling domain. In still
another embodiment, the first nucleic acid further encodes an additional co-stimulatory
domain. In another embodiment, the first nucleic acid further comprises a Kozak sequence
upstream of the nucleic acid encoding the CAR protein.

[0056] In one embodiment, the second nucleic acid encodes an MGMT protein which
has an amino acid sequence selected from the group consisting of SEQ ID NO:33, SEQ ID
NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID NO:41 and SEQ ID NO:43. In another
embodiment, the MGMT protein is not SEQ ID NO:49.
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[0057] In one embodiment, the host cell comprises a chimeric nucleic acid which
comprises the first nucleic acid and the second nucleic acid.

[0058] In one embodiment, the chimeric nucleic acid further comprises a nucleic acid
which encodes a self-cleaving linker peptide as described herein, wherein the nucleic acid
encoding the self-cleaving linker peptide is positioned between the first nucleic acid and the
second nucleic acid.

[0059] In one embodiment, the chimeric nucleic acid further comprises an internal
ribosome entry site (IRES) as described herein, wherein the IRES is positioned between the
first nucleic acid and the second nucleic acid.

[0060] In one embodiment, the chimeric nucleic acid is a dicistronic construct which
comprises a first promoter upstream of the first nucleic acid encoding the CAR protein and a
second promoter upstream of the second nucleic acid encoding the MGMT protein.

[0061] In one embodiment, the host cell comprises a first vector which comprises the
first nucleic acid which encodes the CAR protein and a second vector which comprises the
second nucleic acid which encodes the MGMT protein. In another embodiment, the first and
second vectors are each a plasmid or expression vector as described herein. In yet another
embodiment, the first and second vectors are each a retroviral particle as described herein.
[0062] In another aspect, a composition comprising a recombinant polypeptide is
provided, wherein the recombinant polypeptide comprises in an N-terminal to C-terminal
direction, a signal sequence as described herein, an IL13 ligand as described herein, a
transmembrane domain as described herein, a cytoplasmic signaling domain as described
herein, an MGMT protein as described herein and a pharmaceutically acceptable excipient. In
another embodiment, the recombinant polypeptide further comprises a hinge domain as
described herein wherein the hinge domain is positioned between the IL13 ligand domain and
the transmembrane domain. In still another embodiment, the recombinant polypeptide further
comprises a self-cleaving peptide as described herein wherein the self-cleaving peptide is

positioned between the cytoplasmic signaling domain and the MGMT protein.

[0063] In one embodiment, the composition is a pharmaceutical composition.

[0064] In another aspect, a method for treating a subject diagnosed with a cancer is
provided.

[0065] In one embodiment, the method comprises obtaining a cell from the subject,

transducing the cell with one or more nucleic acids which encode an IL13CAR as described
herein and an MGMT protein as described herein, maintaining the cell under conditions in
which the nucleic acids are expressed by the cell, and administering to the patient a

therapeutically effective number of the cells expressing the IL13CAR and MGMT proteins.
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[0066] In one embodiment, the introducing into the cell comprises using a first vector
comprising a nucleic acid encoding the IL13CAR and a second vector comprising a nucleic
acid encoding the MGMT protein. In another embodiment, the introducing into the cell

comprises using a vector that comprises a nucleic acid encoding the IL13CAR and the MGMT

protein.

[0067] In one embodiment, the cell is transduced with a vector comprising an IL13CAR-
P140KMGMT chimeric construct as described herein.

[0068] In one embodiment the subject is a mammal. In another embodiment, the

mammal is a primate, a human, or a mouse.
[0069] In one embodiment, the one or more nucleic acids are introduced into the cell
using a viral vector selected from the group consisting of a retroviral vector, a lentiviral vector,

an adenoviral vector or a combination thereof.

[0070] In one embodiment, the cell is a T cell.
[0071] In one embodiment, the T cells are obtained using plasmapheresis.
[0072] In one embodiment, the subject has been diagnosed with a cancer selected from

the group consisting of brain, breast, pancreatic, head and neck, ovarian and colorectal. In
another embodiment, the cancer has metastasized.

[0073] In one embodiment, the subject has been diagnosed with a high-grade malignant
glioma. In another embodiment, the subject has been diagnosed with glioblastoma multiforme
(GMB), an anaplastic astrocytoma or a pediatric glioma.

[0074] In one embodiment, the brain cancer is a glioblastoma. In another embodiment,
the brain cancer is a high-grade astrocytoma.

[0075] In one embodiment, the breast cancer is a basal-like breast cancer.

[0076] In one embodiment, the method further comprises treating the subject with one
or more chemotherapeutic agents. In another embodiment, the method comprises treating the
subject with temozolomide (TMZ).

[0077] In one embodiment, the one or more chemotherapeutic agents is administered to
the subject before, during, and/or after administration of a dose of the modified cells.

[0078] In one embodiment, the administering is intracranial, intramedullary,
intradermally, subcutaneously, topically, or intravenously.

[0079] In another aspect, a method for producing a cell which expresses an IL13CAR-
P140KMGMT construct as described herein is provided comprising introducing into the cell a
nucleic acid sequence encoding the IL13CAR-P140KMGMT chimeric protein, maintaining the
cell under conditions in which the IL13CAR-P140KMGMT chimeric protein is expressed by the

cell.
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[0080] In one embodiment the cell is a mammalian cell. In another embodiment, the
mammalian cell is a human cell, a primate cell or a mouse cell.

[0081] In one embodiment, the cell is a T cell. In another embodiment, the cell is an
autologous cell or a human leukocyte antigen (HLA)-matched cell.

[0082] In one embodiment, the cell is obtained from one or more subjects diagnosed
with a brain cancer or malignancy.

[0083] In another aspect, a population of cells comprising the IL13CAR-P140KMGMT
construct is provided. In another embodiment, at least about 50%, 60%, 70%, 80T, 90% or
95% of cells in the population of cells express the IL13CAR-P140KMGMT construct is
provided.

[0084] In one aspect, the invention is directed to an (one or more) isolated nucleic acid
sequence encoding (having; comprising; consisting essentially of; consisting of) a chimeric
antigen receptor (CAR) comprising (consisting essentially of; consisting of) a T cell receptor
that expresses one or more ligands (e.g., an antibody) to one or tumor antigens of a brain
cancer. In some aspects, the CAR further expresses one or more additional agents useful for
treating a brain cancer.

[0085] In another aspect, the invention is directed to an expression construct comprising
(consisting essentially of; consisting of) one or more nucleic acid sequences encoding a CAR
comprising a T cell receptor that expresses one or more ligands (e.g., an antibody) of one or
tumor antigens of a brain cancer (e.g., a cancer antigen-binding domain). In some aspects,
the CAR further expresses one or more additional agents useful for treating a brain cancer.
[0086] In another aspect, the invention is directed to a host cell comprising (consisting
essentially of; consisting of) an expression construct comprising one or more nucleic acid
sequences encoding a CAR comprising a T cell receptor that expresses one or more ligands
(e.g., an antibody) of one or tumor antigens of a brain cancer. In some aspects, the CAR
further expresses one or more additional agents useful for treating a brain cancer.

[0087] In another aspect, the invention is directed to a method of producing a cell which
expresses a CAR comprising (consisting essentially of; consisting of) a T cell receptor
comprising one or more ligands (e.g., an antibody) of one or tumor antigens of a brain cancer.
In a particular aspect, the CAR further comprises one or more additional agents useful for
treating a brain cancer.

[0088] In another aspect, the invention is directed to a CAR polypeptide comprising
(having; consisting essentially of; consisting of) a T cell receptor comprising one or more
ligands (e.g., an antibody) of one or tumor antigens of a brain cancer. In a particular aspect,
the CAR polypeptide further comprises one or more additional agents useful for treating a

brain cancer.
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[0089] In another aspect, the invention is directed to a method of treating brain cancer in
an individual in need thereof comprising (consisting essentially of; consisting of) administering
one or more T cells that express a CAR comprising a T cell receptor that expresses one or
more ligands (e.g., an antibody) of one or tumor antigens of a brain cancer. In some aspects,
the CAR further expresses one or more additional agents useful for treating a brain cancer.
[0090] The invention is also directed to pharmaceutical compositions comprising

compositions provided herein.

BRIEF DESCRIPTION OF THE DRAWINGS

[0091] The foregoing will be apparent from the following more particular description of
example embodiments of the invention, as illustrated in the accompanying drawings in which
like reference characters refer to the same parts throughout the different views. The drawings
are not necessarily to scale, emphasis instead being placed upon illustrating embodiments of

the present invention.

[0092] FIG. 1A provides a schematic of an IL13E13K.R109K CAR nucleic acid
construct.

[0093] FIG. 1B provides a plasmid map of a pMFG host plasmid comprising an
IL13E13K.R109K CAR.

[0094] FIG. 2A provides a schematic of an IL13.E13KR109K CAR-2A-P140KMGMT.
[0095] FIG. 2B: provides a plasmid map of a pMFG host plasmid comprising an IL-13-
CAR-2A-P140KMGMT.

[0096] FIGS. 3A-3C illustrate FACS analysis of PG13 cells transduced with a virus

containing an IL13CAR construct and a IL13CAR-2A-P140KMGMT construct, prior to
enrichment (FIG. 3A) and after enrichment (FIG. 3B). FIG. 3C illustrates western blot analysis
of cell lysates.

[0097] FIG. 4 provides a graph showing viability of T cells transduced with a retrovirus
comprising an IL13CAR-2A-P140KMGMT construct and exposed to TMZ.

[0098] FIGS. 5A and 5B illustrate section of IL2 (FIG. 5A) and IFNy (FIG. 5B) in cells
transfected with an IL13CAR-2A-MGMT construct as described herein.

[0099] FIG. 6 illustrates viability of mice harboring a tumor and administered chimeric

constructs and/or a chemotherapeutic agent as described herein.

[0100] FIGS. 7A-7B provide the chimeric nucleic acid sequence (FIG. 7A; SEQ ID NO:1)
and amino acid sequence (FIG. 7B; SEQ ID NO:4) of an IL13CAR-P140KMGMT construct.
[0101] FIGS. 8A-8B provide the chimeric nucleic acid sequence (FIG. 8A; SEQ ID NO:2)

and amino acid sequence (FIG. 8B; SEQ ID NO:5) of an IL13(E13Y)CAR-P140KMGMT

construct.
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[0102] FIGS. 9A-9B provide the chimeric nucleic acid sequence (FIG. 9A; SEQ ID NO:3)
and amino acid sequence (FIG. 9B; SEQ ID NO:6) of an IL13(E13K.R109K)CAR-
P140KMGMT construct.

DETAILED DESCRIPTION OF THE INVENTION

[0103] Described herein is the generation of a (one or more) chimeric antigen receptor
(CAR) comprising a T cell receptor modified by genetic engineering to express one or more
ligands (e.g., an antibody or other ligand to a cell surface protein) to one or more tumor
antigens of a cancer. Specifically, the CAR proteins described herein include a ligand binding
domain which binds to a protein which is expressed on the surface of a cancer cell. Preferably,
the tumor antigen is not expressed on the surface of non-diseased or normal cells, or is
expressed on non-diseased or normal cells at a level which is much lower than the level at
which it is expressed on a cancer or other diseased cell. T cells modified to express the
resulting CAR are redirected by the neo-specificity of the CAR to attack tumors expressing the
surface antigen (e.g., a receptor) recognized by the CAR. Also shown herein is that the CAR
can further comprise one or more additional agents useful for treating a brain cancer (e.g., an
agent that overcomes the resistance of brain cancer cells to treatment). Specifically, the
compositions and methods described herein are designed to treat brain cancers in which the
malignant cells express the IL13a2 receptor (IL13Ra2). Accordingly, the disclosure is
exemplified herein using a CAR that expresses and displays a ligand of the IL13Ra2, such as
the cytokine interleukin 13 (IL13) or a variable domain of an antibody which selectively binds
IL13Ra2. The IL13CAR is expressed with an O(6)-methylguanine-DNA-methyltransferase
(MGMT) gene. In one embodiment, the MGMT gene is modified to encode a protein which
imparts to or enhances a host cell’'s (e.g. T cell) resistance to temozolomide (TMZ), a
chemotherapeutic agent used to treat brain cancer.

[0104] In one preferred embodiment, the IL13CAR comprises an IL13 which is mutated
at position 13 (numbering relative to SEQ ID NO:26) to change glutamate to tyrosine. In an
alternate preferred embodiment, the IL13 is mutated at position 13 to change glutamate to
lysine and at position 109 to change arginine to lysine (amino acid positions 13 and 109 are
with respect, e.g., to SEQ ID NO:26). In one embodiment, the IL13 is mutated so that the
amino acid at position 109 is changed from arginine to lysine.

[0105] In one preferred embodiment, the modified MGMT gene encodes a MGMT
variant referred to herein as P140KMGMT (SEQ ID NO:33), which protects IL13CAR-
P140KMGMT-expressing T cells from cytotoxicity caused by treatment with a methylating
agent such as TMZ.
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[0106] In one embodiment, the IL13CAR and P140KMGMT proteins are expressed from
a monocistronic construct which is transcribed to produce a single transcript which encodes a
single protein comprising in an N-terminal to C-terminal direction: IL13CAR, a self-cleaving
peptide (2A), and P140KMGMT. After translation of this fusion protein, cleavage of the self-
cleaving peptide results in a P140KMGMT protein localized primarily to the nucleus and the
IL13CAR, wherein the IL13 ligand domain is displayed on the surface of the host cell.
However, it is understood that the IL13CAR and P140KMGMT proteins can be expressed from
individual nucleic acids. For example, the nucleic acids encoding the IL12CAR and
P140KMGMT proteins may be in separate vectors which are then introduced into the same
cell, or they can be cloned into a single vector as individual monocistronic constructs (e.g.,
each having their own promoter).

[0107] T cells transduced with an IL13CAR-2A-P140KMGMT construct survived better
when compared to IL13CAR-transduced T cells which did not express P140KMGMT, in the
presence of TMZ (e.g., Example 6; FIG. 6). Accordingly, also disclosed herein are nucleic acid
sequences encoding the CAR and drug resistance polypeptides (MGMT proteins), one or
more nucleic acid or retroviral vectors comprising the nucleic acids, cells transfected or
transduced with the one or more vectors, and methods for enhancing viability of genetically
modified T cells which are exposed to a chemotherapeutic such as TMZ by co-expressing a
modified MGMT gene in the modified T cell.

[0108] Also envisioned is a method for treating a subject diagnosed with a cancer,
wherein the cancer includes cells which express IL13Ra2. For example, a brain cancer such
as a high-grade malignant glioma and basal-like breast cancer cells overexpress the IL13Ra2
protein relative to non-diseased or non-cancerous cells of the same tissue. The claimed
compositions are particularly useful when in which the subject is administered both a
methylating chemotherapeutic agent and genetically modified immune cell (e.g., T cell) which
expresses both an IL13CAR and a modified MGMT gene. This method can reduce treatment
time and achieve glioma abolition faster and more effectively than if the subject were treated
with only the chemotherapeutic or with the genetically modified T cell. Accordingly, in one
aspect, the invention is directed to an (one or more) isolated nucleic acid sequence which
encode a chimeric antigen receptor (CAR) for use in a T cell that expresses one or more
ligands (e.g., an antibody) to one or tumor antigens of a cancer. In some aspects, the T cell
further expresses one or more additional agents useful for treating a brain cancer.
Definitions

[0109] As used herein a “chimeric antigen receptor (CAR)” refers to a molecule
comprising one or more extracellular cancer antigen-binding domains, one or more

transmembrane domains and one or more cytoplasmic signaling domains for T-cell activation,
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and which has specificity for cells expressing the cancer ligand (e.g., the cancer antigen).
When introduced into a T cell, the CAR redirects the specificity of the T cell. In a particular
aspect, the CAR is expressed as a single molecule.

[0110] As used herein, a “cancer antigen-binding domain” refers to a domain that binds
one or more antigens expressed by a cancer cell (one or more cancer antigens). In a
particular aspect, the cancer antigen-binding domain is a binding domain that specifically
(selectively) binds a cancer antigen and does not bind a non-specific target not expressed by a
non-cancer cell (e.g., a normal cell, a healthy cell, a wild type cell).

[0111] A variety of cancer antigen-binding domains can be used and can be produced
using known methods or obtained from commercial sources. The cancer antigen-binding
domain can be, for example, a nucleic acid, a peptide (protein), an antibody, an organic
molecule, a synthetic molecule and the like. Such cancer antigen-binding domains can be, for
example, derived from libraries and/or obtained from natural sources.

[0112] The term “IL13CAR” as used herein encompasses a CAR which comprises an
IL13 ligand as described herein or as known in the art, including but not limited to variants of
IL13 (including, but not limited to functional fragments of IL13 (e.g., fragments of IL13 that can
bind to IL13Ra2)), and other IL13 ligands such as an immunoglobulin domain which
selectively binds IL13Ra2. Similarly, the term “MGMT” as used herein encompasses a
wildtype MGMT and any MGMT variant as described herein or as known in the art.

[0113] As used herein the term "therapeutically effective” applied to dose or amount
refers to that quantity of a compound or pharmaceutical composition (e.g., a composition
comprising immune cells such as T lymphocytes and/or NK cells) comprising a chimeric
receptor of the disclosure, and further comprising a drug resistance polypeptide that is
sufficient to result in a desired activity upon administration to a subject in need thereof. Within
the context of the present disclosure, the term "therapeutically effective” refers to that quantity
of a compound or pharmaceutical composition that is sufficient to delay the manifestation,
arrest the progression, relieve or alleviate at least one symptom of a disorder treated by the
methods of the present disclosure. Note that when a combination of active ingredients is
administered the effective amount of the combination may or may not include amounts of each
ingredient that would have been effective if administered individually.

[0114] The phrase "pharmaceutically acceptable” as used in connection with
compositions of the present disclosure refers to molecular entities and other ingredients of
such compositions that are physiologically tolerable and do not typically produce untoward
reactions when administered to a mammal (e.g., a human). Preferably, as used herein, the

term "pharmaceutically acceptable™ means approved by a regulatory agency of the Federal or
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a state government or listed in the U.S. Pharmacopeia or other generally recognized
pharmacopeia for use in mammals, and more particularly in humans.

[0115] As used herein, the term "subject” refers to any mammal. In a preferred
embodiment, the subject is human.

[0116] In other aspects, the cancer antigen-binding domain is all or a biologically active
portion of an antibody. The term “antibody” as used herein refers to immunoglobulin
molecules and immunologically active portions of immunoglobulin molecules, i.e., molecules
that contain an antigen binding site that selectively binds an antigen. As used herein,
“selectively binds” refers to the ability of the antibody to bind to an antigen or a fragment
thereof and the inability to substantially bind to other molecules (e.g., antigens) in a sample.
Examples of immunologically active portions of immunoglobulin molecules include Fab
fragments (e.g., F(ab), F(ab’),), variable fragments (e.g., single chain variable (scFv), di-scFv,
single domain antibody fragment (sdAb), bi-specific fragments (e.g., bi-specific T cell engagers
(BiTE)). Such fragments can be obtained from commercial sources and/or generated by, for
example, treating the antibody with an enzyme such as pepsin.

[0117] The antibody can be a polyclonal or monoclonal antibody that binds (e.g.,
selectively binds) to one or more antigens expressed by a cancer cell. As used herein, a
“polyclonal antibody” is an antibody from a collection of antibodies that bind to a specific
antigen, each identifying a different epitope. As used herein, a “monoclonal antibody” or
“monoclonal antibody composition” refers to a population of antibody molecules that contain
only one species of an antigen binding site capable of immunoreacting with a particular
epitope of one or more antigens. A monoclonal antibody composition thus typically displays a
single binding affinity for a particular antigen with which it immunoreacts.

[0118] Polyclonal antibodies can be prepared as described above by immunizing a
suitable subject with one or more desired cancer antigens such as the extracellular domain of
the IL13Ra2 protein. The antibody titer in the immunized subject can be monitored over time
by standard techniques, such as with an enzyme linked immunosorbent assay (ELISA) using
immobilized polypeptide. If desired, the antibody molecules directed against the cancer
antigen can be isolated from the mammal (e.g., from tissue, blood) and further purified by well-
known techniques, such as protein A chromatography to obtain the IgG fraction. A person
having ordinary skill in the art would be able to make a polyclonal antibody that selectively
binds to the extracellular domain of the IL13Ra2 protein.

[0119] At an appropriate time after immunization, e.g., when the antibody titers are
highest, antibody-producing cells can be obtained from the subject and used to prepare
monoclonal antibodies by standard techniques, such as the hybridoma technique originally
described by Kohler and Milstein, Nature 256:495-497 (1975), the human B cell hybridoma
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technique (Kozbor et al., Immunol. Today 4:72 (1983)), the EBV-hybridoma technique (Cole et
al., Monoclonal Antibodies and Cancer Therapy, Alan R. Liss, Inc., pp. 77-96 (1985)) or trioma
techniques. The technology for producing hybridomas is well known (see generally Current
Protocols in Immunology, Coligan et al., (eds.) John Wiley & Sons, Inc., New York, NY
(1994)). Briefly, an immortal cell line (typically a myeloma) is fused to lymphocytes (typically
splenocytes) from a mammal immunized with an immunogen as described above, and the
culture supernatants of the resulting hybridoma cells are screened to identify a hybridoma
producing a monoclonal antibody that binds a polypeptide of the invention.

[0120] Any of the many well-known protocols used for fusing lymphocytes and
immortalized cell lines can be applied for the purpose of generating a monoclonal antibody to
a cancer antigen (see, e.g., Current Protocols in Immunology, supra; Galfre et al., Nature,
266:55052 (1977); R.H. Kenneth, in Monoclonal Antibodies: A New Dimension In Biological
Analyses, Plenum Publishing Corp., New York, New York (1980); and Lerner, Yale J. Biol.
Med. 54:387-402 (1981)). Moreover, the ordinarily skilled worker will appreciate that there are
many variations of such methods that also would be useful.

[0121] In one alternative to preparing monoclonal antibody-secreting hybridomas, a
monoclonal antibody to a cancer antigen can be identified and isolated by screening a
recombinant combinatorial immunoglobulin library (e.g., an antibody phage display library) with
the polypeptide to thereby isolate immunoglobulin library members that bind the cancer
antigen. Kits for generating and screening phage display libraries are commercially available
(e.g., the Pharmacia Recombinant Phage Antibody System, Catalog No. 27-9400-01; and the
Stratagene SurfZAP™ Phage Display Kit, Catalog No. 240612). Additionally, examples of
methods and reagents particularly amenable for use in generating and screening antibody
display library can be found in, for example, U.S. Patent No. 5,223,409; PCT Publication No.
WO 92/18619; PCT Publication No. WO 91/17271; PCT Publication No. WO 92/20791; PCT
Publication No. WO 92/15679; PCT Publication No. WO 93/01288; PCT Publication No. WO
92/01047; PCT Publication No. WO 92/09690; PCT Publication No. WO 90/02809; Fuchs et
al., Bio/Technology 9:1370-1372 (1991); Hay et al., Hum. Antibod. Hybridomas 3:81-85
(1992); Huse et al., Science 246:1275-1281 (1989); and Griffiths et al., EMBO J. 12:725-734
(1993).

[0122] Additionally, recombinant antibodies, such as chimeric and humanized
monoclonal antibodies, comprising both human and non-human portions, which can be made
using standard recombinant DNA techniques, are within the scope of the invention. Such
chimeric and humanized monoclonal antibodies can be produced by recombinant DNA

techniques known in the art.
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[0123] Any of the above routine methods for generating polyclonal antibodies or
monoclonal antibodies can be readily applied to a method for generating a monoclonal
antibody which selectively binds to the extracellular domain of the IL13Ra2 protein. The
variable domain of the resultant antibody or fragment thereof can then be used to generate an
IL13 ligand domain which binds to the IL13Ra2 protein with an affinity about the same as the
affinity with which the IL13 ligand domain (SEQ ID NO:26) binds the IL13Ra2 protein.

Constructs of the Invention

[0124] The invention is based, at least in part, on an immune cell expressing a CAR
which is specific for IL13Ra2, where the cell is resistant to a chemotherapeutic agent, such as
TMZ.

[0125] In certain embodiments, the invention provides a nucleic acid (also referred to
herein as a chimeric nucleic acid sequence) encoding both a CAR protein that is selective for
a brain cancer cell, and a drug-resistance polypeptide. In a preferred embodiment, the CAR
protein is an IL13CAR and the drug resistant polypeptide is an MGMT protein which is capable
of conferring TMZ-resistance to cells that express it. A chimeric nucleic acid sequence can be
constructed, as described herein, to encode both an IL13CAR protein and an MGMT drug
resistance protein. Provided below is a description of the domains or sequence regions of the
IL13CAR protein and of the MGMT protein and non-limiting examples of each domain or
region. The IL13CAR protein is a linear chimeric (fusion) protein which comprises, in an N-
terminal to C-terminal direction, an IL13 ligand domain which selectively binds IL13R2a on a
diseased cell such as a brain cancer cell, a transmembrane domain, and an intracellular
signaling domain. In certain embodiments, the IL13CAR protein described herein may
comprises a signal domain positioned N-terminal to the IL13 ligand domain and/or a hinge
region positioned between the ligand domain and the transmembrane domain.

[0126] In certain embodiments, a short peptide linker comprising 1, 2, 3,4, 5,6,7, 8,9
or 10 amino acid residues is included in the IL13CAR in order to separate regions or domains
of the CAR protein (e.g. the signal sequence, IL13 ligand domain, hinge region,
transmembrane domain, CD28 co-stimulatory domain, CD3-zeta signaling domain, or an
additional co-stimulatory domain). It is understood that the short peptide linker can be present
between any two regions (domains) independent of the presence or absence of a short
peptide linker between any other two regions (domains). For example, a small peptide linker
can be present in the CAR wherein the linker separates the signal sequence (if present) and
the IL13 ligand domain, the IL13 ligand domain and the transmembrane domain, the IL13
ligand domain and the hinge region (if present), the hinge region (if present) and

transmembrane domain, the transmembrane domain and the CD28 co-signaling domain (if

18



WO 2016/089916 PCT/US2015/063267

present), the CD28 co-signaling domain (if present) and the CD3-zeta signaling domain, the
transmembrane domain and the CD3 zeta signaling domain, and/or the CD3-zeta signaling
domain and the additional co-stimulatory domain (if present). The peptide linkers can be amino
acids which are encoded by a nucleic acid sequence that contains a restriction endonuclease
site or other feature which allows ligation of the nucleic acids encoding each of the regions or,
in the case of a monocistronic construct, domains of the IL13CAR-self-cleaving peptide-MGMT
chimeric protein. Each of these domains and linkers are described in greater detail below.
[0127] In one aspect, the cancer antigen-binding domain is a peptide or protein (e.g., a
ligand that binds an antigen expressed on the surface of a cancer cell; a ligand that binds a
receptor expressed on the surface of a cancer cell). In a preferred embodiment, the receptor is
an IL132a receptor and the CAR is constructed to comprise a ligand which selectively binds
the IL132a receptor. In a particular aspect, the cancer antigen-binding domain is an
interleukin 13 (IL13) or a variant of IL-13 having one or more insertions, deletions, or point
mutations, (e.g., E13K IL13; R109K IL13; and/or E13Y IL13). The cancer antigen-binding
domain can alternatively be a variable domain of an antibody or fragment thereof that
selectively binds IL13Ra2, such as a scFv fragment.
[0128] Tables 1 and 2 below provide a summary of the nucleic acids and polypeptides,
respectively, described herein that can be used in the compositions, e.g., chimeric nucleic acid
sequences, and methods of the invention. In one embodiment, the invention includes a
chimeric nucleic acid sequence comprising any combination of nucleic acid sequences
referred to in Table 1. In one embodiment, the invention includes a chimeric nucleic acid
sequence encoding any combination of amino acid sequences referred to in Table 2.

Table 1

Sequence ldentifiers for Nucleic Acid Sequences

SEQ Description Nucleotide
ID NO Positions Relative
to SEQ ID NO:1

1 IL13(WT)CAR-P140K Full Length (SEQ ID NO:1)

2 IL13(E13Y)CAR-P140K Full Length (SEQ ID NO:2)

3 IL13(E13K.R109K)CAR-P140K Full Length (SEQ ID NO:3)

7 Restriction endonuclease site 1-6

8 Kozak sequence 7-12

9 IL13 Signal Sequence 13-108

10 Mature IL13 109-450

11 Dipeptide linker-1 451-456

12 CD8 Hinge region 457-591

13 Dipeptide linker-2 592-597

14 CD3 zeta transmembrane domain 598-666

15 Dipeptide linker-3 667-672

16 CD28 costimulatory domain 673-804

17 Dipeptide linker-4 805-810
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18 CD3 zeta signaling domain 811-1140
19 Stop codon 1141-1143
20 5 amino acid linker/restriction site/reading frame adjust | 1144-1158
21 Self-cleaving peptide 1159-1212
22 P140K MGMT drug resistance polypeptide 1213-1839
23 Stop codon 1840-1842
24 Restriction endonuclease site 1843-1846
34 Mature IL13 with E13Y mutation 109-450
35 Mature 1L13 with E13KR109K 109-450
48 MGMT drug resistance polypeptide (P140)

Table 2
Sequence Identifiers for Polypeptide Sequences
SEQ Description Amino Acid
ID NO Positions Relative
to SEQ ID NO:4

4 IL13(WT)CAR-P140K Full Length (SEQ ID NO:4)

5 IL13(E13Y)CAR-P140K Full Length (SEQ ID NO:5)

6 IL13(E13K.R109K)CAR-P140K Full Length (SEQ ID NO:6)

25 IL13CAR-P140K — IL13 Signal Sequence 1-32

26 IL13CAR-P140K — wt mature IL13 33-146
Dipeptide linker-1 147-148

27 IL13CAR-P140K — CD8 Hinge region 149-193
Dipeptide linker-2 194-195

28 IL13CAR-P140K — CD3 zeta transmembrane domain 196-218
Dipeptide linker-3 219-220

29 IL13CAR-P140K — CD28 costimulatory domain 221-264
Dipeptide linker-4 265-266

30 IL13CAR-P140K — CD3 zeta signaling domain 267-376

31 5 amino acid linker/reading frame adjust/restriction site 377-381

32 IL13CAR-P140K — 2A self-cleaving peptide 382-399

33 IL13CAR-P140K — P140K MGMT drug resistance protein | 400-606

36 Mature IL13 with E13Y mutation 33-146

37 Mature 1L13 with E13KR109K 33-146

38 G156A-MGMT

39 MGMT-2

40 MGMT-3

41 MGMT-5

43 MGMT (GenBank NP_002403-(P140K))

44 IL13Ra2

45 IL13(WT)CAR-P140K Full Length (SEQ ID NO:45)

46 IL13(E13Y)CAR-P140K Full Length (SEQ ID NO:46)

47 | IL13(E13K.R109K)CAR-P140K Full Length (SEQ ID NO:47)

49 MGMT P140

The ligand
[0129] The IL13CAR ligand (alternatively, ligand domain) is a peptide, polypeptide or

protein which selectively binds to an IL13 receptor, e.g., IL13Ra2, expressed by a diseased

cell. The diseased cell may be a tumor cell or other cancerous or malignant cell and the
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protein expressed by the diseased cell is alternatively referred to herein as a cancer antigen.
In some embodiments, the cancer antigen is a protein which is expressed by none or few (less
than 50%, 40%, 30% 20% or 10% as determined by mRNA expression profiling) healthy tissue
cells. In one embodiment, the diseased cell is a brain cancer cell such as a glioblastoma cell.
In a particular aspect, the cancer antigen-binding domain is all or a biologically active portion
of an antibody that binds (e.g., specifically or selectively binds) an IL-13R (e.g., IL13Ra2, e.g.,
GenBank Acc. No. NP_000631; SEQ ID NO:44). In other aspects, the ligand (cancer antigen-
binding domain) is a scFv directed against (binds to; specifically or selectively binds to) an IL-
13R (e.g., IL13Ra2).

[0130] A variety of antigens expressed by cancer (e.g., tumor) cells are known in the art.
In one aspect, the cancer antigen is a brain tumor antigen e.g., that is expressed on the tumor
surface. In a particular aspect, the brain tumor antigen is expressed by a high-grade
malignant glioma (e.g., a glioma/malignant brain tumor antigen). Specific examples of high-
grade malignant gliomas include glioblastoma multiforme (GBM), anaplastic astrocytoma and
pediatric glioma. Specific examples of antigens expressed by tumor cells of high-grade
gliomas include EGFRuvlII, EphA2, Her-2 and IL-13R (e.g., IL13Ra2).

[0131] In one aspect, the cancer antigen targeted by the methods and compositions of
the invention is an IL13 receptor a-2 (IL13Ra2), a glioblastoma multiforme (GBM)-associated
protein that is overexpressed on GBM tumors but minimally, or not, expressed in normal brain
tissue (Thaci et al., Neuro-Onco, 16(10):1304-1312 (2014); Sengupta et al., Biomed Res Int,
2014:952128 (2014)). In a one aspect, the IL13CAR expresses or contains a ligand domain
which is IL13 and/or an IL13 mutant such as E13K IL13 (SEQ ID NO:36) and/or R109K IL13
(SEQ ID NO:37) that binds to an IL13a2 receptor (Kong et al., Clin Cancer Res,18(21):5949-
5960 (2012)). The IL13Ra2 protein has also been found to be upregulated breast cancers
including breast cancer metastasis (Papageorgis et al., 2015, Breast Canc Res, 17:98-112) in
head and neck cancers (Joshi et al., 2000, Cancer Res, 60:1168-1172; Kawakami et al, 2003,
9:6381-6388) and were also shown to promote invasion and metastasis of pancreatic, ovarian,
and colorectal cancers (Fujisawa et al., 2009, Int J Cancer, 69:8678-8695; Barderas et al.,
2012, Cancer Res, 72:2780-2790). Accordingly, the compositions and methods described
herein are useful in a method for treating a subject diagnosed with a malignancy wherein the
type of malignancy includes but is not limited to a brain, head and neck, breast, pancreatic,
ovarian and colorector cancer.

[0132] A person having ordinary skill in the art can generate ligands which specifically
bind the IL13Ra2. For example, routine experimentation is done to generate antibodies which
selectively bind IL13Ra2, such as though immunization of a mouse with the extracellular
domain of IL13Ra2 or by phage display. The variable domain of the antibodies with desired
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selective binding activity can then be used to create a single chain variable domain (scFv). In
one embodiment, an scFv which selectively binds IL13Ra2 with the same affinity as wildtype
IL13, IL13(E13Y), IL13(R109K) or IL13(E13K.R109K) can be used as a ligand in an IL13CAR
construct as disclosed herein.

[0133] In one embodiment, the IL13CAR has an IL13 ligand domain which comprises an
IL13 polypeptide which is at least 90%, 95%, 96%, 97%, 98%, 99% or 99.5% identical to SEQ
ID NO:26, or functional fragments thereof, wherein: a) the amino acid at position 13 of SEQ ID
NO:26 is a glutamate; b) the amino acid at position 13 of SEQ ID NO:26 is a tyrosine; or ¢) the
amino acid at position 13 of SEQ ID NO:26 is a lysine and the amino acid at position 109 of
SEQ ID NO:26 is an arginine. In one embodiment, the IL13CAR IL13 ligand domain
comprises SEQ ID NO:26, SEQ ID NO:36 or SEQ ID NO:37, or functional fragments thereof.
[0134] A nucleic acid according to the present disclosure encodes the IL13 polypeptide
as described above. In one embodiment, the nucleic acid which encodes the IL13 polypeptide
is selected from the group consisting of SEQ ID NO:10, SEQ ID NO:34 and SEQ ID NO:35.
[0135] The IL13CAR optionally further comprises a signal (leader) peptide which allows
the IL13CAR protein to be processed and displayed on the host cell surface. In one
embodiment, the signal peptide is the naturally occurring signal peptide for the ligand protein.
For example, the ligand domain comprises the full-length IL13 protein including its signal
sequence (a signal sequence comprising or consisting of the amino acid sequence of SEQ ID
NO:25). In one embodiment, the signal sequence comprises a sequence which is 95%, 96%,
97%, 98%, 99% or 99.5% identical to SEQ ID NO:25. A nucleic acid according to the present
disclosure encodes the signal peptide. In one embodiment, the nucleic acid which encodes the
signal peptide consists of SEQ ID NO:9.

[0136] A person having ordinary sKkill in the art understands that a heterologous signal
sequence can be used—a signal peptide from a secreted or transmembrane protein that is not
IL13. Signal peptides (signal sequences) are essential parts of membrane-bound or secreted
polypeptides which are needed for membrane translocation of the polypeptide and which are
processed after or during membrane translocation. A signal sequence has a length of about 13
and 36 amino acids and contains at least one positive residue at the amino-terminal end. The
center of the signal sequence is a strongly hydrophobic part of 10 to 15 residues and is
described, for example, by Nunnari, j., et al., Curr. Opin. Cell Biol. 4 (1992) 573-580 and by
Gilmore, R., et al, Ann. N.Y. Acad. Sci. 674 (1992) 27-37. Some examples of signal peptides
include but are not limited to the signal peptides of VHCAMP, CD40, CD40L or TNF-R. The
signal peptide is cleaved off on integration into the membrane of the target cell. It is also
contemplated that a heterologous signal sequence can be used, such as that of an IgG-like

protein.
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Hinge region
[0137] The IL13CAR as disclosed herein can comprise a spacer region, also referred to

as a hinge region or domain, which is positioned between the IL13 ligand domain (antigen
binding domain) and the transmembrane domain. The IL13CAR encompassed by the present
disclosure may or may not comprise a hinge region. A hinge region of the presently described
CAR is a peptide sequence which is typically flexible enough to allow the antigen binding
domain to orient in different directions to facilitate antigen recognition. As will be appreciated
by those of skill in the art, other appropriate spacers can be determined. For example, a short
oligo- or polypeptide linker, e.g., between 2 and 10 amino acids in length, may form the
linkage between the transmembrane domain and the cytoplasmic region of the CAR.
Examples of a hinge region is a hinge region from an immunoglobulin (e.g., a hinge region of
IgG1), include but are not limited to a hinge region from an immunoglobulin-like protein or
domain, the CH2CH3 region of an immunoglobulin, and portions of CD3. In one embodiment,
the hinge region comprises an Ig-like domain from the CD8 alpha chain.

[0138] In one embodiment of the IL13CAR, the hinge region comprises or consists of
the amino acid sequence of SEQ ID NO:27. Alternatively, the hinge region comprises or
consists of a sequence which is 95%, 96%, 97%, 98%, 99% or 99.5% identical to SEQ ID
NO:27. A nucleic acid according to the present disclosure encodes the hinge region. In one
embodiment, the nucleic acid which encodes the hinge region comprises SEQ ID NO:12. In
one embodiment, the nucleic acid encoding the IL13CAR comprises a nucleic acid which is at
least 90%, 95%, 96%, 97 %, 98%, 99% or 99.5% identical to SEQ ID NO: 12.

Transmembrane domain

[0139] As described herein, the CAR comprises one or more transmembrane domains.
Typically, the transmembrane domain is a hydrophobic region (e.g., a hydrophobic alpha helix)
that spans the membrane. Any of a variety of transmembrane domains can be used.
Examples of suitable fransmembrane domains include, but are not limited to, a CD3 (e.g.,, a
CD3-zeta transmembrane domain) or a CD28 transmembrane domain. The transmembrane
domain may be derived either from a natural or from a recombinant source. Where the source
is natural, the domain may be derived from any membrane-bound or transmembrane protein.
In one aspect the transmembrane domain is capable of signaling to the intracellular domain(s)
whenever the CAR has bound to a target. A transmembrane domain of particular use in this
invention may include at least the transmembrane region(s) of e.g., the alpha, beta or zeta
chain of the T-cell receptor, CD28, CD3 epsilon, CD45, CD4, CD5, CD8, CD9, CD16, CD22,
CD33, CD37, CD64, CD80, CD86, CD134, CD137, CD154.

[0140] In one embodiment, the transmembrane domain of the IL13CAR comprises or

consists of at least a portion of the human CD3 zeta chain, for example, SEQ ID NO:28. In one
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embodiment, the transmembrane domain comprises or consists of a sequence which is 95%,
96%, 97%, 98%, 99% or 99.5% identical to SEQ ID NO:28. A nucleic acid according to the
present disclosure encodes the transmembrane domain. In one embodiment, the nucleic acid
which encodes the transmembrane domain comprises SEQ ID NO:14, or a nucleic acid which
is at least 90%, 95%, 96%, 97 %, 98%, 99% or 99.5% identical to SEQ ID NO: 14.

Cytoplasmic Signaling Domain(s)

[0141] As described herein, the IL13CAR has a cytoplasmic domain which transmits an
activation and/or a stimulatory signal to the T cell after antigen is bound (e.g., leading to the
activation, initiation, expansion, persistence and/or amplification of the T cells and the T cell
response (e.g., the signal required for cytotoxicity) against tumor antigen). The cytoplasmic
domain comprises one or more signaling domains (e.g., co-stimulatory domains) and/or one or
more activation domains of, or associated with, a T cell receptor. Examples of suitable
cytoplasmic signaling domains include but are not limited to those of CD3-¢ (CD3-zeta) which
contains an immunoreceptor tyrosine-based activation motif (ITAMs), FceRly, CD28 (e.g.,
chimeric CD28), 4-1BB (CD137), DAP10, OX40 (CD134), CD4, CD27, CD244, inducible T-cell
co-stimulator (ICOS), leukocyte C-terminal SRC kinase (LCK), and CD137 (e.g., Sadelain et
al., Cancer Discov, 3(4):388-398 (2013); Lee et al., Clin Cancer Res, 18(10):2780-2790
(2012)). The presence of the one or more these cytoplasmic domains can initiate pathways by
the association of ZAP70, TNF receptor-associated factor 1 (TRAF1), PI3K and growth factor
receptor-bound protein 2 (GRB2) with elements in the cytoplasmic domain of the CARs,
leading to the triggering of signaling intermediates and gene transcription.

[0142] "Co-stimulatory domain” or “co-stimulatory signaling domain” refers to the portion
of the CAR comprising the intracellular domain of a co-stimulatory molecule. Co-stimulatory
molecules are cell surface molecules other than antigen receptors or F¢ receptors that provide
a second signal required for efficient activation and function of T lymphocytes upon binding to
antigen. A co-stimulatory domain undergoes a conformational change that leads to an
activation signal to the cell through, for example, the CD3-zeta signaling domain. A co-
stimulatory ligand can include but is not limited to CD7, B7-1 (CD80), B7-2 (CD86), PD-L1,
PD-L2, 4-1BBL, OX40L, inducible costimulatory igand (ICOS-L), intercellular adhesion
molecule (ICAM, CD30L, CD40, CD70, CD83, HLA-G, MICA, M 1CB, HVEM, lymphotoxin
beta receptor, 3/TR6, ILT3, ILT4, an agonist or antibody that binds Toll ligand receptor and a
ligand that specifically binds with B7-H3. The inclusion of one or more co-stimulatory domains
within the IL13CAR may enhance the efficacy and expansion of T cells expressing IL13CARs.
In one embodiment, a co-stimulatory domain also encompasses, inter alia, an antibody that
specifically binds with a co-stimulatory molecule present on a T cell, such as but not limited to,
CD27, CD28, 4-IBB, OX40, CD30, CD40, PD-1, ICOS, lymphocyte function-associated
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antigen-1 (LFA-1), CD2, CD7, LTGHT, NKG2C, B7-H3, a ligand that specifically binds with
CD83.

[0143] As will be apparent to those of skill in the art, the IL13CAR can have any number
of activation domains and/or stimulatory domains. Each of the signaling domains is linked via a
peptide bond to form the cytoplasmic domain of the IL13CAR construct. In one aspect, the
IL13CAR has an activation domain and a stimulatory domain. In another aspect, the IL13CAR
has one, two three, four five, etc. activation domains and one two, three, four, five, etc.
stimulatory domains.

[0144] In one embodiment, the IL13CAR of the present disclosure comprises the
signaling domains of the human CD28 protein and/or of the human CD3-zeta chain. In one
embodiment, IL13CAR comprises both a CD28 and a CD3-zeta chain signaling domain,
wherein the CD28 co-stimulatory domain is N-terminal to the CD3-zeta signaling domain. Also
contemplated is a CAR cytoplasmic domain in which the CD3-zeta domain is N-terminal to the
CD28 co-stimulatory domain. As described herein, the CD28 co-stimulatory domain comprises
the sequence of SEQ ID NO:29. The CD3-zeta signaling domain comprises or consists of the
sequence of SEQ ID NO:30. A nucleic acid according to the present disclosure encodes the
CD28 co-stimulatory domain. In one embodiment, the nucleic acid which encodes the CD28
co-stimulatory domain consists of SEQ ID NO:16. A nucleic acid according to the present
disclosure encodes the CD3-zeta signaling domain. In one embodiment, the nucleic acid
which encodes the CD3-zeta signaling domain consists of SEQ ID NO:18. Each of these
signaling domains may contain one or more deletions, insertions, or point mutations (natural or
artificial) wherein the signaling function of each domain is about the same as the signaling
function of the protein that does not contain the one or more deletions, insertions, or point
mutations.

[0145] In one embodiment, the cytoplasmic domain of the IL13CAR is encoded by a
nucleic acid sequence comprising nucleotides 673-1140 of SEQ ID NO:1, or nucleotides 673-
1143 of SEQ ID NO:1. In another embodiment, the IL13CAR comprises a cytoplasmic domain
comprising amino acid residues 221-376 of SEQ ID NO:4.

[0146] FIG. 1A illustrates an embodiment of the IL13CAR construct in which the IL13
ligand is the variant containing the E13K and R109K substitutions.

Drug Resistant Polypeptide

[0147] The present disclosure is directed, at least in part, to a nucleic acid encoding
both a CAR protein selective for a brain cancer cell as detailed above and a drug-resistance
polypeptide, wherein expression of both the CAR and the drug resistance polypeptide is useful
for treating a cancer. For example, the CAR and drug resistance polypeptide can be

expressed in cells administered to a subject being treated with a chemotherapeutic agent
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and/or an agent that enhances cytotoxicity of a chemotherapeutic agent. Examples of
chemotherapeutic agents include 1, 3-bis(2-chloroethyl)-1-nitrosurea (BCNU or carmustine),
fotemustine, lomustine and Temozolomide (TMZ) commonly used to treat malignant glioma
(e.g., glioblastoma multiforme (GBM)). The cytotoxic action of some chemotherapeutic agents
involves formation of an O°-methylguanine lesion that is capable of rearranging to form a lethal
intrastrand crosslink. The effectiveness of these methylating agents is limited, however, by
tumor overexpression of the DNA repair protein, OG-methnguanine DNA methyltransferase
(MGMT), a protein which removes cytotoxic O%-alkylguanine adducts from DNA of treated
cells. Tumor cells expressing high levels of MGMT are therefore partially or completely
resistant to killing by TMZ chemotherapy. One means to prevent the reduced efficacy of a
methylating agent is to treat a subject undergoing TMZ chemotherapy with an inhibitor of
MGMT, specifically OG-benznguanine. However, dosing of OG-benznguanine is limited due to
its toxic effect on hematopoietic cells.

[0148] Temozolomide (TMZ) is an anti-glioma chemotherapeutic drug that has cytotoxic
effects on hematopoietic cells including T cells. The standard dosage of TMZ as directed by
the FDA, and hence an unavoidable step in anti-glioma treatment, kills the T cells by
methylating their DNA, very much in the same fashion that TMZ destroys tumor cells
(Sengupta et al., Clin Dev Immunol, 831090 (2012)). However, it has been shown that over-
expression of wildtype MGMT or expression of one or more MGMT mutants (e.g., G156A;
P140K) in a cell will confer protection to that cell against a methylating agent such as TMZ
(Woolford et al., J Gene Med, 8(1):29-31 (2006)). Accordingly, the drug resistance polypeptide
encoded by the above-described nucleic acid is MGMT or an MGMT variant which confers
resistance to TMZ. These TMZ resistant variants include but are not limited to P140K-MGMT
(SEQ ID NO:33), P140K-MGMT (SEQ ID NO:43), G156A-MGMT (SEQ ID NO:38), MGMT-2
(SEQ ID NO:39), MGMT-3 (SEQ ID NO:40) and MGMT-5 (SEQ ID NO:41) (Fontes et al., Mol
Cancer Ther, 5(1):121-128). The indicated positions (locations) of amino acid substitutions in
the MGMT variants described throughout (e.g., P140K and G156A) are amino acid positions
based on the sequence of SEQ ID NO:33. The MGMT-2 variant has the substitutions: S152H,
A154G, Y158H, G160S and L162V. The MGMT-3 variant has the substitutions: C150Y,
A154G, Y158F, L162P and K165R. The MGMT-5 variant has the substitutions: N157T, Y158H
and A170S.

[0149] Particularly preferred for the constructs disclosed and used herein is the P140K-
MGMT variant. A nucleic acid according to the present disclosure encodes the MGMT variant.
In one embodiment, the nucleic acid which encodes P140K-MGMT consists of SEQ ID NO:22.
Also contemplated is a nucleic acid which encodes G156A-MGMT (SEQ ID NO:38), MGMT-2
(SEQ ID NO:39), MGMT-3 (SEQ ID NO:40) or MGMT-5 (SEQ ID NO:41), each of which may
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be present in an IL13CAR-MGMT construct. Also contemplated is an MGMT protein sequence
comprising SEQ ID NO:43 (GenBank Acc. No. NP_002403 having the P140K point mutation)
and any point mutations corresponding to the mutations of G156A-MGMT (SEQ ID NO:38),
MGMT-2 (SEQ ID NO:39), MGMT-3 (SEQ ID NO:40) or MGMT-5 (SEQ ID NO:41).

[0150] The MGMT or variant thereof encoded by the chimeric nucleic acid sequence
disclosed herein can be located downstream or upstream of the portion of the nucleic acid
sequence encoding IL13CAR protein. In one embodiment, this chimeric nucleic acid
sequence is monocistronic in which the construct comprises a single promoter sequence to
drive transcription of a single transcript which in turn is translated into a single protein that is
later cleaved. Use of this monocistronic construct requires a self-cleaving element positioned
between the IL13CAR and MGMT proteins. For example, the chimeric nucleic acid sequence,
when expressed in a host cell, initially gives rise to a single protein comprising, in an N-
terminal to C-terminal direction, a CAR (e.g. the IL13 CAR described above), a self-cleaving
peptide, and the MGMT protein or MGMT variant described herein. This protein is then
cleaved to produce individual CAR and MGMT proteins. The CAR protein is processed and
displayed on the cell surface while the MGMT protein can be retained within the cell nucleus.
An alternative construct comprises in an N-terminal to C-terminal direction, an MGMT protein,
a self-cleaving protein, and a CAR.

[0151] In one embodiment, the CAR and MGMT polypeptide portions are separated by
a self-cleaving peptide. One example of a self-cleaving sequence is a 2A element which
includes the 2A sequence from foot-and-mouth disease virus. In an exemplary embodiment,
the self-cleaving sequence comprises or consists of the sequence of SEQ ID NO:32.

[0152] In an alternative embodiment, the nucleic acid sequence encoding both a CAR
as described above and a MGMT or variant thereof as described above, is polycistronic,
wherein it comprises a nucleic acid sequence encoding the CAR and a nucleic acid sequence
encoding a MGMT or variant thereof, separated by a non-protein coding sequence such as an
internal ribosome entry site (IRES). Examples of IRES sequences that can be used include,
without limitation, the IRES elements of encephalomyelitis virus (EMCV), foot-and-mouth
disease virus (FMDV), Theiler's murine encephalomyelitis virus (TMEV), human rhinovirus
(HRV), coxsackievirus (CSV), poliovirus (POLIO), Hepatitis A virus (HAV), Hepatitis C virus
(HCV), and Pestiviruses (e.g., hog cholera virus (HOCV) and bovine viral diarrhea virus
(BVDV)) (see, e.g., Le et al., Virus Genes 12:135-147, 1996; and Le et al., Nuc. Acids Res.
25:362-369, 1997, each of which is incorporated by reference in their entirety).

[0153] An alternative embodiment of a polycistronic chimeric nucleic acid is one in which

a second promoter is positioned between the nucleic acid sequence encoding the IL13CAR

27



WO 2016/089916 PCT/US2015/063267

and the nucleic acid sequence encoding the MGMT or variant thereof. In this embodiment, a
nucleic acid sequence encoding a self-cleaving peptide is not present.

[0154] It is also contemplated that the nucleic acids encoding the IL13CAR and MGMT
variants are each within an individual nucleic acid vector. l.e., also contemplated is a system
or kit which comprises a first vector comprising a nucleic acid encoding the IL13CAR as
described herein and a second vector encoding an MGMT protein as described herein.
[0155] As will be appreciated by those of skill in the art, the nucleic acid sequences
encoding at least the IL13CAR and MGMT proteins or variants thereof can further comprise
additional components to facilitate and/or enhance the expression and function of the CAR
and/or MGMT in a host cell. For example, the CAR can further comprise a (one or more)
sequence that initiates translation (e.g., a Kozak sequence and/or a promoter sequence) as
well as sequences for homologous recombination (retroviral 5’LTR; retrovial 3'LTR). A Kozak
sequence may be used in the chimeric nucleic acid construct which comprises the nucleic acid
sequence encoding the IL13CAR-2A-MGMT constructs as described herein.

[0156] A chimeric nucleic acid sequence for use according to the present disclosure is
generated by ligating or linking together the following elements in a 5’ to 3’ direction: a Kozak
sequence, a nucleic acid encoding a signal sequence, a nucleic acid encoding an IL13 ligand,
a nucleic acid encoding a hinge region, a nucleic acid encoding a transmembrane domain, a
nucleic acid encoding a CD28 costimulatory (signaling) domain, a nucleic acid encoding a
CD3-zeta signaling domain, a nucleic acid encoding a self-cleaving peptide (e.g., the 2A
peptide), and a nucleic acid encoding an MGMT protein, each of which was described above.
The chimeric nucleic acid sequence can be generated by synthesizing a single sequence
which includes and encodes the above elements. Alternatively, each of the elements above
can be generated individually using methods known to the ordinarily skilled artisan. For
example, each element was amplified using PCR wherein the PCR was designed to generate
restriction endonuclease sites on the 5" and 3’ ends of each element as needed, and the
individual elements were digested with the appropriate endonucleases and ligated together to
obtained the desired construct(s). As a result of this method for generating the IL13CAR-
P140KMGMT constructs, short linker peptides are present between individual elements.
[0157] For example, a nucleic acid encoding 2, 3, 4, 5 or 6 amino acids can be
positioned between the ligand domain and the hinge region, between the hinge region and the
transmembrane domain, between the transmembrane domain and the CD28 co-stimulatory
domain, between the CD28 co-stimulatory domain and the CD3-zeta signaling domain,
between the CD3-zeta signaling domain and/or the self-cleaving peptide.

[0158] In an exemplary embodiment, the IL13CAR comprises a linker between the

ligand and hinge domain consisting of 2 amino acids, proline-arginine. The linker between the
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hinge region and the transmembrane domain is glutamine-lysine. The linker between the
transmembrane domain and the CD28 co-stimulatory domain is valine-threonine. The linker
between the CD28 co-stimulatory domain and the CD3-zeta signaling domain is threonine-
arginine. The linker between the CD3-zeta signaling domain and the 2A peptide is glutamine-
proline-alanine-alanine-alanine. It is contemplated that each of the linkers described above
may or may not be present in the IL13 CAR protein independent of the others.

[0159] Accordingly, preferred embodiments of the IL13CAR-P140KMGMT constructs for
use in transfecting a host cell such as a T-cell and for use in inhibiting or preventing growth of
a cell expressing IL13Ra2 and which is exposed to TMZ, include but are not limited to
IL13(WT)CAR-P140KMGMT (nucleotide sequence of SEQ ID NO:1; amino acid sequence of
SEQ ID NO:4); IL13(E13Y)CAR-P140KMGMT (nucleotide sequence of SEQ ID NO:2; amino
acid sequence of SEQ ID NO:5); and IL13(E13K.R109K)CAR-P140KMGMT (nucleotide
sequence of SEQ ID NO:3; amino acid sequence of SEQ ID NO:6). FIG. 2A provides a
schematic of the IL13(E13K.R109K)CAR-P140KMGMT construct. Additional embodiments of
these IL13CAR-P140KMGMT constructs include but are not limited to those encoding the
proteins IL13(WT)CAR-P140KMGMT (SEQ ID NO:45), IL13(E13Y)CAR-PAR140KMGMT
(SEQ ID NO:46), and IL13)E13K.R109K)CAR-P140KMGMT (SEQ ID NO:47).

[0160] As will be appreciated by those of skill in the art, each of the nucleic acid
sequences which encode for a signal peptide, an IL13 ligand, a hinge region, a
transmembrane domain, and CD28 co-stimulatory domain, a CD3-zeta signaling domain, a
self-cleaving peptide linker and an MGMT protein or variant thereof as disclosed herein can
vary due to codon degeneracy without affecting the encoded protein. Moreover, the
polypeptide sequences can also vary, such as through conservative amino acid substitutions,
while not significantly affecting the function of the explicitly described proteins. Accordingly,
also contemplated herein are variants of the each of the nucleotide sequences described
herein such that the nucleic acid sequence of the present disclosure comprises sequences
which are at least 75%, 80%, 82%, 85%, 90%, 92%, 94%, 95%, 96%, 97%, 98%, 99% or
99.5% identical to each of SEQ ID NOS:1-3, 7-24 and 34-35). Similarly, also contemplated
and disclosed herein are polypeptides which are at least 75%, 80%, 82%, 85%, 90%, 92%,
94%, 95%, 96%, 97%, 98%, 99% or 99.5% identical to each of SEQ ID NOS:4-6, 25-33 and
36-41 and 43.

[0161] The percent identity of two nucleotide or amino acid sequences can be
determined by aligning the sequences for optimal comparison purposes (e.g., gaps can be
introduced in the sequence of a first sequence). The nucleotides or amino acids at
corresponding positions are then compared, and the percent identity between the two

sequences is a function of the number of identical positions shared by the sequences (i.e., %
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identity = # of identical positions/total # of positions x 100). In certain embodiments, the length
of the amino acid or nucleotide sequence aligned for comparison purposes is at least 30%,
40%, 50%, 60%,70%, 80%, 85%, 90%, 92%, 94%, 95%, 96%, 97%, 98%, 99% or 100% of the
length of the reference sequence, for example, those sequences provided in FIGS. 7A (SEQ
ID NO:1), 7B (SEQ ID NO:4), 8A (SEQ ID NO:2), 8B (SEQ ID NO:5), 9A (SEQ ID NO:3) and
9B (SEQ ID NO:6). The actual comparison of the two sequences can be accomplished by
well-known methods, for example, using a mathematical algorithm. A preferred, non-limiting
example of such a mathematical algorithm is described in Karlin et al., Proc. Natl. Acad. Sci.
USA, 90:5873-5877 (1993). Such an algorithm is incorporated into the BLASTN and BLASTX
programs (version 2.2) as described in Schaffer et al., Nucleic Acids Res., 29:2994-3005
(2001). When utilizing BLAST and Gapped BLAST programs, the default parameters of the
respective programs (e.g., BLASTN) can be used. In one embodiment, the database
searched is a non-redundant (NR) database, and parameters for sequence comparison can be
set at: no filters; Expect value of 10; Word Size of 3; the Matrix is BLOSUM62; and Gap Costs
have an Existence of 11 and an Extension of 1. In another embodiment, the percent identity
between two polypeptides or two polynucleotides is determined over the full-length of the
polypeptide or polynucleotide of interest.

[0162] Another preferred, non-limiting example of a mathematical algorithm utilized for
the comparison of sequences is the algorithm of Myers and Miller, CABIOS (1989). Such an
algorithm is incorporated into the ALIGN program (version 2.0), which is part of the GCG
sequence alignment software package (Accelrys, San Diego, California). When utilizing the
ALIGN program for comparing amino acid sequences, a PAM120 weight residue table, a gap
length penalty of 12, and a gap penalty of 4 can be used. Additional algorithms for sequence
analysis are known in the art and include ADVANCE and ADAM as described in Torellis and
Robotti, Comput. Appl. Biosci., 10: 3-5 (1994); and FASTA described in Pearson and Lipman,
Proc. Natl. Acad. Sci USA, 85: 2444-8 (1988).

[0163] In another embodiment, the percent identity between two amino acid sequences
can be accomplished using the GAP program in the GCG software package using either a
Blossom 63 matrix or a PAM250 matrix, and a gap weight of 12, 10, 8, 6, or 4 and a length
weight of 2, 3, or 4. In yet another embodiment, the percent identity between two nucleic acid
sequences can be accomplished using the GAP program in the GCG software package, using
a gap weight of 50 and a length weight of 3.

[0164] Similarity between polypeptides is typically determined by conserved amino acid
substitution. Such substitutions are those that substitute a given amino acid in a polypeptide
by another amino acid of like characteristics. Conservative substitutions are likely to be

phenotypically silent. Typically seen as conservative substitutions are the replacements, one
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for another, among the aliphatic amino acids Ala, Val, Leu, and lle; interchange of the hydroxyl
residues Ser and Thr; exchange of the acidic residues Asp and Glu; substitution between the
amide residues Asn and GlIn; exchange of the basic residues Lys and Arg; and replacements
among the aromatic residues Phe and Tyr. Guidance concerning which amino acid changes
are likely to be phenotypically silent are found in Bowie et al., Science 247: 1306-1310 (1990).
[0165] A variant polypeptide can differ in amino acid sequence by one or more
substitutions, deletions, insertions, inversions, fusions, and truncations or a combination of any
of these. Further, variant polypeptides can be fully functional (e.g., ability to infect cells and
produce progeny virus) or can lack function in one or more activities (e.g., ability to produce
progeny virus). Fully functional variants typically contain only conservative variation or
variation in non-critical residues or in non-critical regions. Functional variants can also contain
substitution of similar amino acids that result in no change or an insignificant change in
function. Alternatively, such substitutions may positively or negatively affect function to some
degree. Non-functional variants typically contain one or more non-conservative amino acid
substitutions, deletions, insertions, inversions, or truncations or a substitution, insertion,
inversion, or deletion in a critical residue or critical region.

[0166] Amino acids that are essential for function can be identified by methods known in
the art, such as site-directed mutagenesis or alanine-scanning mutagenesis (Cunningham et
al., Science, 244: 1081-1085 (1989)). The latter procedure introduces a single alanine
mutation at each of the residues in the molecule (one mutation per molecule). The resulting
mutant molecules are then tested for biological activity in vitro. Sites that are critical for
polypeptide activity can also be determined by structural analysis, such as crystallization,
nuclear magnetic resonance, or photoaffinity labeling (See Smith et al., J. Mol. Biol., 224: 899-
904 (1992); and de Vos et al. Science, 255: 306-312 (1992)).

[0167] Further disclosed herein are compositions which comprise a substantially pure
polypeptide comprising or consisting of a IL13CAR protein described herein as the sequence
of amino acids 1-146 of SEQ ID NO:4, 5 or 6 and a polypeptide having preferably at least
75%, 80%, 82%, 85%, 90%, 92%, 94%, 95%, 96%, 97%, 98% or 99% sequence identity to the
sequence of amino acids 1-146 of SEQ ID NO:4, 5 or 6, and a P140KMGMT variant
described herein as the sequence of amino acids 400-606 of SEQ ID NO:1 and a polypeptide
having preferably at least 75%, 80%, 82%, 85%, 90%, 92%, 94%, 95%, 96%, 97%, 98% or
99% sequence identity to the sequence of amino acids 400-606 of SEQ ID NO:1 as
determined using the BLAST program and parameters described herein. In another
embodiment, examples of polypeptides include a substantially pure polypeptide comprising or

consisting of SEQ ID NOs: 4, 5 and/or 6; and a polypeptide having preferably at least 75%,
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80%, 82%, 85%, 90%, 92%, 94%, 95%, 96%, 97%, 98% or 99% sequence similarity to SEQ
ID NO:4, as determined using the BLAST program and parameters described herein.

[0168] In particular aspects, the disclosure is directed to an isolated polypeptide
encoded by SEQ ID NO: 1 (IL13 CAR-P140KMGMT), SEQ ID NO: 2 (IL-13(E13Y) CAR-
P140KMGMT), SEQ ID NO: 3 (IL-13(E13K R109K) CAR-P140KMGMT) or a combination
thereof. In other aspects, the disclosure is directed to a polypeptide (an isolated polypeptide
comprising an amino acid sequence of SEQ ID NO:4, SEQ ID NO:5, SEQ ID NO:6, SEQ ID
NO:45, SEQ ID NO:46, SEQ ID NO:47 or a combination thereof.

[0169] A CAR polypeptide comprising a T cell receptor comprising one or more ligands
(e.g., an antibody) to one or tumor antigens of a brain cancer is also contemplated. In a
particular aspect, the CAR polypeptide further comprises one or more additional agents useful
for treating a brain cancer. In other aspects, the invention is directed to isolated polypeptides,
and fragments, derivatives, and variants thereof, as well as polypeptides encoded by
nucleotide sequences described herein (e.g., other variants). As used herein, the term
“polypeptide” refers to a polymer of amino acids, and not to a specific length; thus, peptides,
oligopeptides, and proteins are included within the definition of a polypeptide.

[0170] The polypeptides can be synthesized using known protein synthesis methods. In
one embodiment, the polypeptide is produced by recombinant DNA and recombinant protein
expression and purification techniques. For example, a nucleic acid molecule encoding the
polypeptide is cloned into an expression vector, the expression vector is introduced into a host
cell, the polypeptide is expressed in the host cell and the desired protein is purified and
formulated for packaging and administration.

[T

[0171] As used herein, a polypeptide is said to be “isolated,” “substantially pure,” or
“substantially pure and isolated” when it is substantially free of material, when it is isolated
from recombinant or non-recombinant cells, or free of chemical precursors or other chemicals
when it is chemically synthesized. In addition, a polypeptide can be joined to another
polypeptide with which it is not normally associated in a cell (e.g., in a “fusion protein”) and still

[T

be “isolated,” “substantially pure,” or “substantially pure and isolated.” An isolated,
substantially pure, or substantially pure and isolated polypeptide may be obtained, for
example, using affinity purification techniques described herein, as well as other techniques
described herein and known to those skilled in the art.

[0172] A polypeptide of the invention can be purified to homogeneity. It is understood,
however, that preparations in which the polypeptide is not purified to homogeneity are useful.
The critical feature is that the preparation allows for the desired function of the polypeptide,
even in the presence of considerable amounts of other components. Thus, the invention

encompasses various degrees of purity. In one embodiment, the language “substantially free
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of material” includes preparations of the polypeptide having less than about 30% (by dry
weight) other proteins (i.e., contaminating protein), less than about 20% other proteins, less
than about 10% other proteins, less than about 5%, or less than about 1% other proteins.
[0173] When a polypeptide is recombinantly produced, it can also be substantially free
of culture medium, i.e., culture medium represents less than about 20%, less than about 10%,
or less than about 5% of the volume of the polypeptide preparation. The language
“substantially free of chemical precursors or other chemicals” includes preparations of the
polypeptide in which it is separated from chemical precursors or other chemicals that are
involved in its synthesis. In one embodiment, the language “substantially free of chemical
precursors or other chemicals” includes preparations of the polypeptide having less than about
30% (by dry weight) chemical precursors or other chemicals, less than about 20% chemical
precursors or other chemicals, less than about 10% chemical precursors or other chemicals,
or less than about 5% chemical precursors or other chemicals.

[0174] In one embodiment, a polypeptide of the invention comprises an amino acid
sequence encoded by a nucleic acid molecule of SEQ ID NOs: 1, 3 and/or 5 and complements
and portions thereof. The polypeptides of the invention also encompasses fragments and
sequence variants having substantial homology to a polypeptide encoded by a nucleic acid
molecule comprising the nucleotide sequence of SEQ ID NOs: 1, 3, and/or 5 and
complements and portions thereof.

Nucleic Acid Expression Constructs

[0175] Another aspect of the disclosure pertains to nucleic acid expression constructs or
vectors, retroviral vectors and/or retroviral particles and their use. Recombinant DNA
technology methods known to the ordinarily skilled artisan are used to design and generate
the chimeric nucleic acid sequences which encode an IL13CAR, self-cleaving peptide, and an
MGMT variant as described in detail herein. The chimeric nucleic acid construct is then
cloned into a plasmid vector to allow, for example, sequencing to confirm the sequence of the
construct. Once the desired sequence is confirmed, the chimeric nucleic acid construct is used
to produce retroviral particles for transfection of a mammalian cell. Accordingly, chimeric
constructs comprising nucleic acid sequences of SEQ ID NOS:1-3 and combinations of SEQ
ID NOS:7-24, 34 and/or 34-35 as described herein are cloned into such plasmid vectors for
later packaging into retroviral particles. In a particular aspect, the chimeric constructs and
plasmid vectors comprise one or more nucleic acid sequences comprising SEQ ID NO:1, SEQ
ID NO:2 and/or SEQ ID NO:3 as described above. A plasmid vector containing the
IL13(WT)CAR-P140KMGMT sequence (SEQ ID NO:1), the IL13(E13Y)CAR-P140KMGMT
(SEQ ID NO:2), or IL13(E13K.R109K)CAR-2A-P140KMGMT sequence (SEQ ID NO:3) was
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generated by cloning fragments described herein into a pUC57 vector then into a pMFG vector
as described in Example 1 prior to producing retroviral particles (Example 2).

[0176] FIG. 1B illustrates a plasmid vector comprising an IL13CAR construct wherein
the MGMT gene has not yet been introduced. FIG. 2B illustrates the same plasmid backbone
containing an IL13CAR construct and also containing an P140KMGMT coding sequence
downstream of the IL13CAR coding sequence.

[0177] In an alternative embodiment, the nucleic acid encoding an IL13CAR as
described herein is cloned into a first vector and the nucleic acid encoding an MGMT protein
as described herein is cloned into a second vector. Accordingly, the present disclosure also
describes a first vector (plasmid, expression, viral, retroviral, lentiviral, adenoviral, etc.)
comprising a nucleic acid encoding an IL13CAR as described herein and a second vector
(plasmid, expression, viral, retroviral, lentiviral, adenoviral, etc.) comprising a nucleic acid
encoding an MGMT protein as described herein.

[0178] Examples of suitable nucleic acid constructs include a plasmid (e.g., a circular
double stranded DNA loop) and a viral vector (e.g., a retroviral vector, a lentiviral vector, an
adenoviral vector). Certain vectors are capable of autonomous replication in a host cell into
which they are introduced (e.g., bacterial vectors having a bacterial origin of replication and
episomal mammalian vectors). Other vectors (e.g., non-episomal mammalian vectors) are
integrated into the genome of a host cell upon introduction into the host cell, and thereby are
replicated along with the host genome. Moreover, certain vectors, expression vectors, are
capable of directing the expression of nucleic acid to which they are operably linked. In
general, expression constructs in recombinant DNA techniques are often in the form of
plasmids. However, the invention is intended to include such other forms of expression
vectors, such as viral vectors (e.g., replication defective retroviruses, adenoviruses and adeno-
associated viruses) that serve equivalent functions.

[0179] Preferred recombinant expression vectors of the invention comprise a nucleic
acid molecule of the invention in a form suitable for expression of the nucleic acid molecule in
a host cell. This means that the recombinant expression vectors include one or more
regulatory sequences, selected on the basis of the host cells to be used for expression, which
is operably linked to the nucleic acid sequence to be expressed. Within a recombinant
expression vector, “operably linked” is intended to mean that the nucleotide sequence of
interest is linked to the regulatory sequence(s) in a manner that allows for expression of the
nucleotide sequence (e.g., in an in vitro transcription/translation system or in a host cell when
the vector is introduced into the host cell). The term “regulatory sequence” is intended to
include promoters, enhancers and other expression control elements (e.g., polyadenylation

signals). Such regulatory sequences are described, for example, in Goeddel, Gene
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Expression Technology: Methods in Enzymology 185, Academic Press, San Diego, CA
(1990). Regulatory sequences include those that direct constitutive expression of a nucleotide
sequence in many types of host cell and those that direct expression of the nucleotide
sequence only in certain host cells (e.g., tissue-specific regulatory sequences).

[0180] It will be appreciated by those skilled in the art that the design of the expression
vector can depend on such factors as the choice of the host cell to be transformed and the
level of expression of polypeptide desired. The expression vectors of the invention can be
introduced into host cells to thereby produce polypeptides, including fusion polypeptides,
encoded by nucleic acid molecules as described herein.

[0181] The recombinant expression vectors of the invention can be designed for
expression of a polypeptide of the invention in prokaryotic or eukaryotic cells, e.g., bacterial
cells, such as E. coli, insect cells (using baculovirus expression vectors), yeast cells or
mammalian cells (primate (e.g., human), murine (e.g., mouse), feline, canine, rodent, ovine,
bovine cells).

[0182] Production of retroviral particles containing the chimeric nucleic acid constructs
were successfully generated to contain the chimeric nucleic acid sequence encoding
IL13(E13K.R109K)CAR-P140KMGMT as described in Examples 1 and 2. The methods
described in the examples and throughout the specification and in combination with methods
known to the ordinarily skilled artisan can be used to produce retroviral particles containing
any of the chimeric nucleic acid constructs as described herein. Transfection efficiency
through the process can be monitored by measuring cell surface expression of the IL13 ligand
by flow cytometry. Cells transduced with the IL13CAR-P140KMGMT construct can be
enriched, for example, using a fluorescence activated cell sorter. FIGS. 3A and 3B show
enrichment of PG13 cells transfected with the IL13(E13K.R109K)CAR-A2-P140KMGMT
construct. FIG. 3A shows the relative number of cells expressing IL13 after the first
transduction with the ecotropic retrovirus (e.g., 4.0%). FIG. 3B shows the relative number of
cells expressing IL13 after the enrichment of cells transduced with the ecotropic retrovirus
(e.g., 96.6%). Western blot analysis of cell lysates can be performed using routine methods to
confirm and measure expression of the P140KMGMT protein by the host cell. As shown in
FIG. 3C, enrichment of cells transduced with an IL13CAR-A2-P140KMGMT construct
overexpresses the P140KMGMT protein as compared to untransduced cells or cells
transduced with a construct only expressing an IL13CAR construct as depicted in FIGS. 1A-
1B.

[0183] FIGS. 1A and 2A provide schematics of the IL13(E13K.R109K)CAR-
P140KMGMT cloned into a plasmid vector while FIGS. 1B and 2B show a linear depiction of
the chimera flanked by the 5’ LTR and 3'LTR for integration into the host cell genome.
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[0184] The nucleic acid constructs described herein are introduced into host mammalian
cells to impart to the cell both a tumor cell killing function and resistance to a
chemotherapeutic drug which is a DNA methylating agent such as TMZ. Introduction of the
nucleic acid into the mammalian host cell is accomplished, for example, using a retroviral
vector, for example, as described in Example 3. Retroviral vectors for transiently or stably
transducing mammalian cells are well known in the art and described below as they are used
in the presently described protein expression and therapeutic systems.

[0185] Certain embodiments employ viral vectors to transduce plasma cells such as T
cells with the expression systems described herein. Examples of viral vectors include, without
limitation, MFG vectors, adenovirus-based vectors, adeno-associated virus (AAV)-based
vectors, retroviral vectors, retroviral-adenoviral vectors, and vectors derived from herpes
simplex viruses (HSVs).

[0186] Typically, a minimal retroviral vector comprises certain 5'LTR and 3'LTR
sequences, one or more genes of interest (to be expressed in the target cell), one or more
promoters, and a cis-acting sequence for packaging of the RNA. Other regulatory sequences
can be included, as described herein and known in the art. The viral vector is typically cloned
into a plasmid that may be transfected into a packaging cell line, such as a eukaryotic cell
(e.g., PG13 mouse fibroblast), and also typically comprises sequences useful for replication of
the plasmid in bacteria. Certain viral vectors such as retroviral vectors employ one or more
heterologous promoters, enhancers, or both. Certain embodiments employ an "internal”
promoter/enhancer that is located between the 5' LTR and 3' LTR sequences of the viral
vector, and is operably linked to the gene of interest. A "functional relationship” and "operably
linked" mean, without limitation, that the gene is in the correct location and orientation with
respect to the promoter and/or enhancer, such that expression of the gene will be affected
when the promoter and/or enhancer is contacted with the appropriate regulatory molecules.
Any enhancer/promoter combination may be used that either regulates (e.g., increases,
decreases) expression of the viral RNA genome in the packaging cell line, regulates
expression of the selected gene of interest in an infected target cell, or both.

[0187] A promoter is an expression control element formed by a DNA sequence that
permits binding of RNA polymerase and transcription to occur. Promoters are untranslated
sequences that are located upstream (5') of the start codon of a selected gene of interest
(typically within about 100 to 1000 bp) and control the transcription and translation of the
coding polynucleotide sequence to which they are operably linked. Promoters may be
inducible or constitutive. Inducible promoters initiate increased levels of transcription from DNA
under their control in response to some change in culture conditions, such as a change in

temperature.
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[0188] A variety of promoters are known in the art, as are methods for operably linking
the promoter to the polynucleotide coding sequence. Both native promoter sequences and
many heterologous promoters may be used to direct expression of the selected gene of
interest. Certain embodiments employ heterologous promoters, because they generally permit
greater transcription and higher yields of the desired protein as compared to the native
promoter.

[0189] Certain viral vectors contain cis-acting packaging sequences to promote
incorporation of the genomic viral RNA into the viral particle. Examples include psi-sequences.
Such cis-acting sequences are known in the art.

[0190] Generation of viral vectors can be accomplished using any suitable genetic
engineering techniques known in the art, including, without limitation, the standard techniques
of restriction endonuclease digestion, ligation, transformation, plasmid purification, PCR
amplification, and DNA sequencing, for example as described in Sambrook et al. (Molecular
Cloning: A Laboratory Manual. Cold Spring Harbor Laboratory Press, N.Y. (1989)), Coffin et al.
(Retroviruses. Cold Spring Harbor Laboratory Press, N.Y. (1997)) and "RNA Viruses: A
Practical Approach” (Alan J. Cann, Ed., Oxford University Press, (2000)).

[0191] Any variety of methods known in the art may be used to produce suitable
retroviral particles whose genome comprises an RNA copy of the viral vector. As one method,
the viral vector may be introduced into a packaging cell line that packages the viral genomic
RNA based on the viral vector into viral particles with a desired target cell specificity. The
packaging cell line typically provides in trans the viral proteins that are required for packaging
the viral genomic RNA into viral particles and infecting the target cell, including the structural
gag proteins, the enzymatic pal proteins, and the envelope glycoproteins.

[0192] In certain embodiments, the packaging cell line may stably express certain of the
necessary or desired viral proteins (e.g., gag, pol) (see, e.g., U.S. Pat. No. 6,218,181). In
certain embodiments, the packaging cell line may be transiently transfected with plasmids that
encode certain of the necessary or desired viral proteins (e.g., gag, pol, glycoprotein),
including the measles virus glycoprotein sequences described herein. In one exemplary
embodiment, the packaging cell line stably expresses the gag and pol sequences, and the cell
line is then transfected with a plasmid encoding the viral vector and a plasmid encoding the
glycoprotein. Following introduction of the desired plasmids, viral particles are collected and
processed accordingly, such as by ultracentrifugation to achieve a concentrated stock of viral
particles. Exemplary packaging cell lines include PG13 (ATCC CRL-10686), 293 (ATCC CCL
X), HeLa (ATCC CCL 2), D17 (ATCC CCL 183), MDCK (ATCC CCL 34), BHK (ATCC CCL-10)
and Cf2Th (ATCC CRL 1430) cell lines.
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Host Cells

[0193] Another aspect of the invention pertains to host cells into which a recombinant
expression vector of the invention has been introduced. The terms “host cell” and
‘recombinant host cell” are used interchangeably herein. It is understood that such terms refer
not only to the particular subject cell but also to the progeny or potential progeny of such a cell.
Because certain modifications may occur in succeeding generations due to either mutation or
environmental influences, such progeny may not, in fact, be identical to the parent cell, but are
still included within the scope of the term as used herein.

[0194] A host cell can be any prokaryotic or eukaryotic cell. For example, a nucleic acid
molecule of the invention can be expressed in bacterial cells (e.g., E. coli), insect cells, yeast,
or mammalian cells. In one aspect, the host cell is a mammalian cell (primate (e.g., human),
murine (e.g., mouse), feline, canine, rodent, ovine, bovine cells). In a particular aspect, the
mammalian cell is an immune cell. In yet another aspect, the mammalian cellis a T cell.
Other suitable host cells are apparent to those skilled in the art.

[0195] For purposes herein, the T cell can be any T cell, such as a cultured T cell, e.g.,
a primary T cell, or a T cell from a cultured T cell line, e.g., Jurkat, SupT1, etc., ora T cell
obtained from a mammal. If obtained from a mammal, the T cell can be obtained from
numerous sources, including but not limited to blood, bone marrow, lymph node, the thymus,
or other tissues or fluids. T cells can also be enriched for or purified. The T cell may be a
human T cell. The T cell may be a T cell isolated from a human. The T cell can be any type of
T cell and can be of any developmental stage, including but not limited to, CD4"/CD8" double
positive T cells, CD4" helper T cells, e.g., Thqy and Th, cells, CD8" T cells (e.g., cytotoxic T
cells), peripheral blood mononuclear cells (PBMCs), peripheral blood leukocytes (PBLs),
tumor infiltrating cells, memory T cells, naive T cells, and the like. The T cell may be a CD8+ T
cell or a CD4" T cell.

[0196] In one embodiment, the host cell used in the compositions and methods of the
invention is an NK-92 cell (NK-92 cell line ATCC Deposit No. PTA-6672).
[0197] Nucleic acid constructs can be introduced into prokaryotic or eukaryotic cells via

conventional transformation or transfection techniques. As used herein, the terms “infection”,
“transformation”, “transduction”, and “transfection” are intended to refer to a variety of art-
recognized techniques for introducing a foreign nucleic acid molecule (e.g., DNA) into a host
cell, including calcium phosphate or calcium chloride co-precipitation, DEAE-dextran-mediated
transfection, lipofection, or electroporation. Suitable methods for transforming or transfecting
host cells can be found in, for example, Sambrook et al., Molecular Cloning, A Laboratory

Manual (2nd Ed., CSHP, New York (1989) and other laboratory manuals.
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[0198] A host cell of the invention, such as a prokaryotic or eukaryotic host cell in
culture, can be used to produce (express) one or more CARs of the present disclosure.
Accordingly, the present disclosure further provides methods for producing a CAR using the
host cells of the invention. In one embodiment, the method comprises culturing the host cell of
the present disclosure (into which a recombinant expression vector encoding a polypeptide of
the present disclosure has been introduced) in a suitable medium such that the one or more
CARs are produced (e.g., expressed on the surface of the host cell).

[0199] For stable transfection of mammalian cells, it is known that, depending upon the
expression vector and transfection technique used, only a small fraction of cells may integrate
the foreign DNA into their genome. In order to identify and select these integrants, a gene that
encodes a selectable marker (e.g., for resistance to antibiotics) is generally introduced into the
host cells along with the gene of interest. Preferred selectable markers include those that
confer resistance to drugs, such as G418, hygromycin, or methotrexate. Nucleic acid
molecules encoding a selectable marker can be introduced into a host cell on the same vector
as the nucleic acid molecule of the invention or can be introduced on a separate vector. Cells
stably transfected with the introduced nucleic acid molecule can be identified by drug selection
(e.g., cells that have incorporated the selectable marker gene will survive, while the other cells
die).

[0200] As exemplified herein, contemplated is an immune cell, such as but not limited to
a T cell, that expresses a IL13CAR and which is resistant to exposure to the chemotherapeutic
agent temozolomide. Specifically, shown herein is that T cells transduced with a nucleic acid
sequence encoding and expressing IL13CAR (SEQ ID NO:4, SEQ ID NO:5 or SEQ ID NO:6)
and the P140KMGMT mutant (SEQ ID NO:33) as detailed above have a higher survival rate
compared to T cells expressing a CAR expressing only IL13 in the presence of TMZ. Thus, in
a particular aspect, the invention is directed to a CAR expressing IL13 and/or a variant of IL13
(e.g., SEQID NO:4 (WT IL13 CAR), SEQ ID NO:5 (IL13E13YCAR) or SEQ ID NO:6
(IL13E13K.R109KCR) and/or R109K IL13CAR) and a MGMT mutant that chemoprotects a cell
(e.g., a P140OKMGMT mutant (SEQ ID NO:33, SEQ ID NO:38, SE ID NO:39, SEQ ID NO:40,
SEQ ID NO:41). In one embodiment, the cell is transduced with an IL13CAR-A2-MGMT
construct wherein the MGMT protein is not a wildtype MGMT protein (SEQ ID NO:49).

Harvesting and Transfection of Host T Cells

[0201] T cells engineered with chimeric antigen receptors (CAR) to enable highly
specific tumor recognition and killing have gained considerable attention following promising
clinical results (Grupp et al., 2013, N Eng J Med, 368:1509-1518; Porter et al., 2011, N Eng J
Med, 365:725-733; Sadelain et al., 2009, Curr Opin Immunol, 21:215-223). Reprogramming T

cells with CAR genes provides an MHC-independent mechanism for docking with and lysing
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tumor cells. Such modified T cells have been alternatively termed “designer T cells,” “T-
bodies,” or “CAR-T cells” (Ma et al., 2002, Cancer Chemotherapy & Biological Response
Modifiers: Elsevier Science, pp. 319-345; Park et al., 2011, Trends Biotech, 29:550-557; Ma et
al., 2014, Prostate, 74:286-296).

[0202] In another aspect, the disclosure is directed to a method of producing a cell
which expresses a CAR comprising a T cell receptor comprising one or more ligands (e.g., an
antibody) to one or tumor antigens of a brain cancer and an MGMT protein which increases
viability of a cell transduced with the nucleic acid encoding the CAR and MGMT protein and
exposed to a DNA methylating agent such as TMZ. In a particular aspect, the disclosure is
directed to a method of producing a cell which expresses a CAR having an amino acid
sequence of SEQ ID NO: 4 (IL13 CAR-P140KMGMT), SEQ ID NO:5 (IL-13(E13Y) CAR-
P140KMGMT), SEQ ID NO:6 (IL-13(E13K R109K) CAR-P140KMGMT) or a combination
thereof. The method comprises introducing a nucleic acid sequence comprising SEQ ID NO:1
(IL13(WT)CAR-P140KMGMT), SEQ ID NO:2(IL-13(E13Y) CAR-P140KMGMT) or SEQ ID
NO:3 (IL-13(E13K R109K) CAR-P140KMGMT) into the cell; and maintaining the cell under
conditions in which the CAR is expressed by the cell, thereby producing a cell which
expresses a chimeric antigen receptor having an amino acid sequence of SEQ ID NO:4
(IL13(WT)CAR-P140KMGMT), SEQ ID NO:5 (IL-13(E13Y) CAR-P140KMGMT), SEQ ID NO:6
(IL-13(E13K R109K) CAR-P140KMGMT) or a combination thereof.

[0203] In a particular aspect, the nucleic acid sequence is introduced into the cell using
a viral vector (e.g., a retroviral vector, a lentiviral vector, an adenoviral vector or a combination
thereof). In another aspect, the cell is a mammalian cell, such as a mammalian T cell (e.g., a
human T cell or a mouse T cell). In a particular aspect, the cell is an autologous cell or a
human leukocyte antigen (HLA)-matched cell. In yet another aspect, the cell is obtained from
one or more individuals with brain cancer (e.g., a high-grade malignant glioma such as a
glioblastoma multiforme (GBM), an anaplastic astrocytoma or a pediatric glioma).

[0204] Therefore, an additional aspect relates to a recombinant T-cell that expresses at
least one CAR and drug-resistance polypeptide according to the present disclosure. A
particularly preferred transformed host cell is a transgenic T-precursor cell or a stem cell that is
characterized in that it comprises a nucleic acid construct according to the present disclosure.
Methods for transformation or transduction of host cells and/or stem cells are well known to
the person of skill, and, for example, include electroporation or microinjection. A particularly
preferred transformed host cell is a patient-unique T-cell, which is after the extraction
transfected with a nucleic acid construct according to this disclosure. According to the
disclosure, host cells in particular can be obtained by extracting one or several cells,

preferably T-cells, in particular CD8"-T-cells that are subsequently transfected or transduced
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ex vivo with one or more nucleic acid constructs according to the present disclosure, in order
to thereby obtain host cells according to the present disclosure.

[0205] Prior to expansion and genetic modification, a source of T cells is obtained from
a subject. 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 and other
primates dogs, cats, mice, rats, and transgenic rodent species. T cells can be obtained from a
number of sources, including peripheral blood mononuclear cells, bone marrow, lymph node
tissue, cord blood, thymus tissue, tissue from a site of infection, ascites, pleural effusion,
spleen tissue, and tumors. In certain aspects of the present invention, any number of T cell
lines available in the art, may be used. In certain aspects of the present disclosure, T cells can
be obtained from a unit of blood collected from a subject using any number of techniques
known to the skilled artisan, such as Ficoll™ separation. In one preferred aspect, cells from
the circulating blood of an individual are obtained by apheresis. The apheresis product
typically contains lymphocytes, including T cells, monocytes, granulocytes, B cells, other
nucleated white blood cells, red blood cells, and platelets. In one aspect, the cells collected by
apheresis may be washed to remove the plasma fraction and to place the cells in an
appropriate buffer or media for subsequent processing steps. In one aspect of the invention,
the cells are washed with phosphate buffered saline (PBS). In an alternative aspect, the wash
solution lacks calcium and may lack magnesium or may lack many if not all divalent cations.
Initial activation steps in the absence of calcium can lead to magnified activation. As those of
ordinary skill in the art would readily appreciate a washing step may be accomplished by
methods known to those in the art, such as by using a semi-automated "flow-through”
centrifuge according to the manufacturer's instructions. After washing, the cells may be
resuspended in a variety of biocompatible buffers or other saline solution with or without
buffer. Alternatively, the undesirable components of the apheresis sample may be removed
and the cells directly resuspended in culture media.

[0206] In one aspect, T cells are isolated from peripheral blood lymphocytes by lysing
the red blood cells and depleting the monocytes, for example, by centrifugation through a
PERCOLL™ gradient or by counterflow centrifugal elutriation. A specific subpopulation of T
cells, such as CD3+, CD28+, CD4+, CD8+, CD45RA+, and CD45RO+T cells, can be further
isolated by positive or negative selection techniques. The skilled artisan would recognize that
multiple rounds of selection can also be used in the context of this invention. In certain
aspects, it may be desirable to perform the selection procedure and use the "unselected” cells
in the activation and expansion process. "Unselected” cells can also be subjected to further

rounds of selection.
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[0207] Enrichment of a T cell 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 CD8. In certain aspects, it may be desirable to enrich for or positively
select for regulatory T cells which typically express CD4+, CD25+, CD62Lhi, GITR+, and
FoxP3+. Alternatively, in certain aspects, T regulatory cells are depleted by anti-C25
conjugated beads or other similar method of selection.

Activation and Expansion of T Cells

[0208] Whether prior to or after genetic modification of the T cells to express a desirable
CAR, the T cells can be activated and expanded generally using methods as described, for
example, in U.S. Patents 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.

[0209] Once it is established that the transfected or transduced T cell is capable of
expressing the IL13CAR as a surface membrane protein with the desired regulation and at a
desired level, it can be determined whether the chimeric receptor is functional in the host cell
to provide for the desired signal induction. Subsequently, the transduced T cells are
reintroduced or administered to the subject to activate anti-tumor responses in the subject.
Pharmaceutical Compositions

[0210] In yet another aspect, the disclosure is directed to pharmaceutical compositions
to facilitate administration of transduced T cells as described herein to a subject in need. The
transduced T cells according to the disclosure can be made into a pharmaceutical composition
or made implant appropriate for administration in vivo, with appropriate carriers or diluents,
which further can be pharmaceutically acceptable. The means of making such a composition
or an implant have been described in the art (see, for instance, Remington's Pharmaceutical
Sciences, 16th Ed., Mack, ed. (1980)). Where appropriate, the transduced T cells can be
formulated into a preparation in semisolid or liquid form, such as a capsule, solution, injection,
inhalant, or aerosol, in the usual ways for their respective route of administration. Means
known in the art can be utilized to prevent or minimize release and absorption of the
composition until it reaches the target tissue or organ, or to ensure timed-release of the
composition. Desirably, however, a pharmaceutically acceptable form is employed which does
not ineffectuate the cells expressing the chimeric receptor. Thus, desirably the transduced T

cells can be made into a pharmaceutical composition containing a balanced salt solution,
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preferably Hanks' balanced salt solution, or normal saline. For instance, the compositions can
be formulated with a physiologically acceptable carrier or excipient to prepare a
pharmaceutical composition. The carrier and composition can be sterile. The formulation
should suit the mode of administration.

[0211] Suitable pharmaceutically acceptable carriers include but are not limited to water,
salt solutions (e.g., NaCl), saline, buffered saline, alcohols, glycerol, ethanol, gum arabic,
vegetable oils, benzyl alcohols, polyethylene glycols, gelatin, carbohydrates such as lactose,
amylose or starch, dextrose, magnesium stearate, talc, silicic acid, viscous paraffin, perfume
oil, fatty acid esters, hydroxymethylcellulose, polyvinyl pyrolidone, etc., as well as
combinations thereof. The pharmaceutical preparations can, if desired, be mixed with auxiliary
agents, e.g., lubricants, preservatives, stabilizers, wetting agents, emulsifiers, salts for
influencing osmotic pressure, buffers, coloring, flavoring and/or aromatic substances and the
like that do not deleteriously react with the active compounds.

[0212] The composition, if desired, can also contain minor amounts of wetting or
emulsifying agents, or pH buffering agents. The composition can be a liquid solution,
suspension, emulsion, tablet, pill, capsule, sustained release formulation, or powder. The
composition can be formulated as a suppository, with traditional binders and carriers such as
triglycerides. Oral formulation can include standard carriers such as pharmaceutical grades of
mannitol, lactose, starch, magnesium stearate, polyvinyl pyrollidone, sodium saccharine,
cellulose, magnesium carbonate, etc.

[0213] The composition can be formulated in accordance with the routine procedures as
a pharmaceutical composition adapted for administration to human beings. For example,
compositions for intfravenous administration typically are solutions in sterile isotonic aqueous
buffer. Where necessary, the composition may also include a solubilizing agent and a local
anesthetic to ease pain at the site of the injection. Generally, the ingredients are supplied
either separately or mixed together in unit dosage form, for example, as a dry lyophilized
powder or water free concentrate in a hermetically sealed container such as an ampule or
sachette indicating the quantity of active compound. Where the composition is to be
administered by infusion, it can be dispensed with an infusion bottle containing sterile
pharmaceutical grade water, saline or dextrose/water. Where the composition is administered
by injection, an ampule of sterile water for injection or saline can be provided so that the
ingredients may be mixed prior to administration.

[0214] Methods of introduction of these compositions include, but are not limited to,
intracranial, intramedullary, intradermal, intramuscular, intraperitoneal, intraocular,
intravenous, subcutaneous, topical, oral and intranasal. Other suitable methods of

introduction can also include gene therapy (as described below), rechargeable or
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biodegradable devices, particle acceleration devises (“gene guns”) and slow release polymeric
devices. The pharmaceutical compositions of this invention can also be administered as part
of a combinatorial therapy with other compounds.

[0215] For topical application, nonsprayable forms, viscous to semi-solid or solid forms
comprising a carrier compatible with topical application and having a dynamic viscosity
preferably greater than water, can be employed. Suitable formulations include but are not
limited to solutions, suspensions, emulsions, creams, ointments, powders, enemas, lotions,
sols, liniments, salves, aerosols, etc., that are, if desired, sterilized or mixed with auxiliary
agents, e.g., preservatives, stabilizers, wetting agents, buffers or salts for influencing osmotic
pressure, etc. The compound may be incorporated into a cosmetic formulation. For topical
application, also suitable are sprayable aerosol preparations wherein the active ingredient,
preferably in combination with a solid or liquid inert carrier material, is packaged in a squeeze
bottle or in admixture with a pressurized volatile, normally gaseous propellant, e.g.,
pressurized air.

[0216] Compounds described herein can be formulated as neutral or salt forms.
Pharmaceutically acceptable salts include those formed with free amino groups such as those
derived from hydrochloric, phosphoric, acetic, oxalic, tartaric acids, etc., and those formed with
free carboxyl groups such as those derived from sodium, potassium, ammonium, calcium,
ferric hydroxides, isopropylamine, triethylamine, 2-ethylamino ethanol, histidine, procaine, etc.
Kits

[0217] The disclosure also provides a pharmaceutical pack or kit comprising one or
more containers filled with one or more of the ingredients of the pharmaceutical compositions
of the present disclosure. Optionally associated with such container(s) can be a notice in the
form prescribed by a governmental agency regulating the manufacture, use or sale of
pharmaceuticals or biological products, that notice reflects approval by the agency of
manufacture, use of sale for human administration. The pack or kit can be labeled with
information regarding mode of administration, sequence of drug administration (e.g.,
separately, sequentially or concurrently), or the like. The pack or kit may also include means
for reminding the patient to take the therapy. The pack or kit can be a single unit dosage of
the combination therapy or it can be a plurality of unit dosages. In particular, the compounds
can be separated, mixed together in any combination, present in a single vial or tablet.
Compounds assembled in a blister pack or other dispensing means is preferred. For the
purpose of this invention, unit dosage is intended to mean a dosage that is dependent on the
individual pharmacodynamics of each compound and administered in FDA approved dosages

in standard time courses.
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Methods of Treatment

[0218] In another aspect, the disclosure is directed to a method of treating a malignancy
in an individual in need thereof comprising administering one or more T cells that express an
IL13CAR which comprises one or more ligands (e.g., an antibody) to the IL13Ra2 protein, and
an MGMT protein. In a particular aspect, the disclosure is directed to a method of treating
brain cancer in an individual in need thereof comprising administering one or more T cells that
harbor and express a nucleic acid sequence encoding a protein comprising SEQ 1D NO:26,
SEQ ID NO:36 or SEQ ID NO:37 (ligand), SEQ ID NO:28 (TM), SEQ ID NOS:29 and 30
(CD28 and CD3-zeta signaling domains), and optionally further comprising SEQ ID NO:27
(hinge). In another embodiment the nucleic acid sequence comprises SEQ ID NO:1 (IL13
CAR-P140KMGMT), SEQ ID NO:2(IL-13(E13Y) CAR-P140KMGMT), SEQ ID NO:3 (IL-
13(E13K R109K) CAR-P140KMGMT) or a combination thereof. In one aspect, the T cells are
autologous T cells or a human leukocyte antigen (HLA)-matched cell. In another aspect, the
brain cancer is a high-grade malignant glioma such as high-grade malignant glioma is a
glioblastoma multiforme (GBM), an anaplastic astrocytoma or a pediatric glioma. In one
embodiment, the methods disclosed herein are used to treat cancer associated with
detrimental IL13Ra2 expression.

[0219] Other cancers which have been demonstrated to have cells over-expressing
IL13Ra2 include but are not limited to breast, pancreatic, head and neck, ovarian and
colorectal. In another embodiment, the cancer is one that has metastasized. Accordingly, also
contemplated are methods for treating one or more of these cancers by administering to the
subject one or more T cells transduced with one or more of the IL13CAR-MGMT constructs as
described above.

[0220] Since the T cells express a CAR and expresses a mutant MGMT that confers
protection against the drug resistance of MGMT overexpression or of an MGMT variant (e.g.,
P140K), the method of treating brain cancer can further comprise administering one or more
chemotherapeutic agents to the individual (the brain cancer patient) sequentially or
simultaneously. In other words, the modified T cell is administered before, during or after
administration of the chemotherapeutic agent. Examples of chemotherapeutic agents include
temozolomide (TMZ), 1, 3-bis(2-chloroethyl)-1-nitrosurea (BCNU or carmustine), fotemustine
and lomustine. In a particular aspect, the one or more T cells express a nucleic acid sequence
comprising SEQ ID NO:1 (IL13 CAR-P140KMGMT), SEQ ID NO:2(IL-13(E13Y) CAR-
P140KMGMT), SEQ ID NO:3 (IL-13(E13K R109K) CAR-P140KMGMT) or a combination
thereof and the one or more chemotherapeutic agents are administered to the individual
simultaneously. In a particular aspect, the individual is a mammal such as a human or other

primate, or a rodent such as a mouse or rat.
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[0221] The efficacy of T cells transduced with a construct encoding and expressing an
IL13CAR-MGMT chimera is illustrated in part by Examples 4 and 5 below. Example 4 shows
that isolated T cells transduced with a vector encoding the IL13CAR-2A-P140KMGMT protein
have increased resistance (increased viability) when exposed to TMZ as compared to T cells
transduced with a vector encoding the IL13CAR without co-expression of the P140KMGMT
protein (e.g., see FIG. 5). Accordingly, envisioned is a method for increasing viability of an
immune cell transduced with an IL13CAR-MGMT construct such as that described herein. In
an exemplary embodiment, a T cell transduced with a retrovirus comprising the nucleic acid
sequence of SEQ ID NO:1, SEQ ID NO:2 or SEQ ID NO:3 is provided as is a method for
treating a subject diagnosed with a brain cancer receiving either sequentially or
simultaneously, treatment with TMZ.

[0222] Additional studies show that the IL13CAR-MGMT constructs disclosed herein are
also effective in modifying T cells which can be administered to a subject, and which can
increase survival of the subject. As shown by Example 5 and illustrated in FIG. 6, mice
injected with U251MG glioma cells were treated with TMZ and with T cells transduced with a
construct encoding an IL13CAR (with no MGMT) or an IL13CAR-A2-P140KMGMT construct.
While expression of the IL13CAR in the absence of the P140KMGMT increased survival as
compared to no administration of a CAR T cell, animals which were administered TMZ witha T
cell transduced with a nucleic acid sequence encoding the IL13CAR-A2-P140KMGMT chimera
has the highest rate of survival (FIG. 6). Accordingly, contemplated herein is a method for
treating a subject diagnosed with a brain cancer comprising administering to the subject an
immune cell expressing an IL13CAR-MGMT protein as described herein.

[0223] The T cells and/or chemotherapeutic agent can be administered to the individual
using any suitable route of administration. Examples of suitable routes of administration
include, but are not limited to, intracranial, intramedullary, intradermal, intramuscular,
intraperitoneal, intraocular, intravenous, subcutaneous, topical, oral and intranasal delivery.
[0224] In one aspect, the method further comprises obtaining one or more T cells from
the individual and introducing a chimeric nucleic acid sequence of the invention, e.g., the
nucleic acid sequence comprising SEQ ID NO:1 (IL13 CAR-P140KMGMT), SEQ ID NO:2 (IL-
13(E13Y) CAR-P140KMGMT), SEQ ID NO:3 (IL-13(E13K R109K) CAR-P140KMGMT) or a
combination thereof, into the T cells. Methods of obtaining T cells from an individual are
known in the art and include, for example, plasmapheresis. In some aspects, the CAR T cells
are grown (expanded) in the laboratory until they number e.g., in the billions. The expanded
population of CAR T cells can then be infused into the patient. After the infusion, the T cells
multiply in the patient’'s body and, with guidance from their engineered receptor, recognize and

kill cancer cells that harbor the antigen on their surfaces.
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[0225] Host cells expressing IL13CAR and mutant MGMT described herein, are
administered in a therapeutically effective amount (i.e., an amount that is sufficient to treat the
disease, such as by ameliorating symptoms associated with the disease, preventing or
delaying the onset of the disease, and/or also lessening the severity or frequency of symptoms
of the disease). The amount that will be therapeutically effective in the treatment of a
particular individual’s disorder or condition will depend on the symptoms and severity of the
disease, and can be determined by standard clinical techniques. In addition, in vitro or in vivo
assays may optionally be employed to help identify optimal dosage ranges. The precise dose
to be employed in the formulation will also depend on the route of administration, and the
seriousness of the disease or disorder, and should be decided according to the judgment of a
practitioner and each patient’s circumstances. Effective doses may be extrapolated from
dose-response curves derived from in vitro or animal model test systems.

[0226] Desirably an effective amount or sufficient number of the isolated transfected or
modified T cells is present in the composition and introduced into the subject such that long-
term, specific, anti-tumor responses are established to reduce the size of a tumor or eliminate
tumor growth or regrowth than would otherwise result in the absence of such treatment.
Desirably, the amount of modified T cells administered to the subject causes a 10%, 20%,
30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, 98%, or 100% decrease in tumor size when
compared to otherwise same conditions wherein the modified T cells are not present.

[0227] Accordingly, the amount of modified T cells administered should take into
account the route of administration and should be such that a sufficient number of the
transduced T cells will be introduced so as to achieve the desired therapeutic response.
Furthermore, the amounts of each active agent included in the compositions described herein
(e.g., the amount per each cell to be contacted or the amount per certain body weight) can
vary in different applications. In general, the concentration of modified T cells desirably should
be sufficient to provide in the subject being treated at least from about 1 x 10° to about 1 x 10°
transduced T cells, even more desirably, from about 1 x 107 to about 5 x 10 transduced T
cells, although any suitable amount can be utilized either above, e.g., greater than 5 x 10°
cells, or below, e.g., less than 1 x 107 cells. The dosing schedule can be based on well-
established cell-based therapies (see, e.g., Topalian and Rosenberg (1987) Acta Haematol.
78 Suppl 1:75-6; U.S. Pat. No. 4,690,915) or an alternate continuous infusion strategy can be

employed.

EXAMPLES
IL13CAR-P140KMGMT for Temozolomide-resistant Glioblastoma Immunotherapy
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Example 1: Expression Plasmid Construction

[0228] A cDNA encoding an IL13(WT)CAR construct, a cDNA encoding an IL13(E13Y)
CAR construct, and cDNA encoding an IL13(E13K.R109K)CAR construct was inserted into the
BamHI and Notl cloning sites of the MFG retroviral vector, as illustrated in FIGS. 1A and 1B for
the IL13(WT)CAR construct, to generate the host plasmids IL13(WT)CAR-pMFG,
IL13(E13Y)CAR-pMFG, and IL13(E13K.R109K)CAR-pMFG plasmids. (See Kong et al., (Clin
Cancer Res, 2012, 18(21):5949-5960)). To generate a monocistronic transcript having both
the IL13CAR and P140K.MGMT cDNA sequences, a 2A-P140KMGMT fragment with 5’ Notl
and 3’ Eagl ends was synthesized by Genscript USA (Piscataway, NJ). The 2.3 Kb fragment

was cloned into a pUC57 cloning vector for confirming the sequence. Once confirmed, it was
transferred en bloc into the IL13CAR-pMFG retroviral vector at the 3’ Notl site to generate
each of the IL13(WT)CAR-2A-P140K.MGMT-pMFG, IL13(E13Y)CAR-2A-P140K.MGMT-
pMFG, and IL13(E13K.R109K)CAR-2A-P140K.MGMT-pMFG plasmids. FIGS. 2A and 2B
illustrate the IL13(E13K.R109K)CAR and IL13(E13K.R109K)CAR-2A-P140K.MGMT

constructs and pMFG plasmid constructs.

Example 2: Production of Retroviral Particles

[0229] MF G retroviral particles containing a constructs encoding the
IL13(E13K.R109K)CAR and IL13(E13K.R109K)CAR-2A-P140KMGMT constructs described in
Example 1 were generated by using the “ping-pong” method. Each host plasmid from
Example 1 was first transfected into phoenix-eco cells to generate the ecotropic retrovirus.
The transfection efficiency was measured by flow cytometry of IL13 expression. Culture
supernatant was saved and used to transduce amphotropic virus-encoding mouse fibroblast
cell line PG13 (ATCC, Manassas, VA). Transduced PG13 cells were tested for IL13, and IL13
positive cells were enriched by fluorescence activated cell sorter (FIGS. 3A-3B).
Overexpression of MGMT in IL13-enriched cells was also tested by western blot analysis of
cell lysates (FIG. 3C).

[0230] As shown in FIGS. 3A and 3B, transduced cells expressed IL13 and were
enriched such that about 97% of the cells expressed the IL13(E13K.R109K)CAR-2A-
P140KMGMT construct. FIG. 3C further shows increased expression of the P140KMGMT in
cells transfected with the IL13(E13K.R109K)CAR-2A-P140KMGMT as compared to
untransfected cells or cells transfected with the IL13CAR-only construct.

[0231] Enriched cells were expanded under tissue culture conditions to harvest culture

supernatant that contained high-titers of CAR-encoding amphotropic retrovirus.
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Example 3: Genetic Modification of Human T Cells
[0232] The retroviral particles comprising the IL13(E13K.R109K)CAR and
IL13(E13K.R109K)CAR-2A-P140KMGMT constructs as generated according to the method of

Example 2 were used to transduce human T cells. Human PBMCs were isolated from blood-

filter discards (Rhode Island Blood Center, Providence, Rl). PBMCs were cultured in the
presence of OKT3 (10 ug/ml) and IL2 (3000 U/ml) for 36-48 h to enrich T cell populations.
Enriched T cells were spinfected with retrovirus containing culture supernatants, in the
presence of protamine and IL2, in a retronectin-coated plate for 1h at room temperature. This
step was repeated 3 times in the following 24 h. After 3 rounds of infection, the cells were
allowed to grow in the retrovirus-containing medium for another 24 h, and then transferred to
fresh RPMI-1640 medium containing 10% fetal bovine serum, antibiotics, and IL2 for future
experiments. T cells, successfully transduced with the IL13(E13K.R109K)CAR (without
P140KMGMT) and untransduced T cells were used as control group in all experiments.
Approximately, 20-25% of T cells transfected with the retroviral particles comprising the
IL13(E13K.R109K)CAR-2A-P140KMGMT construct were positive for the
IL13(E13K.R109K)CAR-2A-P140KMGMT as measured by flow cytometry to detect IL13 on
the cell surface (data not shown). The transduction efficiency for IL13(E13K.R109K)CAR-2A-

P140KMGMT was about 69.2%, where untransduced T cells were used as the control..

Example 4: Temozolomide Resistance in Transduced T Cells

[0233] T cells transduced with IL13(E13K.R109K)CAR (FIG. 1A) or
IL13(E13K.R109K)CAR-2A-P140KMGMT (FIG. 2A) as described above were incubated
separately with increasing concentration of temozolomide (TMZ; 0-1000 uM) for 48 hrs.

Culture media were changed every 24 h and supplemented with fresh TMZ. After treatment
with TMZ, viability of the cells was analyzed by Trypan blue exclusion principle, as well as
Annexin V/7TAAD staining method. Frequency of Annexin V/7-AAD negative cells were
measured by flow cytometry and the results represented cell viability. A survival curve was
constructed to extrapolate the viability and concentration of TMZ activity. As shown in FIG. 4,
T cells transduced with IL13(E13K.R109K)CAR-2A-P140KMGMT survived better as compared
to IL13(E13K.R109K)CAR-transduced T cells after exposure to TMZ. This observation
indicates that genetic modification of T cells with P140KMGMT-expressing CARs rendered

chemoprotection to the modified T cells.

Example 5: Functional Characterization of IL13CAR-2A-P140KMGMT

[0234] Immunoregulatory function of the transduced cells was also analyzed by

measuring secretion of the cytokines IL2 and IFNy by the transduced cells when co-cultured

49



WO 2016/089916 PCT/US2015/063267

with glioma cells. T cells which had been transduced with IL13(E13K.R109K)CAR-2A-
P140KMGMT retrovirus were cultured with or without 200 uM of TMZ for 48-72 hrs under
normal tissue culture conditions (using RPMI1640 medium with 5% serum and IL2 (3000 U/ml)
and 200uM TMZ). Next, the cells were cultured with U251MG glioma cells for 72 hrs (as
described herein regarding U251MG co-culture). The culture supernatants were tested for
cytokine secretion by ELISA.

[0235] Interleukin-2 (IL2) is a marker for T cell viability and proliferation, while Interferon-
gamma (IFNy) is a marker of functionality of cytotoxic T cells. As seen in FIGS. 5A and 5B,
transduced cells secreted both IL2 and IFNy in the absence or presence of TMZ. Moreover,
the presence of TMZ did not significantly decrease the secretion of either cytokine by the
transduced cells. TMZ-resistant T cells were able to maintain their normal cytotoxic function
after exposure to TMZ, indicating that these genetic modification indeed rendered these cells

resistant to TMZ-induced leukopenic cytotoxicity.

Example 6: In vivo efficacy of IL13CAR-2A-MGMT
[0236] The in vivo efficacy of the IL13E13K.R109K-2A-P140KMGMT construct was

tested in mice using the viral particles generated as described in Example 2. Fifty athymic

nude mice were injected subcutaneously (left flank) with U251MG glioma cells (40 mice;
Groups I-1V) or PBS (10 mice). Four days after glioma implantation, 3 groups of mice (Groups
[, I 'and 111, 10 mice/group) were treated orally with TMZ (64 mg/kg/day by oral gavage) for 4
days. On the 5th day after glioma implantation, the 3 groups of mice that had been treated
orally with TMZ were treated as follows: Group I: an intra-tumoral injection of the
IL13E13K.R109KCAR-2A-P140KMGMT construct (TMZ-resistant); Group Il: the IL13
IL13E13K.R109K construct with no MGMT (TMZ sensitive); Group IllI: treatment with PBS only
(no injection of T cells). Group IV received no T cells or TMZ treatment. The mice were
monitored for visual tumor growth, behavioral changes, and morbidity until day 90 after
injection of the T cells at which time the mice were sacrificed as required by IACUC
restrictions.

[0237] A survival curve drawn from the results of the mouse experiment showed that
tumor-bearing mice that were treated with the IL13(E13K.R109K)CAR-2A-P140KMGMT T
cells and TMZ (Group I) had a median survival of 73 days and 40% of animals survived in
comparison to 61 days and 14% survival in Group Il animals that had been treated with TMZ-
sensitive the IL13(E13K.R109K)CAR T cells with no MGMT and TMZ. Tumor-bearing mice
that received no treatment (Group 1V) had a median survival of 29 days. Group IlI tumor-
bearing animals that did not receive T cells but were orally treated with TMZ alone showed
20% survival rate but also demonstrated a lower median survival time of 36 days only, which
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was considered to be a background anti-tumor effect of TMZ treatment (Figure 9 & 10). This
observation indicate that Group | animals that receive 3G TMZ-resistant CARs were most
efficient in eliminating tumors by synergistic effects of CAR immunotherapy and TMZ
chemotherapy.

[0238] The teachings of all patents, published applications and references cited herein
are incorporated by reference in their entirety.

[0239] While this invention has been particularly shown and described with references
to example embodiments thereof, it will be understood by those skilled in the art that various
changes in form and details may be made therein without departing from the scope of the

invention encompassed by the appended claims.
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CLAIMS

1. A chimeric nucleic acid sequence comprising
a first nucleic acid sequence encoding in an IL13CAR comprising
an IL13 ligand domain which binds the IL1302 receptor (SEQ ID NO:44),
a transmembrane domain,
a cytoplasmic domain comprising a CD3-zeta signaling domain; and
a second nucleic acid sequence encoding an MGMT polypeptide,selected from the
group consisting of SEQ ID NO:33, SEQ ID NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID
NO:41, and SEQ ID NO:43.

2. The chimeric nucleic acid sequence according to claim 1, wherein the IL13CAR further

comprises a signal peptide.

3. The chimeric nucleic acid sequence according to claim 1 or claim 2, wherein the IL13CAR

further comprises a hinge region.

4. The chimeric nucleic acid sequence according to any one of claims 1-3, wherein the
cytoplasmic domain further comprises a co-stimulatory domain selected from the group
consisting of CD28, 4-1BB (CD137), and OX40 (CD134) .

5. The chimeric nucleic acid sequence according to claim 4, wherein the CD28 co-stimulatory
domain is at least 90% identical to SEQ ID NO:29.

6. The chimeric nucleic acid sequence according to any one of claims 1-5, wherein the CD3-
zeta signaling domain is at least 90% identical to SEQ ID NO:30.

7. The chimeric nucleic acid sequence according to any one of claims 1-5, further comprising a

third nucleic acid sequence encoding a self-cleaving linker peptide.

8. The chimeric nucleic acid sequence of claim 7, wherein the third nucleic acid sequence is
positioned between the first nucleic acid and second nucleic acid.

9. The chimeric nucleic acid sequence according to any one of claims 1-8, wherein the first
nucleic acid further comprises a nucleic acid sequence encoding a dipeptide linker which is
positioned between the IL13 ligand domain and the hinge domain, between the hinge domain
and the transmembrane domain, between the transmembrane domain and the CD28 signaling

domain, or between the CD28 signaling domain and the CD3-zeta signaling domain.

52



WO 2016/089916 PCT/US2015/063267

10. The chimeric nucleic acid sequence according to any one of claims 1-9, further comprising
a nucleic acid sequence encoding a linker peptide between the CD3-zeta signaling domain

and the self-cleaving peptide.

11. The chimeric nucleic acid sequence according to any one of claims 1-10, wherein the IL13
ligand domain comprises an amino acid sequence which is at least 90% identical to a
sequence selected from the group consisting of SEQ ID NO:26, SEQ ID NO:36, and SEQ ID
NO:37 and a variant thereof.

12. The chimeric nucleic acid sequence according to any one of claims 1-10, selected from
the group consisting of SEQ ID NO:1 nucleotides 109 to 1839, SEQ ID NO:2 nucleotides 109
to 1839, and SEQ ID NO:3 nucleotides 109 to 1839.

13. A nucleic acid sequence comprising SEQ ID NO:1 (IL13 CAR-P140KMGMT), SEQ ID
NO:2 (IL-13(E13Y) CAR-P140KMGMT), SEQ ID NO:3 (IL-13(E13K R109K) CAR-
P140KMGMT), or a combination thereof.

14. A vector comprising the chimeric nucleic acid sequence of any one of claims 1-12.
15. The vector according to claim 14, wherein the vector is a viral vector.
16. The vector according to claim 15, wherein the viral vector is a retroviral vector.

17. A host cell comprising a chimeric nucleic acid sequence according to any one of claims 1-
12.

18. The host cell according to claim 17, wherein the cell is a mammalian cell.
19. The host cell according to claim 17 or 18, wherein the cellis a T cell.

20. The host cell according to any one of claims 17-19, wherein the cell is an autologous cell

or a human leukocyte antigen (HLA)- matched cell.

21. The host cell according to any one of claims 17-20, wherein the cell is obtained from one

or more individuals with brain cancer.

22. A host cell comprising
a first nucleic acid sequence encoding in an IL13CAR comprising
an IL13 ligand domain which binds the IL1302 receptor (SEQ ID NO:44),
a transmembrane domain,

a cytoplasmic domain comprising a CD3-zeta signaling domain; and
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a second nucleic acid sequence encoding an MGMT polypeptide selected from the
group consisting of SEQ ID NO:33, SEQ ID NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID
NO:41 and SEQ ID NO:43.

23. A pharmaceutical composition comprising the host cell according to any one of claims 17-
21.

24. A pharmaceutical composition comprising
a first nucleic acid sequence encoding in an IL13CAR comprising
an IL13 ligand domain which binds the IL1302 receptor (SEQ ID NO:44),
a transmembrane domain,
a cytoplasmic domain comprising a CD3-zeta signaling domain; and
a second nucleic acid sequence encoding an MGMT polypeptide selected from the
group consisting of SEQ ID NO:33, SEQ ID NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID
NO:41 and SEQ ID NO:43.

25. A method for producing a mammalian cell which expresses an IL13CAR protein and an
MGMT protein comprising:

a) introducing into the cell a nucleic acid sequence encoding the IL13CAR protein and
the MGMT protein, wherein the IL13CAR protein comprises an IL13 ligand domain which
binds the IL13a2 receptor (SEQ ID NO:44), a transmembrane domain, and a cytoplasmic
domain comprising a CD3-zeta signaling domain; and

b) maintaining the cell under conditions in which the IL13CAR protein and the MGMT

protein are expressed by the cell.

26. The method according to claim 25, wherein the nucleic acid sequence is introduced into

the cell using a viral vector.

27. The method of claim 26, wherein the viral vector is selected from the group consisting of a

retroviral vector, a lentiviral vector, an adenoviral vector or an adeno-associated viral vector.

28. A method for treating brain cancer in a subject in need thereof comprising administering to
the subject one or more immune cells that express proteins encoded by
a first nucleic acid sequence encoding in an N-terminal to C-terminal direction an
IL13CAR comprising
an IL13 ligand domain which binds the IL13a2 receptor (SEQ ID NO:44),
a transmembrane domain, and

a cytoplasmic domain comprising a CD3-zeta signaling domain; and
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a second nucleic acid sequence encoding an MGMT polypeptide selected from the
group consisting of SEQ ID NO:33, SEQ ID NO:38, SEQ ID NO:39, SEQ ID NO:40, SEQ ID
NO:41 and SEQ ID NO:43.

29. The method according to claim 28, wherein the brain cancer is a high-grade malignant

glioma.

30. The method according to claim 28 or 29, wherein the subject is being treated with, has

been treated with, or will be treated with a DNA-methylating chemotherapeutic agent.

31. The method according to claim 30, wherein the DNA-methylating chemotherapeutic agent
is TMZ.

32. The method according to claim 30 or 31, wherein the DNA-methylating chemotherapeutic

agent is administered before, during, or after the administering of the dose of the immune cell.
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DNA Sequence of IL13CAR-P140KMGMT SEQ ID NO:1

GGA TCC|GCC ACC| ATG|CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA
CTG GGC CTC ATG GCG CTT TTG TTG ACC ACG GTC ATT GCT CTC ACT
TGC CTT GGC GGC TTT GCC|TCC CCA GGC CCT GTG CCT CCC TCT ACA
GCC CTC AGG GAG CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC
CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTA TGG AGC ATC AAC
CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAA TCC CTG ATC AAC IL13WT)
GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTG AGC
GGA TTC TGC CCG CAC AAG GTC TCA GCT GGG CAG TTT TCC AGC TTG
CAT GTC CGA GAC ACC AAA ATC GAG GTG GCC CAG TTT GTA AAG GAC
CTG CTC TTA CAT TTA AAG AAA CTT TTT CGC GAG GGA CAG TTC AAC
| CCT AGG|AAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG
CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG |Hinge
CCA GCG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GCC
| CAATTG |CTC TGC TAC GTG CTG GAT GGA ATC CTC TTC ATC TAT GGT GTC ™
ATT CTC ACT GCC TTG TTC CTG AGA GTG |GTT AAC|TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AAC ATG ACT CCC CGC cD28
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCA CGC
GAC TTC GCA GCC TAT GGG |TCC AGG |GGT AAG TTC AGC AGG AGC GCA GAC
GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAAGGC  |CD3C
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC
ATG CAG GCC CTG CCC CCT CGC|TAA |CAG CCA] GCG GCC GC[A|GAG GGC AGA|A2
GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT|CCA
TGGJATG |GAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAG ATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCA GTG [AAAJATC CTG ATT
CCC TGC CAC AGG GTG GTG TGT AGC TCC GGA GCT GTG GGG AAC TATTCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT
TGA|CGG CCG |

Signal

P140K
MGMT

FIG. 7A
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Peptide Sequence of IL13CAR-P140KMGMT SEQ ID NO:4

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA] SPGPVPPSTALRELIEELVNITONQKAPL |, 5
CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGFCPHKVSAGQFSSLHVR
DTKIEVAQFVKDLLLHLKKLFREGQFN|PRIKPTTTPAPRPPTPAPTIASQPLSLRPEAC ___ |Hinge
RPAAGGAVHTRGLDFAJQUILCYLLDGILFIYGVILTALFLRVVNIFWVRSKRSRLLHSDYM _ |TM/CD28
NMTPRRPGPTRKHYQPYAPPRDFAAYRS [TRIKFSRSADAPAYQQGQNQLYNELNLGR |,
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNELQKDKMAEAYSEIGMKGERRRGK ¢
GHDGLYQGLSTATKDTYDALHMQALPPR[STOP]QPJAAAJEGRGSLLTCGDVEENPGP] M |A2
DKDCEMKRTTLDSPLGKLELSGCEQCLHEIKLLGKGTSAADAVEVPAPAAVLGGPEPL |\
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQVLWKLLKVVKFGEVISYQQL
AALAGNPKAARAVGGAMRGNPVKJLIPCHRVVCSSGAVGNYSGGLAVKEWLLAHEGH _ |MCMT
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRN[STOP

FIG. 7B
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DNA Sequence of 1L13 (E13Y) CAR-P140KMGMT SEQ ID NO:2

GGA TCC}GCC ACC I ATG I CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA
CTGGGC CTCATG GCG CTT TTIG TTG ACCACG GTC ATT GCT CTC ACT

TGC CTT GGC GGC TTT GCC|TCC CCA GGC CCT GTG CCT CCC TCT ACA
GCC CTC AGG TAC CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC
CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTA TGG AGC ATC AAC
CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAA TCC CTG ATC AAC
GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTG AGC
GGA TTC TGC CCG CAC AAG GTC TCAGCT GGG CAG TTT TCCAGC TTG
CAT GTC CGA GAC ACC AAA ATC GAG GTG GCC CAG TTT GTA AAG GAC
CTGCTC TTA CAT TTAAAG AAA CTT TTT CGC GAG GGA CAG TTC AAC

|_CCT AGGJAAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG
CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG
CCA GCG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GGG

LCAATIG JCTC TGC TAC CTG CTG GAT GGA ATC CTC TTC ATC TAT GGT GTIC

ATT GTC ACT GCC TTG TTC CTG AGA GTG [GTT AAC|TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AAC ATG ACT CCC CGC
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCA CGC

GAC TTC GCA GCC TAT CGC|TCC ACG [CGT AAG TTC AGC AGG AGC GCA GAC
GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAA GGC
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC

ATG CAG GCC CTG CCC CCT CGC [TAA JCAG CCA] GCG GCC GCJA]GAG GGC AGA

GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT{CCA

1GG IATG IGAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAG ATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCAGIG @ATC CTGATT
CCC TGC CAC AGG GTG GTG TGT AGC TCC GGA GCT GTG GGG AAC TAT TCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT

TGAJCGG CCG |
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Peptide Sequence of IL13 (E13Y} CAR-P1406KMGMT SEQ ID NO:5

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA| SPGPVPPSTALRYLIEELVNITQNQKAPL |IL13
CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGECPHKVSAGQFSSLHVR _|(E13y)
DTKIEVAQFVKDLLLHLKKLFREGQFN|PRIKPTTTPAPRPPTPAPTIASQPLSLRPEAC __|Hinge
RPAAGGAVHTRGLDFAIQL{LCYLLDGILFIYGVILTALFLRVIVN FWVRSKRSRLLHSDYM |[TM/CD28
NMTPRRPGPTRKHYQPYAPPRDFAAYRS |TRIKFSRSADAPAYQQGQNQLYNELNLGR D3
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNELQKDKMAEAYSEIGMKGERRRGK ¢
GHDGLYQGLSTATKDTYDALHMQALPPRISTOP|QP|AAAIEGRGSLL TCGDVEENPGP [M]A2
DKDCEMKRTTLDSPLGKLELSGCEQGLHEIKLLGKGTSAADAVEVPAPAAVLGGPEPL |,
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQVLWKLLKVVKFGEVISYQQL
AALAGNPKAARAVGGAMRGNPYK]ILIPCHRVVCSSGAVGNYSGGLAVKEWLLAHEGH MGMT
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRN[STOP

FIG. 8B




WO 2016/089916 PCT/US2015/063267

12/13

DNA Sequence of IL13 (E13K.R109K)} CAR-P140KMGMT SEQ ID NO:3

GGA TCC} GCC ACCI ATG I CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA
CTG GGC CTCATG GCG CTT TTG TTG ACC ACG GTC ATT GCT CTC ACT

TGC CTT GGC GGC TTT GCC | TCC CCA GGC CCT GTG CCT CCC TCT ACA
GCC CTC AGG AAG CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC
CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTA TGG AGC ATC AAC
CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAATCC CTG ATC AAC
GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTG AGC
GGA TTC TGC CCG CAC AAG GTC TCA GCT GGG CAG TTT TCC AGC TTG
CAT GTC CGA GAC ACC AAA ATC GAG GTG GCC CAG TTT GTA AAG GAC
CTGCTC TTACAT TTAAAG AAA CTT TTT AAG GAG GGA CAG TTC AAC

|_CCT AGG}AAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG
CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG
CCA GGG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GCC

LCAATIG ,CTC TGC TAC CTG CTG GAT GGAATC CTC T1C ATC TAT GGT GIC

ATT CTC ACT GCC TTG TTC CTG AGA GTG |GTT AAC|TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AAC ATG ACT CCC CGC
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCA CGC

GAC TTC GCA GCC TAT CGC [TCC ACG |CGT AAG TTC AGC AGG AGC GCA GAC
GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAA GGG
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC

ATG CAG GCC CTG CCC CCT CGC|TAA [CAG CCA] GCG GCC GCIA|GAG GGC AGA

GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT{CCA

TGGIATG IGAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAGATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCAGTG @ATC CTGATT
CCC TGC CAC AGG GTG GTG TGT AGC TCC GGA GCT GTG GGG AAC TAT TCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT

TGA|CGG CCG |

FIG. 9A
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Peptide Sequence of 1L13 (E13K.R109K) CAR-P140KMGMT SEQ ID NO:6

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA] SPGPVPPSTALRKLIEELVNITQNQKAPL  [IL13

CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGECPHKVSAGQFSSLHVR __|(E13K R109K)
DTKIEVAQFVKDLLLHLKKLFKEGQFN [PRIKPTTTPAPRPPTPAPTIASQPLSLRPEAC Hinge

RPAAGGAVHTRGLDFA|QL|L CYLLDGILFIYGVILTALFLRVIVN[FWVRSKRSRLLHSDYM |TM/CD28

NMTPRRPGPTRKHYQPYAPPRDFAAYRS [TRIKFSRSADAPAYQQGQNQLYNELNLGR oD
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNEL QKDKMAEAYSEIGMKGERRRGK
GHDGLYQGLSTATKDTYDALHMQALPPR[STOP]QP]AAAJEGRGSLLTCGDVEENPGP |M|A2

DKDCEMKRTTLDSPLGKLELSGCEQGLHEIKLLGKGTSAADAVEVPAPAAVLGGPEPL 140K
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQVLWKLLKVVKFGEVISYQQL MGMT
AALAGN PKAARAVGGAMRGNPILIPCH RVVCSSGAVGNYSGGLAVKEWLLAHEGH
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRNISTOP

FIG. 9B
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cytoplasmic domain comprising a CD3-zeta signaling domain; and a second nucleic acid sequence encoding an MGMT polypeptide; as
well as a host cell comprising the sequence, a pharmaceutical composition comprising the sequence and a method for treating brain
cancer comprising administering cells that express the protein encoded by the nucleic acid sequence.

The sequence, host cell, pharmaceutical composition and method will be searched to the extent that they encompass SEQ ID NO: 33
(MGMT amino acid sequence). Itis believed that Claims 1 (in-part), 2 (in-part), 3 (in-part), 22 (in-part), 24 (in-part), 25-27, 28 (in-part),
29 (in-part), 30 (in-part) and 31 (in-part) encompass this first named invention and thus these claims will be searched without fee to the
extent that they encompass SEQ ID NO: 33 (MGMT amino acid sequence). Applicant is invited to elect additional MGMT polypeptide
sequence(s), with specified SEQ ID NO: for each, to be searched. Additional MGMT polypeptide sequence(s) will be searched upon the
payment of additional fees. Failure to clearly identify how any paid additional invention fees are to be applied to the "+" group(s) will
result in only the first claimed invention to be searched/examined. An Exemplary Election would be: SEQ ID NO: 38 (MGMT amino acid
sequence).

Groups lI+: Claim 13 is directed toward a nucleic acid sequence.

The nucleic acid sequence can be searched to the extent that it comprises SEQ ID NO: 1 (IL13 CAR-P140KMGMT DNA sequence). It
is believed that Claim 13 (in-part) encompasses this first named invention and thus this claim can be searched without fee to the extent
that it encompasses SEQ ID NO: 1 (IL13 CAR-P140KMGMT). Applicant is invited to elect additional nucleic acid sequence(s), with
specified SEQ ID NO: for each, to be searched. Additional nucleic acid sequence(s) can be searched upon the payment of additional
fees. Failure to clearly identify how any paid additional invention fees are to be applied to the "+" group(s) will result in only the first
claimed invention to be searched/examined. An Exemplary Election would be: a nucleic acid encompassing SEQ ID NO: 2 (IL-13(E13Y)
CAR-P140KMGMT DNA sequence).

The inventions listed as Groups i+-11+ do not relate to a single general inventive concept under PCT Rule 13.1 because, under PCT Rule
13.2, they lack the same or corresponding special technical features for the following reasons: the special technical features of Groups |
+include SEQ ID NO: 33 (MGMT amino acid sequence), which is not present in any of Groups Ii+, the special technical features of
Groups I+ include SEQ 1D NO: 1 (IL13 CAR-P140KMGMT DNA sequence), which is not present in any of Groups |+.

No technical features are shared between the nucleic acid sequences of Groups H+ and, accordingly, these groups lack unity a priori.

Groups +-11+ share the technical features including nucleic acid sequences. Groups I+ share the technical features including: a
chimeric nucleic acid sequence comprising a first nucleic acid sequence encoding in an IL 13CAR; a host cell comprising a first nucleic
acid sequence encoding in an IL13CAR; a pharmaceutical composition comprising a first nucleic acid sequence encoding in an IL
13CAR; and a method for treating brain cancer in a subject in need thereof comprising administering to the subject one or more immune
cells that express proteins encoded by a first nucleic acid sequence encoding in an N-terminal to C-terminal direction an IL13CAR: the
IL13CAR comprising an 1L13 ligand domain which binds the IL13a2 receptor (SEQ ID NO: 44), a transmembrane domain, a cytoplasmic
domain comprising a CD3-zeta signaling domain; and a second nucleic acid sequence encoding an MGMT polypeptide, selected from
the group consisting of SEQ ID NO: 33, SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41, and SEQ ID NO: 43; and a
method for producing a mammalian cell which expresses an IL13CAR protein and an MGMT protein comprising: a) introducing into the
cell a nucleic acid sequence encoding the IL 13CAR protein and the MGMT protein, wherein the IL13CAR protein comprises an IL13
ligand domain which binds the IL13a2 receptor (SEQ ID NO: 44), a transmembrane domain, and a cytoplasmic domain comprising a
CD3-zeta signaling domain; and b) maintaining the cell under conditions in which the IL13CAR protein and the MGMT protein are
expressed by the cell. Groups I+ share the technical features including: a nucleic acid sequence.
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However, these shared technical features are previously disclosed by the publication entitled 'Review Article: Interleukin-13 Receptor
Alpha 2-Targeted Glioblastoma Immunotherapy' by Sengupta, et al. (hereinafter 'Sengupta’) and further in view of the publication
entitled 'Isolation and Structural Characterization of a cDNA Clone Encoding The Human DNA Repair Protein For O6-Alkylguanine:
UniProtKB Accession P16455' by Tano, et al. (hereinafter 'Tano’) and US 8,822,647 B2 (JENSEN).

Sengupta discloses nucleic acid sequences (a retrovirus encoding a chimeric antigen receptor (nucleic acid sequences); page 3, column
2, paragraph 2); a chimeric nucleic acid sequence comprising a first nucleic acid sequence encoding an IL13CAR (a retrovirus (chimeric
nucleic acid sequence) comprising a first nucleic acid sequence encoding in an IL13CAR; page 3, column 2, paragraph 2); a host cell
(an autologous T cell (a host cell); page 2, column 2, paragraph 2) comprising a first nucleic acid sequence encoding an IL13CAR
(comprising a retrovirus encoding an IL13CAR; page 3, column 2, paragraph 2); and a method for treating brain cancer in a subject in
need thereof (a method of eliminating glioma targets in a subject; page 3, column 2, paragraph 2) comprising administering to the
subject one or more immune cells (comprising administering to the subject CAR expressing T cells; page 3, column 2, paragraph 2) that
express proteins encoded by a first nucleic acid sequence encoding an IL13CAR (that express a retrovirally encoded IL13CAR; page 3,
column 2, paragraph 2): the IL13CAR comprising an IL13 ligand domain which binds the IL13(alpha)2 receptor (the IL13CAR comprising
an IL13 ligand domain which binds the IL13(alpha)2 receptor; page 3, column 2, paragraph 2) and a cytoplasmic domain comprising a
CD3-zeta signaling domain (page 3, column 2, paragraph 2); and a method for producing a mammaiian cell which expresses an
IL13CAR protein (producing IL13CAR expressing T-cells via retroviral transformation at high efficiency; page 3, column 2, paragraph 2)
comprising: a) introducing into the cell a nucleic acid sequence encoding the IL13CAR protein (comprising delivering to the T-cells a
retrovirus encoding the IL13CAR protein; page 3, column 2, paragraph 2), wherein the IL13CAR protein comprises an IL13 ligand
domain which binds the IL13(alpha)2 receptor (wherein the IL13CAR protein comprises an IL13 ligand domain which binds the IL13
(alpha)2 receptor; page 3, column 2, paragraph 2), and a cytoplasmic domain comprising a CD3-zeta signaling domain (page 3, column
2, paragraph 2); and b) maintaining the cell under conditions in which the IL13CAR protein is expressed by the cell (wherein the cells
express the IL13CAR; page 3, column 2, paragraph 2); wherein FDA-directed GBM standard care includes therapy with temozolomide
(TMZ), which induces lymphopenia (wherein FDA-directed GBM standard care includes therapy with temozolomide (TMZ), which
induces lymphopenia; page 4, column 1, paragraph 2), and reduced expression or deletion of O-6-methylguanine
DNA-methyltransferase (MGMT) (and reduced expression or deletion of O-6-methylguanine DNA-methyitransferase (MGMT); page 4,
column 2, paragraph 1); wherein mutation of proline at residue 140 of MGMT to lysine was protective chemoprotective against the
effects of TMZ (page 4, column 2, paragraph 1); and using similar chemoprotection during GBM-targeted adoptive T cell-mediated
immunothecrapy (page 4, column 2, paragraph 1).

Sengupta does not disclose a pharmaceutical composition comprising a first nucleic acid sequence encoding an IL13CAR; in an
N-terminal to C-terminal direction; a transmembrane domain; and a second nucleic acid sequence encoding an MGMT polypeptide,
selected from the group consisting of SEQ ID NO: 33, SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41, and SEQ ID
NO: 43; a method for producing a mammalian cell which expresses an MGMT protein; maintaining the cell under conditions in which the
MGMT protein is expressed by the cell.

Tano discloses the amino acid sequence (payes 7, 8) of human O-6-methylguanine DNA-methyltransterase (of human
0O-6-methylguanine DNA-methyltransferase; page 1); wherein the sequence differs from SEQ [D NO: 33 of the instant PCT application
by a single mutation of proline to lysine at residue 140 (having an amino acid sequence (wherein the sequence differs from SEQ ID NO:
33 of the instant PCT application by a single mutation of proline to lysine at residue 140), pages 7, 8; wherein the disclosed amino acid
sequence is identical to SEQ ID NO: 33 of the instant PCT application, with the exception of a mutation of proline to lysine at residue
140).

Jensen discloses a pharmaceutical composition (a composition for anti-tumor effector functioning (a pharmaceutical composition);
column 2, lines 19-22) comprising a first nucleic acid sequence encoding (column 3, lines 14-17) an IL13CAR (column 2, lines 19-47);
and a transmembrane domain (column 2, lines 44-45).

It would have been obvious to a person of ordinary skill in the art, at the time of the invention, to have modified the previous disclosure of
Sengupta, for including the use of a pharmaceutical composition comprising the nucleic acid encoding an IL13 CAR having a
transmembrane domain, as previously disclosed by Jensen, including the retroviral CAR encoding construct of Sengupta, modified to
include the transmembrane domain, with appropriate positioning of the domains in N-terminal to C-terminal, for producing a functional
CAR molecule, as disclosed by Jensen, for enabling the administration of the construct to a subject in need thereof; wherein the
construct may have further included a domain or polypeptide encoding an MGMT polypeptide comprising a proline to lysine mutation at
position 140, as disclosed by Sengupta, for enabling chemoresistance to TMZ, in order to ensure the survival and proliferation of the
CAR-expressing T cells. Additionally, it would have been obvious to a person of ordinary skill in the art, at the time of the invention, to
have modified the previous disclosure of Sengupta, for integrating the sequence of an appropriate MGMT polypeptide, such as the
human sequence, as disclosed by Tano, for elucidating the sequence thereof, and illustrating the position of the mutated proline residue
at position 140 to lysine, as disclosed by Sengupta, for enabling a laboratory practitioner to construct such a molecule, through routine
oxperimentation and testing.

Since none of the special technical features of the Groups I+-11+ inventions is found in more than one of the inventions, and since all of
the shared technical features are previously disclosed by a combination of the Sengupta, Tano and Jensen references, unity of invention
is lacking.
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L. BEEFH, s

S IL13CARM 26— IR 741, IL13CARTL Y

A TL13a252 R B TL1 3EC AR &5 #4935k (SEQ 1D NO:44) ,

5 R S R

£ 5 CD3-CE T 4% T 45 R 3300 4 BT 4 A 4 s A A

HaiIMGMT 2 JIK 1) 28 A% /7 51 , MGMT 2 JIK3E 1 : SEQ 1D NO:33.SEQ ID NO:38.SEQ 1D
NO:39.SEQ ID NO:40.SEQ ID NO:41FISEQ ID NO:43.

2. BRI ZER BT IR B BR A % IR 7 51, o, TL13CARIE AL 25 BN ik o

3. UBURIEE R 1B 2 BT IR B ik S AR 7 51, o, TL13CARIG AL 5 B0HE X o

4 AR ZER 1 2 3T — TP IR ik A A% IR 7 #1), Forb B i 4 i o 485 ) 380 0 5 ik
9CD28.4-1BB (CD137) F10X40 (CD134) [#) L dill i 45w 45%

5. AR FE SR AR IR () ik A A% R 41, Fovb, CD28 L il 45 #4348 S5 SEQ 1D NO: 29 L &
90 % 1) —EhE

6. AR ZE R 1 B 5 AF— TR I ik & =% B8 7 41, Hod, CD3-845 5 4% 3 45 /45 5 SEQ
ID NO: 304 2590 % i) —E 4.

T ANBUR LR L =5 AR — AT IR R & 1% 8 7 51, HoIE 00 & S bs B SRR B Ik 26
=R ITF A .

8. UNBLURIEL R T AT IR K G AR 7 51, Hor, BITiR 56 =A% 18 7 AL T P 5 — A% IR A1 Pl
R AR 1A .

9. ANAUR] ER 1 B8R — T T iR Kk & =% IR IF H1, Horb, Frid 58 — X IR e 0 & T b %
R 7 5 12 A% R T 5 G R A7 T T 1 355 Ry 435 FNEse e 4 A 3 2 1) A 7 4 Ay N I i 5 A 3 2
[« 15 S 455 AL 45 FICD28 M5 5 A% 5 5 Mk 2 8] B CD 285 5 4% T 45 My I AICD3 - L5 5 % S 45 14
1552 B ) R .

10 AR ZER 1 B9 AT — T TR B S A% IR e 81, Hoab A5 w b o7 T-CD3-8 5 516 7
SERIEAN B 2R IR 2 18] (P R IR AR R 17 71

L1 AR ZE R L R 1O AE — TP IR ik A % IR 7 41, Horp, TLI3RC AR S5 I &5~ ik
AT, %R R F 5] 5% EHSEQ ID NO:26.SEQ ID NO:36F1SEQ ID NO:37 Mz HAR {4k
[ 751 2 227090 % 1) —EliiE

12 BRI EE SR 1B 10 AT — T BTl (1) ik & % B8 /7 51), Heak H  SEQ 1D NO: 1% R 109
%1839.SEQ ID NO:2#%FH2109%1839. L J2SEQ ID NO:3#%H 210941839,

13. /4% SEQ ID NO:1(IL13CAR-P140KMGMT) \SEQ ID NO:2 (IL-13 (E13Y) CAR-
P140KMGMT) SEQ ID NO:3 (IL-13 (E13K R109K) CAR-P140KMGMT) B H4H & IR L 41 o

14 BB RN ZER T B 129 E— BT IR B R B A% TR T 51 () 2

15 WIAUR]EE R 14 R iR i 344, Horr, B 44 2 s s A

16 WIAUR] R 15 iR i B4, o, Firid o B A A 0 i SR B 044

17 AERRZR L 2 129 A — WU R (R ik S A% R 7 F1 ) s 40

18. WAL R EL SR 17 BT I (1) 1 = A, Forp , i 20 A A2 Tl L 3 0 4t i

19. BRI B R 17801 8 ATk i 75 40 f, S, Bk 41 i 2 T4 i .

20 . WIAUR) SR 17 82 19 AT — T TR 1 75 SE 40, b, prid 40 i 2 B AR 4 BN 3 4

2
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ot 8 (HLA) —AH& 40 .

21 QAR EL SR 17 2 209 AT — T s (1) 18 L4, Fovb, BriR m sk B 8o g i) — 4>
B2 MK

22 fE F M, HAas

ZitD1L13CARMI S — K% /7 41, IL13CARELFY

A TL13a252 R I TL1 3 AR 45 #4935k (SEQ 1D NO:44) ,

il Ry iab

£ 5 CD3-CE T 4% T 45 M 33U 40 BT 4 A 48 A 2

ZmhEMGMT 2 Ik 28 — %R 7 41 , MGMT 2 Jiki H : SEQ ID NO:33.SEQ ID NO:38.SEQ ID
NO:39.SEQ ID NO:40.SEQ ID NO:41FISEQ ID NO:43.

23 AL EBUR B R 1T ZR 21 AT — T AT IR (1) 18 LA 2554

24 . A, HAE .

ZitDT1L13CARMI S — K% B8 /7 41, IL13CARELFY

A TL13a252 R I TL1 3EC AR &5 #4935k (SEQ 1D NO:44) ,

5 R Rk,

£ 5 CD3-CE T 4% T 45 M 33U 40 BT 45 A 48 A L

ZmhEMGMT 2 Ik 28 — %R )7 41 , MGMT 2 Jiki H : SEQ ID NO:33.SEQ ID NO:38.SEQ ID
N0O:39.SEQ ID NO:40.SEQ ID NO:41FISEQ ID NO:43.

25. FF A R RIETL13CARER A 5 AIMGMT & A J5ii i L sh 0 4l B 1 7 v, B i v
fi :

a) ¥ 4w TL13CARE 1 i FIMGMT 2 [ it I AZ IR /7 91 51 N 2 BT iR i i, b, TL13CARER
H A 4G TL13a 252 R B TL1 PR 45 #4935k (SEQ 1D NO:44) (B5JEEE5 #4381 & CD3-CfF
5 A T G RE S Y A0 P R 5 A3 s DA %

b) 7E H FT iR 4 g 76 1A TL1 3CARER 1 5L FIMGMT 25 1 J53 1) 2% T 44 v ok 24 i

26 . AR R 25 F iR 1 7732, Hor, B A% R e 51 id i s e A Ak 5N B BT iR 1 i

27 WA EL R 26 ik (1) 7 7%, Forh, Bir il s B3 AR IE B < 00 3% 10 B 304K 1B i 52 2
A R B AR BB AH R B A

28 VAIT A ML TE S I6 AR N B RE I 7V, BT IR 7 A B R) BT IR 5276 3 4 25— Fb
B PR IE H T FIRZIR 7 51 b 1 2 1 Joi 1) B 2 40 -

FEN-3i1 25 C— 3 J7 [A) S A TL13CARFY 55— W% R 7 41 , TL1 3CAR 0 55 -

A TL13a252 R I TL13EC AR &5 #4935k (SEQ 1D NO:44) ,

il Ry iap

£ 5 CD3-CE T 4% F 45 M 33U 40 BT 45 A 48 L L

ZmhEMGMT 2 Ik 28 — %R 7 41 , MGMT 2 Jiki H : SEQ ID NO:33.SEQ ID NO:38.SEQ ID
N0O:39.SEQ ID NO:40.SEQ ID NO:41FISEQ ID NO:43.

29 . WIAUR LR 28 B iR 1R 77925, Fer , B ok o s s v 88 S PR IS B9 o

30. UnAL R LR 28 29 FT IR 1 7 v » Horpr, FITIdR 5296 3 1R £ 452 52 DNA-FE A0 Ak o7 R vE
J7  CL 452 DNA- A0 AL 7 I V6 o7 BI0Ks 242252 DNA-H R0 7 I IG T

31. AR ZE SR 30 IR 1 77325 , Hor, iR DNA-FH A ALY 7172 TMZ

3
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32 WIBURZER 3031 ik ) /532 » Ferfy , TR DNA- FR ARAL T 57 A 28 24— 5 S S 4 D
RIS e R A I R R B 25— I L SR 4R 24
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BT REER T AME S

[0001]  FHCHIIERIZE X 51 H

[0002]  AHIEER20144E 12 A2 H A I35 [ I i H % US62/086 , 346 A S UL 34 5 1%
2 6] 1 B R 97 P A0 P9 2080 51 IR AAR 3L

[0003] A2 X 51 H

[0004]  “FF AR Lhtxt SCAF IR FBE A i — R4S, % 1R 72015411 A30H 4
B, HLAr 448 “0962018010W0seqlist. txt” (6989277 1) , F¢ 4l F [ 45k N 25 i 51 F 5
AATS

ERREA

[0005] & ja) fo 8 7 vk A L 4 O R N V6 7 % M IIRE 7 THI ) A Ay BRI A 9T e O HRTE T
KFEFVE (Carpentier and Meng,2006,Curr Opin Oncol,18(6) :631-636;Wainwright et
al.,2012,Exp Opin Emerging Drugs;17 (2) :181-202) .&x)] IR WE Sy —2HN R -
1332 4ka2 (IL13Ra2) (Thaci et al.,2014,Neuro—Oncol, 16 (10) :1304-1324) . IL13Ra2Z&
M F-13 (IL13) MBS Ak, B = 7E 4 # A7 AE ) TL13Ral_EAFAE IS 5 A 85, R FE b 7
FEATILI3- A 51 R (5 516 338 (Arima et al.,2005,] Biol Chem,280 (26) :24915-
24922) . O HRIE TL13Ra 2 2214 1) 3G h e a3k fise Joa g AR G Ath e 452 284 w1 i S84k TL13Ra2
1) 215 72 e S I S M 23 R T 5 AN R RS AR 0 22 BSR4 (Brown et al.,2013,PLoS
ONE,8(10) :Article ID e77769) K& = +H4EFTC &I 1 IL13Ra27EMG IR IA , M
AR EEIL13Ra27EMG b e M R IA AR NG IT 4 A (Debinski et al.,1999,Clin Canc
Res,5 (5) :985-990) .

[0006] & Joia 15 24H o 6 A e N A 1A s i L PR R AP M e o 7 55 [, 5 A B 2 Wl SR A T
P R B R 1R 18, 0007 i 3 it — 2 1 AR 25 AR 2 T 4 IR REAH AR - 2 TR PRI I
RE R /2 1B AT K B 1Y B 4 MR , B A e 19 58 8 20 T A S 5 A =y kA RTE 2 T IS I
REZ 987 ) FEAE FREARFE T 22 PR 2 RS SAE KR | R 75 o P S A2 B L 3 HL 2
Fi2 J53 B 20 PR R 1) F8 0E AR 32 B SR VR 2 PR D RE SR 6 S RS I R AREE . 2 T8
P Jie JoR B2 PR SRR () T JE AT AR AR 22 o KR 70 BB 3 B A7 I ) 24

[0007]  EARR AT B AR 0 i BT BEAH M R (GBM) b AT 97 BR A A7 2 J7 T AT T 1R K1)
HGE , TR B AT ARHE R TR BOT FLIT I = HE X (Rolle et al.,2010,Neurosurgery
Clin of North America,21 (1) :201-214;Ashby and Ryken,2006,Neurosurgical focus,
20 (4) :E3) ,(HZ, KZHEE M TR R Z (Stupp et al,2009,Lancet Oncol,10(5) :
459-466;0muro and DeAngelis,2013,JAMA,310(17) : 1842-1850) . ¥5 47 GBMH) 3= HL R 1 2
I 7 Fii P 1S A B, 27 0 24 o A 24 591 5 0 L i B % (%) 3 1% (Ashiby and Ryken, 2006,
Neurosurgical Focus,20 (4) :E3) , LA X smi) oz ##] 345 Rolle et al.,2012,Adv Exp
Med Biol,746:53-76) AR ALIT N 32 1 i B AC 46 M i (Bao et al,2006,Nature,444
(7120) :756-760;Frosina,Mol Canc Res,2009 7 (7) :989-999) . K| , 74515k 75 7 4k 458 )
BRI IE 97 SRS DA o3 S s R AR T R DL SRS R .
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[0008] K, A% SCHi3A 7 FH T B AT 0 10 7 6 PR 44 SR 914 TL 1 3R 2 0
Fie CE SO 9412 A i

b ES

[0009]  —T5 M, A SCHE LR & LR 7 51, Hod, i A R T 5 G i 45 & IL1Ra23Z 44
(IL13Ra2) [ IL13#k & Pi 52 44 (IL13CAR) 55— KX B AN Gt 245 14 22 BK IR 56 — A% R, Bk
i 245 14 22 Ik A2 0°— FF 5 I REEn& DNA FF 2L 2% RS il (MGMT) 25 19

[0010]  7E—Fhsiiiti /7 =, IL13CARELFE IL1 3Ra2 () it fds o 7E 59— St 77 = Hp , BT iR i A 2
TL13. 78 N —5hti Jg b, i o Ad 2 45 & TL13Ra2(( TL13[K) F B o 76 B — sty =0, Bt fd
SE IR FENELE A TL13Ra2 I Hiid iy AR 45 My ek sl I A B o

[0011]  ZE—Fpsiiti 77 =0, MGMT 2R [ Ji AU 4% P 140K LA,

[0012]  #E—Fhsita /7 S, kA B 7 5 EL G 2 0 TL 1 3CARK 26 — A% IR )T 41 A m i MGM T
HE R IRT

[0013]  7E—FhsZiti 7 A, FriR g IL13CAR 25 — KL I8 15 51 & ZRTBMOMT 22 Ik 15 — 55 —
%8 51 o 76 AT 3 16 92t 77 20, FTR 40 TL13CARTH 45 — KX 2 5 41 J2: 4 ROMOM T 2 Bk (193 —
B RIT

[0014]  7F—Fhsiiti 7 20, Bk 4w A% TL13CARF) 26 — % BR FE HIAES -3 J5 1) b A0 4% « 4wiid
TL13Ra2WC A 45 My IR I R B8 5 %71, 2 f i s (TM) 45 M3 K A% B2 7 971, DA R i AU 35 CD3C B 5
i T 65 ) P 40 PR 5 45 R IR R BRI 9 o A 5 — S SR, BT IR B — X R I 1 I B FE G
T AR X (I AE R 21, o, T BB [X o7 T TL 1 3TC A 45 Ky 4 R TM A A4 438 22 8] o 7 S — S
J7 A, BT 2 — A% R 7 13 B0 FE G i CD28 L ik &5 My I AZ R 17 71, o, CD28 3 Hil i 25
PR3 T TS, F 3 FICD3C B 2 ] o 7E 5 — St 7 s, FTiR 38 — i 7 S I B HE G 5 5
FPAIIALER , For , BT iR A5 5 77 AL T TL1 3Ra2 e A 25 P45 FRIN-ii

[0015]  7F— RSzt 5 20 r , B0 45 M) e JE CDS B Bk &5 M35k o 78 9 — szt 7 =X b, CDSAR Ak 45
PR AL HESEQ 1D NO: 27,

[0016]  #E— b 5 =X A , 20 i Jo 45 # 3k B 6 — > B 22 A SR 5 R 3o 78 — S it
J5 A, S T 4 A 4 CD28 L Il 45 WAk o 78 53— Szt 75 5 5 CD28 3L il 46 A 3z - T
SERIIRAICD3 -5 5 A% T 45 f sz ]

[0017]  #E— b 5 =X , A M 53 25 M 3kad B e — /N B2 ANk H T FI0 LA i 4«
OX—40HL 3 5 A4 438 , HVEML Hll e 285 #4338, 4 1 BBIL il 225 # 33 , TCOS I Hil i &85 #4933 , X403 i
WL R I ANCD 27 JL B 2 A 3o 76— Fh szt 7y 2, 59 A s 2 A 3 T CD28 3 il
SE IR AICD3LE 5 1% F A5 I [A]

[0018]  fE—Fhsijiti 7 KA, 55 FHE T i E 5 7478 3 — Lt s X, 5 75l
IL1315 5 3 B B AR i 72 X —sizjti 77 A, TL13 45 5 )7 4 A0 4ESEQ 1D NO: 25, 7E i — 5L
77, Gt AE 5 7 AR 7 A 4ESEQ 1D NO: 9,

[0019] 7 —Fh st 5 20, TL1SECAAR 45 & 45 /) 3B 4% A TL13 85 (4 i (SEQ 1D NO:
26) o E Sty SN, TL13RCAAR S5 & 45 Mk s 8 TL13 [ B B A i, o, Fmidk i B &
A IL13Ra2EE 1 )3T, % IL13Ra28 H LR A 5 AW ILI38E H 5T (SEQ 1D NO:26) 55 F K
SRR [R] 1 3% A
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[0020]  #E—Fh st 7 X, Ge A TL13EC AR I A% 2 /7 4 i 3%k FH SEQ 1D NO:26,SEQ 1D
NO:36FISEQ ID NO:37H 2 ko 7E 53—t 77 20, Jm b sl A TL13 2 IR AX IR 7 91 AU 35 ik
{SEQ ID NO:10,SEQ ID NO:34FISEQ ID NO:35HIZ%EE 4.

[0021]  #E—FPsita 5 XA, iR 56 — R ES -3 J5 W) A3 « 4 TL13TC AR &5 M ek 11y ik
FAISEQ ID NO:10.SEQ ID NO:345{SEQ ID NO:35[IA% MR, 4w h TMEE #448 1) £, 27 SEQ 1D NO:
148 HARR IR » L X Gt CD3 L5 544 S £5 My A & SEQ 1D NO: 188 HAXA IR -
FE R — szt 7 AU, TR 38 — IR A & MY IL13M5 5 FFIISEQ 1D NO:9mk H ARk,
H1,SEQ ID NO: M) /7 41| 5 G i TL 1 3L A4 25 Ry I K A% R 7 510 1) b o 76 53 — St 77 Xk,
R — LR I L5 RS CDS A4 45 A I SEQ ID NO: 1288 HARA , 78 N — sz it J7 =, ik
LIRS B GRS CD28 I I 45 A3 I SEQ 1D NO: 16 B H AR AL IR »

[0022]  7F—Fhsgiiti 5 =0, ATid 58 — IR AES -3 7l LA il (5 518 S 45 M
SEQ ID NO:9uf HAFAKIRLIR 4 , 4w A TL13HC A4 45 R 48K) 1% F SEQ 1D NO:10.SEQ ID NO:
3454SEQ ID NO: 35K , JmtsCD8ERHE 45 My 3 FJSEQ 1D NO: 1288 HARK AL IR T 51, Y L)
TMES KR AL 5 SEQ 1D NO: 148 HARA K IR » Z b CD28 3L I 45 M35 A SEQ ID NO: 165K
FARRIIAL IR , LA S St CD3LAE 5 45 F A5 MR AISEQ 1D NO: 18BH AR R B 7 41 -
[0023]  7E— bzt /7 S, iR Jm RS CAR DY) 28 — AR )T A1 B0 45 S i AL T A B TL 1 ST A
FNCDSER Ak 25 P 2 18] () AR AL IR 17 51 o 7E 57— Szt 77 =0, A7 T Rl B T L1 S A A
CDSER A 25 #a ek  [B] R AR AZ IR T 41 FHSEQ ID NO: 1A AR o

[0024]  fE—Fhsi 7y 20, BTk g8 CARK) 25— R /5 51 iE AL F5 4w A7 T-SEQ 1D NO:12
FISEQ 1D NO: 142 [Al ) IEBAR M ALIR 7 51 o 75 55— 5t 5 20, 4w A2 F-SEQ 1D NO: 120
SEQ ID NO: 142 [RIf BRI IR T 5 HSEQ 1D NO: 134 .

[0025]  7E—Fhsii 7y 20, Bk 2R iS CARK 25— . 7 51 i B HG 4w A 47 T-SEQ 1D NO: 14
FISEQ 1D NO: 162 [Al I IE BRI ALIR 7 51 o 7F 55— St 5 =0, 4w A2 F-SEQ 1D NO: 1440
SEQ ID NO: 162 [H FIEBARMI IR T FIHSEQ 1D NO: 1584 %

[0026]  fE—Fhsii 7y 20, BTk g8 CARK 25— R /5 5 iE AL F5 4w A7 T-SEQ 1D NO:16
WSEQ ID NO: 182 [Al I IE BRI LR 7 51 o 7F 55— St 5 20, 4w A2 F-SEQ 1D NO: 1640
SEQ ID NO: 18 [H FIEBARMAZIRF FIHHSEQ 1D NO: 17# %

[0027]  #F—Fhsifi 5 A, BTk 4R BMGMT & [ i 28 — A% R 7 5140 #5P140KMGMT (SEQ 1D
NO:22) o 7E 57—t 7 s, AT iR gm FEMGMT &R A i ) 58 i R P P 36 i (3 57 SEQ 1D
NO: 331 85 1 A% R 17 51 o

[0028]  7F—Fhsiiifi 77 =0 b, BTk ZmiBMGMT &R [ 5 1) 2% %R 7 %) AL H6 3% 5 G156 A-MGMT
(SEQ ID NO:38) MGMT—2 (SEQ ID NO:39) MGMT-3 (SEQ ID NO:40) FIMGMT—5 (SEQ ID NO:
41) MR ZEBR 75 A5 55— 5L il 5 S, BT iR 4w iBMGMT AR [ i 1) 28 — A% R 7 91 B HE i B 7
G156A-MGMT (SEQ ID NO:38) \MGMT-2 (SEQ ID NO:39) \MGMT-3 (SEQ ID NO:40) FIMGMT-5
(SEQ ID NO:41) & A RAIZIR 51 .

[0029] 7 —Fhsiziti )7 b, BTk g FEMGMT 2R [ R 55 — K% B8 7 51 R 45 SEQ 1D NO: 48,
T o —SEHt 77 b, BTk Jm BEMGMT 2 3 B 28 — %R 7 ZI AR FESEQ 1D NO: 49,

[0030]  7F—Fhaii 7 A, R A AL IR 7 91 1 B G G i H 2400 BRI AR 7 51 o 1 53— S it
77, AL AT IR [ 2R IR A% R R B AL FESEQ ID NO: 21 78 X —SEiiti 77 20, ik [ 24
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BEELFESEQ ID NO:32( & LR 1.

[0031] 7 —Fhsiiiti 77 20 , kA IR 7 51iE 5 Kozak 41 . 75 55— 52t 75 X, Kozak P
HIELFESEQ ID NO: 8. 7E X —5zjii 7 T , Kozak FE A AL T 4w i TL1 3CARFIMGMT 25 19 i i) A% 12
FF A i o AE — PP it 77 0 ik G A R T 3R B 5 67 T Kozak J3 F1 b ife ) 2 — B il 14
P UL A5 o 75 55— St 77 30H , Kozak 3 F1 1R 9 PR IR 1) 14 9 DIBEAL 5 FHSEQ ID NO: 744
o 7E— Pl St 7 s, BT i ik A % R 7 518 B 5467 T 9w ti5 TL1SCAR FIMGMT 25 4 Jofi i A% R 7
FIE I U 26— N DIRG A7 A

[0032]  FE—Fhsit 7y N, ik & IR F A1 FE 16 H SEQ 1D NO: 1A% R 109-1836.SEQ
ID NO:2fIAZ R 109-1836 MISEQ ID NO: 3f A% H R 109- 1836 A% T IR /7 41| o 1£ — PP St 7
X, S EIRF Y $EE ESEQ ID NO: L% TFE213-1836.SEQ ID NO: 2fI#% H R 13-
1836 FISEQ ID NO: 3% & 13-1836 % & [T 5] o 72— Pt 7 =0, ik & - R 7 41
FEE ESEQ ID NO: 1[I HFRE7-1842.SEQ ID NO: 2f A% HRT-1842FISEQ ID NO: [ %1
FRT-1842H A% T IR T 41 o 75 o — S it 7 :Urp , A % IR T #1036 1%k I SEQ 1D NO:1.SEQ 1D
NO:2FISEQ ID NO: 3% T,

[0033]  FE—FhsitJy N, BT i A A% IR 7 F11 45 4w A5 SEQ 1D NO:4.SEQ ID NO:5.SEQ
ID NO:6.SEQ ID NO:45.SEQ ID NO:46E¢SEQ ID NO:47f) & A IR F 41 .

[0034]  7E—Fhsiiti /7 s, TL13Ra25Z AR PE A 2 LA LL BF AE R TL13 (SEQ 1D NO:26) (155 Al
PEARS A% 10F5 510045 F 555 ANtk S TL13Ra245 A 1 TL-13F AR R B L 1 B o 5 AT 36 F) S Jiti 7
K, TL13Ra2Z AR AR Z LALL BFAE AYTL13 (SEQ ID NO:26) )5 Al 5%  10£% 5k 100 % )
S AME 5 TL13Ra245 A I TL13H AR sl e A B o

[0035]  #E—Fhsiifa /7 XA, TL13Ra25ZAREEAAA G [R) T B AR B TL1 3 78 5 — 3 5 =N
TL13Ra23Z AR BLAR A ZE R T-SEQ ID NO:26,

[0036]  7E—Fhaiita /7 X, 2R ALY 255040 3 T1L1 3-CAR-T4E B A MU i, 5 R AR
T 245 14 22 JOR PR A7 750 4h TR ) 4 B AFTEG L PTAOKMGMT 2R 1 J5R A 284 n 26 IS T 24 1k 22 ik 1) 4
P A A 710/ AR P 3 1T

[0037]  #E—Fh st 7 XA, TL13Ra25ZARBLARASSE R T B A= B TL-13 . 78— St 7 =0
TL13Ra2Z AR B AR A ZE R T-SEQ ID NO:26,

[0038]  —TJ5 T, A SCHEHE 1A 4G g b A SC TR (1) TL1 3CARFIMGMT 5 H I % R T 211 1)
L2 RLNS

[0039]  #E—Fh st 75 XA , BT 2k R B0 46 4 0 AR ST (1) TL13CAR « H L Ik FIMGMT 25 1
JoR ) BB A28 7 4 o A Sy — St 7 =0, BT il B 2R IR AL 4B 2A 00K

[0040] £ A 1k iy it 5 3, BT i B Ak A A5 G TL 1 SCARANMGMT £ 9 Jo ) 22 s 7 Hk &
IR IF o AF 5 — St )7 2, Bk 20 A5 TL 1 3CARFIMGMT 2K [ 5 1 22 I I -1 & M 18 7 913
ALFEAL T 4B TL1 3CARMKI K 5 371 A 4 REMGMT 25 13 B3 F A% 8 2 51) 22 1R 1 1N BB A% W Ak ik A Aoz
A (IRES) o 78 N — 52t 757 A, Bk i TL 1 SCAR FAMGMT &5 1 J5i (1) 22 It ) 1k & A% R 5 91| 34
BLFEAL T b5 TL13CARI A% R 17 1| A1 4w REMGMT 2 1 BT I A% R 21 1AV ) SR Bl 1

[0041]  FE—Fhsiy sHb , Brd 2 4 72 40 B ORL 20 o 7 S — Sty SN, BTl #8044 2 3R
B HA

[0042]  7E— it 7y =H , BT IR B4R o B AR o 7 Ty — Sty S, BT IR S B A I

8
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H 30 SOl B B 1 B R e B A RN A D B A

[0043]  53—TJ5 Tl , A SCHEA B A0 45 G A AR SC Pl (1) ik & B R 32 44 (CAR) I 24 1 22 K (1)
kG LR T 9 I A e e (1) 4 i

[0044]  FE— st 77 =NH , BTk 4 3% F < TR AR, NKZH A FINK T 20

[0045]  53—TJ5 T , A SCHRAAEN-35i 28 C—¥ii J7 ) b 045 5 A ST il 1 e P S5 5 I 45 4
A 5E 5 L RIS G R R B 2 1K

[0046]  FE—Fhsi it 7y =0 Hh , Bl 7EN- it 28 C—3iiy 7 [) b /B0 45 5 g 0 i 15 i 2 ) S5 A 4
M BAE 5 1% 3 45 M3 5 B I O 4 1) 21 20 22 IR B0 4 467 T CAR I 24 1 22 Ik 2 1) 1) ) 4 i
JoK o AE 57— Szt 7 T, BT IR i 24 1 22 ik A CARFRIN=35 o £E X — Szt 5 =X, B i 24 1k 2 ik
& CARIP Clify o

[0047]  B—5TH , A A AL FE S IIMGMT 22 K 11 55 2H £ ik, %45 10 IMGMT 2 Jbk 434 i 2
#& T TMZI A IR 77, o, Birid 4 g A2 (R Bk 47000 DA SR IE A SC TR [P CAR , I H. ,
BT IR A A 25 24 T2 o SR N ) R

[0048] 5 —TJ5 Tl , A% SCHE A ALFE A S ks (1) i b CAR 1) 28 — A% R AN AR ST I8 1) 24 R MGMT
FE R RAHEY

[0049]  FE—Fhsi 7y =Urh , Bl 58 — A% BR G A0 CARER 11 5 , 1% CARER [ B 46 AR S AT iR 11
TL13PC AR 25 # 38 « AR ST IR 1) TR F 33RN AR ST I 1) L35 CD3CAT 5 A 5t 4 g 3 %) 400 i o &85
Pk o 75 573 — 92 5 b, B 25— A R IE w62 T~ CAR B FH o 1 TL 1 STEAAR 45 & 45 M3 |
WEAE T 7 51 o A5 X — S0 77 20, B 5 — AZ BRI S B AR STl () BB X, Horr, T iR 4%
HE X A7 T TL13FCAAR S5 /8 FNCAR R [ ) TMZS #4388 (8] o 76— St 7 U, TR 56 — R
Wi A7 T TMEE M3 FNCD3-CAF 5 % T 45 R 38 1] [ CD 28 3 a8 45 Fy i o 7E X — 52t 77 =X
W, BITIR 56— LRI S S I SR M3k 7E oy — St SN, Bt 28 — A IRk B4 r
TYmtSCARE A B AZ IR K EiEfKozak [T 51 .

[0050]  7E—Fhsiiiti 77 X, ik 88 — R gw g G % HSEQ ID NO:33.SEQ ID NO:38.
SEQ ID NO:39.SEQ ID NO:40.SEQ ID NO:41HISEQ ID NO:43fK) % 3L R FF 41 fIMGMT 2 3 Jifi
[0051]  #F—Fpsiti 7 20, MOGMT 25 3 i AN AL HESEQ 1D NO: 49,

[0052]  fE—Fhsiti 7 Sk, Bl & W FE IR & R , % B G AR EL G Bk 28 — %1 1
FTid 58 %R -

[0053]  7F—Fh St 7 xCHh , BT Il 4R B 4% R I 0 368 S W AS SC AT IR 1) 1 R4 it 2 2 A K 1) 4%
g, o, Bk 9 B R B BRI AL IR AL T IR 28 — IR NPT IR 5 — %R 2 [H] .

[0054]  7F — P St 77 2N H , BT il B A% TR 3 A0 3 A ST P il 1) P9 0 A% R AR 2 N A s
(IRES) , Horr, IRESHZ -tk 5 — % BR AT iR 26 —AX PR [

[0055]  #E—F st 77 T , ik A A% B A U s - FA A, LB HEAL TS IB CAR SR 1 a1 56
— BRI LU 25— JR sh T AL TS iSMGMT 2 (B 58 R BRI 28 — R s+
[0056]  fE—Fhsiiti 7 :rh , BTl 4 & P36 56 — s A EE —dds, Prid 58 — SR 0 46 9
TSCARER 1 J5ii 1) 85 — A% IR » PIT il 28 — 4 A B0 45 S AUMGMT 2 1 BT 56 IR - 7F o — St 77 =X
W, BT IR 56— S AR BT IR 56 A 38 02 ook BRI A o 7E X — St 7 U, BT IR 56 — ik
FFT IR 5 — 844 35 9 10 2 SR i B AR

[0057] 3 —TJ5 Tl , A% SCHE A ALFE G i A ST A 1) CAR 1) 28 — A% 8 A1 9 b5 AR ST BT ik [P MGMT

9
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) S AR A E — PR Sy S, BT IR SR — IR RIS CARER 1 T, 1% CARER
1 546 AR ST AT (1) TL ST AAR 5 Fa) 3k « AR ST BT i 1) TM A 3 RN A ST IR () B 46 CD3E A5 5 4%
5 G A ) A I DT A 3 A Ty — St 7 2, P B — X BRI S A T CARER 3 SR TL13
Be Ak 255 G M IR ENERIAE 5 5 91 o 1 X —SE Rt 7 20, PR 55— R AL G b5 A ST IR 1)
BUEIX, Hor, B BB X A T CARER 1 J5 f4) TL 1 3C 7K 455 g ol A TV g3k 22 1) o 78 T — 52 it
J7 20, BT o — A% BRI g H 57 T TMES F 3R ANCD3-C A5 5 4% 5 &5 My ek 2 8] ) CD28 J: i) i 45
P 3 o E T — St 7 a0, BT 28 — R IR Gm i) 3 A/ A0 3 TR &5 M 3 o A S — st 5 s
T ik 55— % BRIE BFE A7 T 4m A CAREE (A R I AZ BR Y LI Kozak 741 .

[0058]  7E—Fpsitii Jy S, BTk 28 A% R W ABMGMT 2 [ i , 1XMGMT £ 1 Joii B A 3% H SEQ
ID NO:33.SEQ ID NO:38.SEQ ID NO:39.SEQ ID NO:40.SEQ ID NO:41F1SEQ ID NO:43fH]
RAIERR 7 7E 55— 52t 7 20, MGMT 2R 4 Jl AN /& SEQ 1D NO: 49,

[0059]  7E—haiiti 77 =0, BTk 1E R AR AIE R A IR  Z iRk A LR BT IR S — &R
TR 26 A% 1K

[0060] 7% —Fhsizjifi 7 3, BT IR ik A A% R I 0 45 g 0 AR SC RT3 1Y) 19 28 i 2 2 R B ) A%
2, For, BiTid g [ AR E BAR IR AL TR AL T PR 55 — X RR AT IR 28 AR W) .

[0061]  #E — Ffr s il 5 3 Hp 5 BTl ik & A% R i 60 45 AS ST A 3 190 1A 3 A% R R 3k N A7 3
(IRES) , HH, IRESHL T ik 55 — AR FFT I 28 AR 1) .

[0062] 7 —FhsLiiti /5 XA , Frid ik &A% R /& MU ¥ (dicistronic) M4, AL T
SRt CAREE 1 I 28— AZ IR 1) LI 1) 55 — B 31 AL T 4mABMGMT 2 1 B3 1) 28 AR 1) - Ui
{7 Sy = Fv)

[0063]  7E—Fhai i 77 20H , BT iR 1 32 40 I A0 35 28 — SR AR RN 28 Ak, BT 56 — R L dE
SRt CARER [ BRI 25— AR » FTIA 55 — A B0 FE Zm RMGM TR [ R (1) 56 A% IR - 75 53— St 7
A, BT IR 38— 2R AT IR B8 2R 35 0 AR SCRT I (1) PR B Ak Ak 75 X — St 77 K
FIT i 8 — A FH I B AR 350 9 2 S I 3 P 300 B S i 23 TR

[0064]  S—T5 i, ASCHE AL AR A 2 KA R 255 BTz IR R &9, Hodr, Br
R B 20 22 R AEN-35 22 C— iy 7 1] B G A SCRTR IS 5 15 91 A SRl (R TL L3P A4 A SC B
TR P 5 R 5 KA R L A ST T I () 4T R 15 5 A% 5 45 M3 L AR ST IR (FIMGMT 25 1 5 76 7 — S it
J7 2, BT id 21 22 BROE B HE A ST IR R B B 5 ik, S, B B 4 A A T TL 1 3 A
G5 KL SR 5 B 235 R 33 T o AE X — St 7 U, P 520 22 O B3 AR SO ik 1) 220 I
Hodr, i E 2405 2 AL T 40 M 55 515 5 45 M 38 FIMGMT 2 [ Jii 2 (1]

[0065]  #F—Apsiii 7 b, ikl &2 249G .

[0066] S —TJ5 T, ASCHEAE TR T 2 A R RE I 32 Va3 B T

[0067]  #E—Fhaija 5 A, Birid 5 V5B 48 AT IR 52 96 2 HR 3R B Y, SR 4 0 A SC Rk
(1) TL13CARFH A ST Hir ik FRIMGMT 25 [ Jofi ) — Pl 22 P A% R e 5 P i 400 L, 2 b i 3 40 P 5 06
PR A% TR 1 5% A T 4EFE iR 40, DL K6 T A R I R R TL13CARFIMGMT £ 9 J5a 1 41 i
YT EE.

[0068]  7E—Fhaita /5 A, 51\ 22 BTk 40 f L35 A8 B 46 4w i TL 1 3CARII AZ BR 1) 26 — %%
P FIEL $5 G ROMGMT 2R 1 JBR A R 1) 28 384K o 78 55— Szt 77 a0, 51N 22 Fir s 200 g B 5
FHALFE A TL 1 3CARFIMGMT 85 1 Jofi AU AZ T8 ) A

10
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[0069] 7 —Fhsiita 77 =X, Fridk 40 B 4 60 45 A SCHTIR 1 TL13CAR-P140KMGMT & £ 44 22 44
HE AL

[0070]  FE—Fhsii s, B 290 3 R AL - 78— St 7 sCH , B i L3042
REFNFKHR .

[0071]  FE—Fhsiit 7 s, A58 A 13 300 e Sk B AR 120 B3 304 i B 3R B L AL
(3 B R AR — FhE 2 PR S| N R FT IR 40

[0072]  FE—Fpsizjta /7 A, Bk 40 2 T A

[0073]  FE—Ffsizjita /7 XA , BTl TAH AR FH I S5 53 BS AR 3RAS

[0074]  FE—Fhsii 7 =0, Fid SZ iR 3 QB2 W7 B 6 E e FLARE IR - Sk S0
G S5 e F1 25 i L s () SR i o A 55— St P, riR e L 2 7 72

[0075]  FE—Fhaciti 77 s, BT il 52 6 35 O 2 B BB s S i PR « 7 9 — St 5 =X
t, BTIR 5296 % C W2 W B 22 1k Jie I B2 L33 (GMB) - 7] A8 14 B2 71 440 kg B ) L 285 M1
I -

[0076] 75— Fr szt 77 2, Fii g A2 I o B AT BRI o 7 55— St 7 =0, e A v P A T A
Jged o

[0077]  #E—Fpsiii 77 Srb , FL e e B A AL

[0078]  7E—Fhaiti 77 2, BITiR 77 VB B RE SR — el 2 Mk FEIT BTid Z 30 o 1
St 7 A, BTl 7 vE AL FE SR B M i (TMZ) 6897 BT iR 32164

[0079]  FE—Fhaiti 77 s, Bir ik — Fh a2 Ak y7 FITE 25 24— FUE IR 4 M 2 /T W45 24—
TG A P It A2 R /B4R 24— MBI A <SG 4h 25 T BT is 32164

[0080]  7E—Fhsif /7 s, IR 4R 250 N 45 245 BB N AR 24 L N AR 25\ B2 R 4R 2 R i
SET IR

(00811  J—TJ5 T , A SCHEAE FH T AR B R IE A ST IR 1Y TL13CAR-P140KMGMTA4) 4 1) 441 i
() 735 5 %7 B4 B 4m At 1L 1 3CAR-P140KMGMTHk & 85 1 Ji A% R 17 51 51 N = ik 40 it , 76
HH TR 41 A8 8 TL 1 3CAR-P140KMGMTHR 75 2K [ Ji (1) 26 A1 45 i 4 M

[0082]  7E—Fhsiiit 7 =UH , i 40 M e L P Al « 78 53 — Szt SR, BTk i AL sh )
2 L N A PR R A SIS S A A4 i B B S 4

[0083]  7F—Fhaiit 7y X A, Frid 4 i 2 TN P . 78 53— St 77 Qb , Bk 4 ik B k4 i
BN A4 BT E (HLA) —FH & 4 .

[0084]  7F—Fhsizjiti 77 =\ , Bk 40 B3k B 4512 Wi oA BB A i ges a0 1 bR F) — A el 2 A2
NEE

[0085] B — 7, A SCHRAEAUFE TL13CAR-P140KMGMT A4 B A7 1) 40 Jf 3 o 78 55 — St 77 =X,
b, BT IR 4 R o 2 D 249509 .60% .70 % 80 % 90 % BX.95 % Y 4 il 22 3 A< SR AR
TL13CAR-P140KMGMTA4 2 44

[0086]  — 5 THI , Ak AV K dmh itk & PR 24k (CAR) (R ik &Pt 24k (CAR) , BLFE iR &
PUFEZ A (CAR) , JE A H % & DU 52 4 (CAR) #4) R A HU IR 244k (CAR) FATRR) 1 (— Fik
Z ) B RIALER T, BTk kA PR 244 (CAR) A 4R T M 3244 (REAS TR 32 AR Fg 1%, el
TYH B SZ AR ) » BT IR T 57 1k 3 328 i 8 1) — b i 22 ot B B SR 1) — b sl 2 b A (491
Wi, PUAR) o 75 —LL 77 T , CARIEFRIA FH T30 97 I 1 — Fh ek 2 Fham 4 25771

11
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(00871 5y—J7 I, AR W e TR R R AR, i i AR A e A B 45 G A CARIY) — il 22 b %
1R 7 51 (B 1 G A CARIY — Al B 2 P A% IR 17 1A 1l » b A B CARR) — Fofr 5 22 P A% IR e 51 4
Ji) » CAR 375 A M i ) — i 552 b it L i CF81) A, e BT iR 45 5 5 A0 3800 1) — Pl 22 Aol
AR (Bt , o) I TANRL A2 4 o A5 — L85 T, CARIE 3235 HI TR 97 i 1) — A el 22 bt sh i)
il

[0088]  5j—J7 I, AW Je A 5 RAB AR At SRIE AR B, i RGE A 1A
J) FRI7E A , BT iR RO A 00 455 2 i B0 55 TR R 32 AR IR CARIY — Fh el 22 % R 2 511, Pl
IR T2 B2 A 32K 0 g F) — ol 5 25 T J e 0 i 1) — o sl 22 R CAR (B0, 048 o 4 — 2275
T, CARIE 3K FY V67 i e ) — Fh el 22 RS M 245771 o

[0089] 55— T, A B J A2 B IS CARI A LI 754, BT I CARCLHE T4 i 52 4 (A
FH T P52 A4 K4 B8, E T RS2 A4 ) 130 T I T o 52 A, 68 M 1) — o 0 22 e g 7 S )
— PP E S ARG AR (B4, A4 o R4 E B D5 T, CARGE B4 FH 36 77 i fed ) — b sl 22 A 41k
INESTHIE

(00901 53T I, AR WIS R A S TR A2 R (RAT TR 32 4% , AR |h TR R 32 A F 1l »
T 32 A4 1) FRICARZ2 ik, Ffr b T4H ) 52 A7 60, 455 o o ) — ol 22 A e e 70 JE 180 — R 22
AR (Bl hn, JLAA) o CE%5 € A9 5 T, CARIE BA% 36 9 v feg (1 — b el 22 Pl A1 i) 245751 o
(00911 53—yt AR W S0 T7 A7 31X AR IT 5 SR BV P F) 0 e 1) 75 3% 5 B i D75
BARG G P FITAHL GEA 25 25— Fhel 2 P TA A B, B 25 25— Rhell 2 R TR i F4
J) 5 TR — P el 2 BT S R TA B S TA S AR I CAR , TR THH A 32 1A B i et ) — Fh el 2
o FitefRg 470 S ) — PR B 2 FRIEC AR (B, $0A) o FE— L85 T, CARIE 3Rk A T-¥R 97 i (1) — Ff
EIEZLKIPNINESTIE

[0092] A BHIEI I & ARSI AL SN 25 H &0

B3 152 AR

[0093]  J& I T SO A K B ) St 7 A S BAR B R IR , G AE B B A B 225 PR 1), |
RN B ARAFIH 3 o A8 B B A AN TR SR, A ] R B B B 48 AR R FR 384 B AN
WA IR L A5, F R 25457 0 BH A R B 10 S it 7 5K

[0094] P 1A#R{LE T IL13E13K.R109K CARKZIRH AR R A

[0095]  [&1BHfit 74L& IL13E13K.R1I09K CARMIpMFGTE 3 Joihr i) ok B 1

[0096]  [E2AHEfE T IL13E13K.R109K CAR-2A-P140KMGMT )~ =& .

[0097]  P2BHRME T 405 TL-13-CAR-2A-P140KMGMT (¥ pMEG i 3= JFUAE 1y s P 3

[0098]  EE3AZI&I3Cx 51 B & 4 il (KI3A) FI'E £ 2 J5 (E13B) HH A4 7 IL13CARH i 44 Al
IL13CAR-2A-P140KMGMT %) 2 44 1K) 955 B3 5% 5 AR PG 1 30 0 FXIFACS 43 AT o 81 3CH4 51 156 I 4911 i 175 it
PR wes ternE B 43 #T o

[0099] K442t 1 2o HH A 15 TL13CAR-2A-P140KMGMTA4) 4k 1) 100 s 53¢ 1 3. % R 1) HL 2%
T TMZE) TR J1

[0100] &I 5AFN P 5B2S 45 15 B HH A< SCHTIR A TL13CAR—2A-MGMT ) 2 44 % 4 () 230 it A 1) T2
(E]5A) FITEN v (E]5B) 1) 53

[0101] Pl 62% 45 15 HH 7 A Jieed 1) 5 LA 45 24 AR ST i IR 6 A s A A/ s 7 70 ) /0 B

12
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(& 77

[0102]  PE7AZE 7B T IL13CAR-P140KMGMT#4 AR H ik A A% FR 7 41 (B 7A,SEQ 1D NO:
1) AR %1 (B 7B,SEQ 1D NO:4) .

[0103]  PESAZE FEISBHEAE T 1113 (E13Y) CAR-P140KMGMT A4 A4 i 1k A A% R 7 51) (PEI8A, SEQ
ID NO:2) FIZ £ /27 %1 (KI18B,SEQ 1D NO:5) .

[0104]  E9AZE KI9BHEML T IL13 (E13K.R109K) CAR-P140KMGMTH4) 44 ) x & A% 8 7 41 (B
9A,SEQ ID NO:3) Flz 2R L %1 (K198, SEQ ID NO:6) «

B A

[0105]  ASCHIA | (—FPEk 2 F) & P52 4% (CAR) BIAE R, 1% Bk A B i 52 o 2l i
S DR T RRAB A R T M 52 A, DT 3R T i i 1) — ol 22 A Jeb 8 e S 1) — b i 22 b Ak (491
W, PR B AN A 2 T A A H A ECAA) BT A SCIIR I CARER 1 B4 S5 70 T 4
T L RIEME A RS A IC RS & 25 Mo A0 s , P88 70 R A 18 A 25995 10 41 i B8 0
Y R TR b 3R, B DA L 7 6 40 A B L A S8R5 1 20 Pl SRR R KRS 2 1 KRR B
993 ) 44T B B I A 3Rk A8 A R TA 15 21 A CARFR T it 388 3k CAR P 397 0 45 S P 5 3 o8
[ra] DA 302 B CARTEUAN () R TP BR (B, 52 47) 14 g o AR SO R I , CAR AT 1 — 25 A0 45
FH 1697 W 1 — a2 Rl o (10 24 750 (48] 4, e I Pk 4 40 B G V6 7 A 24 MR 24 7)) & L
WIS AR SCHTIR A AT R T T YT L rp o e 4 i 3R TL13a 257 #& (TL13R
a2) Fr i o IR U, 48 FH 3028 9 FE 7R TL1 SRa 21 LA ) CARSK %5 481 156 B A STA TFIRT A 2%, il
YRR T A A 13 (IL13) BRIk HME 45 & TL13Ra2 (R A4 Y vl A8 45 #4358 . TL13CARSE FHO (6) -
FH i 1 W2 04 —DNA- A L A6 RS il (MGMT) 2[R 280K o 76 — st it 77 2 A, MGMT 35 [R5 A& 17l 4 i
W A% E A A TE 240 (0, TR L) 6T 8 S i (TMZ, — Fh H T30 97 i 1 467
F0) TR 245 B v i A (9 2, TR ) o % e iz (TMZ) RO TR 2412k o

[0106]  #F— R4k i s it 7 2, TL13CARELHEAE A7 B 13 (FHAFT-SEQ ID NO: 26147 4w
) FAFVIKE A E R L B Z R ) TL13 o 75 AT i i e ide sie it 77 =0, TL137E A B 13T 5%
A5 DU A R A N i R O ELAE AT B 1098H 1T R4 UK RS R IR AR N R R (R LR AL
B 13FIAL B 1092 MIXF T HI4nSEQ ID NO:26) o 7E — Fhsizjifi 77 2, IL134 58 4% , [ 1541 &
1091 Z I T8 MK 2R 28 A it 2 B,

[0107]  7E—Fh Ot ity St 77 20 e, A5 06 FrOMGMT 52 B £ ADMGM TS 4 , iZMGMT A8 44 76 % 3¢
FRNP140KMGMT (SEQ ID NO:33) , HiAR Y F K TL13CAR-P140KMGMT [ T4 il AN 32 % FH i N TMZ
Z R BT VT S B A B B PR RS

[0108]  7F—Fhsiti 7y =0, IL13CARFIP140KMGMT & [ Jo 38 ik BRI S T M) A R34, %44
TR R i S5 R A R G B — B 1 T B — T, BT IR B — B 1 S AEN- g A C- i g ) b
FEIL13CAR, H 241 Ik (2A) FIP140KMGMT . 26 B 1R 1Z Al & R H 2 )5 » H 24K 2 r= A 1 5
LR AE A A% FITL13CARIYPLA0KMGMT £ [ Jt , Ferbr, TL 130 Ak 45 A4 875 1 3= 4B B iy 2R 1fy b
JEIR BRI, N 4R AR K 42 , TL13CARFIP140KMGMT 25 [ J5 P 308 et S7. (1) R 1 36 3k o 451, 4
TL12CARFIP140KMGM T 1 Jo I A% R ] AL T 70 B IR 4R AR R, BT IR SRR Ji5 4% 51 N Z2 AR IR 1 4
F, B3 20 TL12CARFAP 1 40KMGMT £ H J5T 1) 1% IR 1T 4% v [ 28 A D b S 7y 0 i e~ #4) 3
(B, BAEA1E SRR TR ) (R —aik .

13
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[0109]  FEAFETMZIIZ61E T, SIL13CARE S A FIAP140KMGMT () T4H fB AH LE , |
TL13CAR—2A-P140KMGMT #4) A 5 Y0 T2 it B 40 A7 (49, S 45106 5 16) o DRItk , AR SR
AT T Gt CARFIIN 245V 2 Ik (MGMTEE [ Ji7) A% IR T 41, — Pk 2 Fhi% BR BB & BT ik i 12
)3 2 SRR BE AR, R — PPl 22 Fh A i G sl e S A, DL RGBS AEAR AR TR R Hh AL 3R
IBABAFRIMGMT 225 (R 2 1 2 2 T 18 A TMZ 2 2 A7 750 B0 228 R Ui 1) T4t M ) 3% 0 B0 ¥
[0110]  ARSCIb W K TR T 2 Wi o8 A eI 290 & 1 7 v, oA, Frid Jed i B e R A
TL13Ra2) 20 B o 481 40, 1385 Tar vy 8 S0 A P o R -2 S P e s 200 L 0 258 Je A 7L M e 400 PR AL X T A
[78) 2L 20 P A ERCIG P 240 i e 400 5k 69 TL13Ra 28 1 J5 o A & B B SR AR 9 (1) 4H & W £E 1)
AR 4R 25 W A AT AN RS U 1) S e 4R A (4, TAHAR) 3X 5 3 B e S A, BT ik 23
DRIAG A (4] B 925 4 D 22 38 TL 1 SCAR RS AR FRIMGMT 3 A o 4B T AN SR AL 977 751 8k 35 PR B A T4
M BEAT VR IT 236 3, A R W I 7 v ] 4 e 96 9 I 18] L T o R o8 A 20k kb S B 8 ok 988 v
B o PRIk, — 5 T AR B B i B T TR BRI HR A B i 52 44 (CAR) [ (— FhER 2 F) 43 5 (1)
IR T A, BT IR TAH M 2 328 Je R 1) — il 22 b g 0 i () — bl 22 M c Ak (5 4m, B A - 72
—LETT T, TA MR 1A F -0 T7 s 1) — Pl 22 Fhan s 1) 245757 .

01111 B X

[0112]  ASCAd ) “Wk G Pl 524k (CAR) ” 2480 & — PhEk 22 Fh gl i SN e B iR 45 A 45 14
S, — Pk 2 ol S s A S RN — PR 22 ol FH T3 A T ) 40 B S5 A5 5 A% 5 5 3 o0
H HaZ o TR R B ERC AR (1, e iE i) 1 20 M B A R 5P o 2 CAR BN 22 T4 iy Hp
I, CARSE B 37 2 ) T PR P 4o 5 1 o 70495 38 1) 7 T » CARBR IE N AN 9 F o

[0113]  ASTAd ) “iE PR 45 & 25 M 380 /2 1R 45 6 e A0 M SRk 1 — Fhal 2 Mgt ) (—
bl 22 Pl shE B0 1R 25 R 33 o ZEART A8 1) 7 THD , I IR e i 0 iR 45 - 45 A 8 R e M G 3R
SEOEIEDUR I HASE S AR 40 (540, 165 40P, {d B 4 i , B AE R M i) Rk 3k
R S PR A S 4 S R

[0114]  mI{sf B 22 P RE Bt S 45 6 &5 M3, I EL mT s FH 8 00 5 vk A R ES Re  Re 3R 15
% PIRIE DU R 45 & 4 M 38 SR FE P S &5 6 S5 3 nT DR B i R, Ik (B B 50D P, B AL
I BRI T 5 IR R RE BT R 45 A 25 R UG L T AT AR 1 SCEE RN/ BER R AR SRUR
[0115] R SCAH B ARTE “TL13CAR™ A4 A0 75 AR ST I |1 B A 038 2 Fn A TL 1 SPC AR TR CAR
AFEARIR T TLI3HARAAR (B4 HASPR T : IL13fK Thie A B (i, 7 454 TL13Ra2f( 1113
() F B ) PA R inade £ 45 A TL13Ra 2 Fa B BR AR 3 &5 M3k 22 2R oA TL 13 TE A& - S8l
ATSLAS IR AR T “MOMT” /6,455 B A= ZRIMGMT I AR ST Ffr 438 (1) BYCAS 491838 2 TR AT I MGMT AR 4
[0116]  ASCERX IR BUE AT I ARE YR T AR RIS AL FE BN 2B E R A2 )G
JE DL A BB Vs TR AL S I R B2 A S BT IR 29 &) (9, L5 1w an T
IO EL 49T A/ BONK AT D 2 288 1) G 2 T ) 4L 5 9) 2 AR SO TR B iR A 52 A 5 5 LI B R T
21 2 K AR AR ST A TFEI N BTSN, RVE “VRIT B 20 A& 6 2 DUIEZE R I 0 %Ak ik
BREGRARZ D — P A SCA T B 72967 R R A S s 2 A A ) . Y
FERENE, QA4 A AR, HE WA SE BRI A0 s 2
B 35

[0117]  5ARSCA IR A& A8 F IR 24 “ 252 B Rl 852 17 R fe AR 3 24 b Al i 52 11
I HAE I FLEh 4 (B an, N2K) 45 25 38 % A=A R N 73 SEAR A L6 2H 5 W 1)

14
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Ay o DIk, AR SCAE PR AR TE 24 52 T 3232 107 J i Hh IR 24 Ml JR) UM BURF L HE 19
B S [ 245 4o ) S 090 e A 3 R0 10 A0 D FH TR L sh A 0 L SE IR e ik A N

%K.

[0118] AL FHHIARE “Zi0E” Zfa AR AL  FER I ) S it 7 =0, Frik 3276 &
N,

(01191 At J7 [, Ja B PU SR 45 6 45 M A A A P AR Bl A4 1) A 00 1k 350 o A S A
IARAE “PriR” 248 S L BRE H 4> F A BR 8 1 2 110 S e s TR0 40, B, B e M 45
AYURRPUR S GO R 51 AR SUE I IR &7 R IaPR R B 45 SRR T PR
BUH F BIE HANRE 84 g S A A TR i oAt 43 (40, P50 < S BRER B 0 10 e i
TR B S B FEFab B B (5140, F (ab) ,F (ab’ ) 2) , I AR Fr Bt (Bl an, BgE n] A8 X (scFv) ,di-
scFv, LA MIBPTAER Bt (sdAb) , XSURE F % v Be (914, OURE S PETAH P A 248 (BITE) ) ) o iX
6 P BT AR H R PRI/ B 5 R B E A B R B AL PR TR A

[0120]  HfR T LLA2 2 ek Hiik el s og FEPiiR , Hah & (Flan, Btk 456 fe g R IE 1
—FPEY 2 BT A SCAE FHI) “ 2 e BE BUAA” 2 4 A R PR I — #HEBUiR R A, prig
—HEHUAR A RS B IR A [F] ) A7 o A SOAS FI “BR m E HUAR” BB T R BT S A7
AR A S RENS 5 — Pl 2 Mt IR I R R A R A S I B — BT IR 45 A O s R A
Gy T R, B v B AR 2H A P i I HE o) 5 R AR g% IO ) R S LR R A B A
EoR A

[0121]  ZyaBEHuaRnr an b Bk i i >k A — Fhal 2 Mot 28 B s e b = (914, TL13Ra 2%k
1 5T PR 48 Y A7 235 R 330 SoF - 38 1) 52 96 5 AT S B SR ) 4% o 98 (K] 52V A A IR A4 B 2 T
T FREERIAR (15100, B 5 S 5 W B 43 Mt (ELTSA) ) A FH [ 52 1 22 R BE I 1) R 47 e . 4 SR 7%
B  E R E DU B PUAR 71 0T A L3 20 2 ok (9 an , ANZH 2R if i+ 43 29
%K) I Hadt—Damat 2 EoR (B0, & A JRAENTE) AT 240, W3R8 TG A B A4
IR AR N GRS ] 4 e B PR 45 A TL1 3Ra22R (1 5 i 4 o &M 45 R 3 1 22 T B A

[0122]  FEGu 2 Ja i) A iy [a], 49 a0, 24 A B f i), Judds 28 s vl 3R H 32 96 3 5F
H I AR AE R T il & 5w B U, TR bR At HoR 5140, W1 Kohler FIMi1steinfiiik
24 2 B HAR (Nature 256:495-497 (1975) , ABAIME 2258 R KR (Kozbor et al.,
Immunol .Today 4:72(1983)) ,EBV-Z%AZ i K (Cole et al.,Monoclonal Antibodies
and Cancer Therapy,Alan R.Liss,Inc.,pp.77-96 (1985)) 5% =5 2<3 8 (trioma) £ A .
FH T A2 A=A TR M B R & AR Ak 24 k) Gl 2 L, Current Protocols in Immunology,
Coligan et al., (eds.)John Wiley&Sons, Inc.,New York,NY (1994)) .4 & 2 , B 221
FEAMG 2 G852 B BERD) MG 22K B el o 4 2 i G 12 TR IR 7L 30 A P i E2 A . Gl o 2 T
) I O 20 1 2% 58 S M () 15 T2 _E 3B VR LA TR 7 AR 5 G AR I B I 22 ORI B he B
PR AT

[0123]  h 1 AR S iE B R i B v R A , m S FH 3l 9k E2L 400 i 0 452 165 5 400 T 3R 1)
VF 2 AN BRI RE A AR —F (S W, #ln, Current Protocols in Immunology,
supra;Galfre et al.,Nature,266:55052(1977) ;R.H.Kenneth,in Monoclonal
Antibodies:A New Dimension In Biological Analyses,Plenum Publishing Corp.,New
York,New York (1980) ;and Lerner,Yale J.Biol.Med.54:387-402 (1981)) .1 H., A~40ii,
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WIBF AN GUR S HARI O, X B 5 R 2 MR R .

[0124] 75 FH T il £ 53 Wb B2 o B AR 2 58 TR0 1) — e e D7 v v e 0 D 1) B o B A
Al JE I EH 22 K g L 2H 4H A e R BR AR 1 SCPE (B A0, P AR R TR AR JR TS SC ) TR AR ) A 43
B, T 29 28 45 6 e S 0 5 1) e 928 B3R B 1 ST 0 o FH T 24 S AR 7 s B A7 o /s S P T Ak
F G2 ER (Flan, Pharmacia® 4H M FAAPTAA KRG, #E5:27-9400-01; fiStratagene
SurfZAP™W B4 R R A &, IS 240612) oAb, H HIAE T A ORI e A4 R o SCEE )
77 92 AR 770 A S5 w] 225 nUS 5, 223,409 WO 92/18619:W0 91/17271;W0 92/20791 ;W0
92/15679;W0 93/01288;W0 92/01047;W0 92/09690;W0 90/02809;FuchsZ A\ ,Bio/
Technology 9:1370-1372(1991) ;Hay% A\ ,Hum.Antibod.Hybridomas 3:81-85(1992) ;
HuseZ: N\ ,Science 246:1275-1281 (1989) ; BL JGriffiths%s A ,EMBO J.12:725-734
(1993) 21,

[0125]  ghAb, B HE A FIE 43 (1 R A5 s o 25 2H DNAHS A il 4 14 1 ik A 10 AN D4k
[0 B0 5 o 04 2 2 %) L ZH A A R B PR Y B A o T ARG A P A YR ) B 5 B A v e
AU, 011 ZH DNAR AR A il o

[0126] b3 FH T~ A2 i 22 o B Ak BB ot B2 e 4 1) 5 L 7 925 o RO ACE AT — P 25 5 L 2
T RO B 45 A TL 1 3Ra2 8 [ J5i 10 400 Pt A/ & A4 3 0 o B U AR 9 5 v o 15 B 1) P Ak sl L
Fr BB AT AR S R 3 JE AT AR R TL S TC AR 45 AL, 12 TL 1 ST A 45 A48 DA S5 TL 1 3fic Ak 45 44
1, (SEQ ID NO:26) 254 TL13Ra24 H B 25 FPEAH R ) S Ak 45 4 TL13Ra2 8 H o

[0127]  AJEHRIR R

[0128] A B 2 /R4 B2 T RIS XS IL13Ra2 B A Re 7 R I CARE) S e 4R A , For, Bk 48
PG N TMZ 22 2RI TT LB A T 2454

[0129]  #F— st 7 aQr , A A BH 2 036 2 0 6o i e 41 B A e 338 1 I CARER A S RS 24
PE 2 KX AL IR (AR SCH AR AR & - R 7 41) o 7R DL I 1 St 5 =0 H , CARER (A F2
TL13CARIT HLi 24 11 22 Jik R MOMT 35 1 J5i , iZMGMT 25 13 5 g 8 I > 2 A MGMT 2% (3 J53 Fr) 41 B TMZ
ik 24514 o S AR T 21 AT WA SC s (1) AR A AL g 5 AT b5 TL 1 3CAR £ 1 J5 FHMGM TR 24 14 2
HRIX P N SCHEHEXS TL13CARER 1 J5i (1) 45 R 3 7 1) IX 4 FIMGMT 2 [ Jif 1) 45 #) 3k 3
A IX 35 DA S A A 25 A el X 380 ) A PR PR SR 45 ) 43 - TL13CAREE (B2 S M ik & (&)
W, HAEN-35 2 C-3i 7 1) AL HE PR 4 A SRR 4B (9 i e 4 ) A TL13Ra2fr
TL 130 A 285 A 33 0255 65 465 ) 3l FH A4 . R A5 5 A% 3 25 A 3 A — e s it 7 3P, RSO iR 1
IL13CAREE [ o3 n] G 4E A7 T TL 130 AR 45 M3 1N 1) 45 -5 5 A 38R0/ BUA T e Ak &5 A 3 A s
JES 25 P32 (R R X

[0130]  7F—ubseiti 7=, f21,2,3,4,5,6,7,8,9, 104G R bk 5 11 4 I etk £
FEAETL13CARM , LA 4 BSCARER [ Joi (1) X I ml 46 435, (1 4n , (55 7 41, TL1SECARZE #3585
X, %5 L 5 AL 458, CD28 4L Il 45 #y35k , CD3 L5 5% 5 45 # 3al  A ) LB 485 #g3k) & o 24
FRAR )2, 50 IKE AR 0] AEAE TR PR X 38 (S5 380 22 18], A 1R A5r TATA] F AR AN X 35
(BE FgIER) 2 16 () Jo R B A PR A7 A BN AT AE o B4 S /N R AR T A7 7 T-CAR , Horpr 3
PEARAEAE 5 5 41 (U SRAFLE B9 T5) AITL1STCAA 25 P4 43 15, A5 T 1 ST Ak 445 g A 5 fs &% g 358
O3B A TL 1 SBC AR 45 My IR A ECRE X (A SRAZTE R ) 70 25, BCRE X (an SRAZTE 1 1) i e
SERIE B, A R A S FNCD28 315 5 A% T 4 M 3 (W SRAFAE B 1) 40 55, [CD28 35 5
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& T EE 3 (WIERAFAE I 1E) FICDICAE 5 4% T 45380 &5, R/ B8 CD3-C5 5 4% 3 45 M ek AT
A B A R (U SR AFAERAE) 40 85 o B AR W DL | 40 R R 7 5 2 i 1 2
B2, BT 1 8 1 )65 B o 1 P DDA s B a0 T FAmARRAIE , BT IR R AE R VR4S TL13CAR-H
SRR IR-MGMT % & 25 11 Joi 1% X 3B 5 A 3 ) A IX 0 (BRI Js 5 PR A 1) B8 A 3 ) AR TR
AT 2 IR Lo g WS AR BAR TP 1 B — ANE T SCHEGIAR

(01311 — 5 TH , e iE DU &5 6 45 M3k 2 IR B 1 Joit (9 2, &5 & FE e A e 2 T B Rk 1 4t
JER PRI AR 5 45 45 70 38 A M 3R TH) b 3RIK 1 52 AR I B AR) o FEARIE 1 S 75 X, 3242 TL132a
AR L CARYE My B2 AL FE I PR M 4 A TL1 322 R I O A » 745 S8 10 7 T , T RE P S &8 & &
R AN 213 (IL13) BUEA —NEEANE N B B A AR TL- 130 A8 K (64, E13K
TL13;R109K TL13AI/BKE13Y TL13) o AJikHh, e RE iR 45 A 5 M3k nT L2 e e 45 A TL1SR
a2 AR E I A By (s cFv Fr B (4R A8 45 43

[0132]  FERIMIER2% HRAL 7 A SCHT IR 1) ] 75 A B I 24L& 4 (B an ik & A% 1R 7 51))
Tkl A% R RN 22 ARG e gt 7 — st gy b AR I A B B 3R LIS A R 7
FINFEAT LA R A ALBR T 51 o AE — P it 77 20, A B B4 dm i R 2B 8 e 1) AR IR T
PR A T iR A% R T 51

[0133] %1

[0134] %18 74 ) 7 F bR R AT

o135 | SPQID i HIXHFSEQ ID NO:1
Nk B R B
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1 IL13(WT)CAR-P140K 4x 1 (SEQ ID NO:1)
¢ IL13(E13Y)CAR-P140K 4 K: (SEQ ID NO:2)
3 IL13(E13K.R109K)CAR-P140K 4= K:(SEQ ID NO:3)
7 BEL A 12 AT D A 2t 1-6
8 Kozak [T %] T2
9 IL13 155 7% 13-108
10 B TL13 109-450
11 TR 451-456
12 CD8 #HEX 457-591
13 ZIRERAE-2 592-597
14 CD3 ¢ B5fs&h Mk 598-666
(0136] 15 TREAA-3 667-672
16 CD28 Sl Ay 673-804
17 TRIERAK -4 805-810
18 CD3 { 15524 811-1140
19 S 1141-1143
20 5 G HEBRE AR/ IR VA A/ 58 A Y 1144-1158
21 EEAT i 1159-1212
22 P140K MGMT it Zj P 2 ik 1213-1839
23 Z L E T 1840-1842
24 BEL A 12 A DDA 5 1843-1846
34 HWAHEI3Y KA BFAIL13 109-450
35 WA EI3KR 109K [ B #4IL13 109-450
48 MGMT i} 4 £ 2 JIkP140
[0137] 32
[0138] K@ HIH PP HRR IR AT
(0139] SEQ ID ik FHXFSEQ ID NO:4
NO RRERAE

18
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4 IL13(WT)CAR-P140K 4x 1 (SEQ ID NO:4)

5 IL13(E13Y)CAR-P140K 4= (SEQ ID NO:5)

6 IL13(E13K.R109K)CAR-P140K 4= K (SEQ ID NO:6)

25 ILI3CAR-P140K — IL13 155 5% 1-32

26 ILI3CAR-P140K — wt B3 IL13 33-146
TR A1 147-148

27 IL13CAR-P140K — CD8 &5 X 149-193
TRERAE-2 194-195

28 IL13CAR-P140K — CD3  #5 I 45 115 196-218
TRERAE-3 219-220

29 IL13CAR-P140K — CD28 5] 8k &5 #4) 1% 221-264
R4 265-266

30 IL13CAR-P140K — CD3 15545 S &5 M1 267-376

(0140] 31 5 B Hk R e A/ ) A U 5 /R ) PR A R 377-381

32 ILI3CAR-P140K — 2A [ Z4f Ak 382-399

33 IL13CAR-P140K — P140K MGMT iii 25 1 8% 141 i 400-606

36 WAHEI3Y RAHIRLFAILI3 33-146

37 WA E13KR 109K [ iAAIL13 33-146

38 G156A-MGMT

39 MGMT-2

40 MGMT-3

41 MGMT-5

43 MGMT (GenBank NP_002403-(P140K))

44 IL13Ro2

45 IL13(WT)CAR-P140K 4= (SEQ ID NO:45)

46 IL13(E13Y)CAR-P140K 4= K (SEQ ID NO:46)

47 IL13(E13K.R109K)CAR-P140K 4: K (SEQ ID NO:47)

49 MGMT P140

[0141]  Jittk

[0142]  TL13CARMBCHA (RIifetth , Mo AR5 44380 2 1L #E R4S & BRI RIA I TL13 32 44 (B
41, TL13Ra2) YK 2 BRERCER 11 )5 o £E0 90 £ R T LA S i 200 ) i Al e 4 0 o 428 e et 4
J L I L R, B A R R IK ) B 1 AR AS SR R AR A T o A Sy A A
PR L AN A FE 20 23 40 g 2k i B IR 2D (EmRNAZR 3k 73 B A 72 11 /N 150 96,4096 ,30%
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20% T%10 %) F i B 2H 240 i 2 58 1) 2R 13 o o A6 — Fh iz it 5 3 b BB 4 i 2 v e 40 ., 451
T, B8 5 B 200 P8 20 B o TR 78 7 THD  JRE R DU R 4G B G MO A A (B, R S B R
4) IL-13R (f5il4n, IL13Ra2, {541, GenBank Acc.No.NP 000631;SEQ ID NO:44) [{)4#hHiik
BCHTR I AE WS PR 43 o R FLAR T T, BE AR CRPREPT R 45 & 45 M 3) 2 2 M EF xS (456, e
MBI B4 ) TL-13R (540, TL13Ra2) ffscFv.,

[0143]  ARAusk 0 22 P g (5, Befed) 4 e I8 B BT JiR o — D T, Je P it 2 Pk e 7t
JER, A8 0, 7 Jiryg 2 T - 39 38 140 ok P e 70 JER o 5 S 1 7 TR I P e 0 D o R S e e
FIE (BN, g JoR IR /%% 1 i P B i) o vy P8 0 A R 1 JEL A SEZ 457 B, 955 22 T M i Jof B 41 i
I8 (GBM) , B A%V 2 T 41 B 98 AN ) L 28 15 RGP 208 e R Jofa R 1 e 200 P 32k 1 70 D 1)
RSB FEEGFRVITT , EphA2,, Her—2 R TL~13R ({54111, TL13Ra2) .

[0144]  —TJ5 T , AR BH B 77 VA AN A W0 e B E DL S A2 TL13%2 fRka—2 (TL13Ra2) , 7EGBM
Jiggg b 3ok SRR AR AE I 8 i 2 2 /D R R IR BN FRAA I 2 T i o B 40 iR (GBM) AH G B
(Thaci et al.,Neuro—-Onco,16(10) :1304-1312(2014) ;Sengupta et al.,Biomed Res
Int,2014:952128 (2014)) « —J5 1 , IL13CARZR A B & Be A4 45 A3, 1% Be AR 45 M) 4 2 45 &
IL13a23Z 4K )& AIEI3K IL13 (SEQ ID NO:36) F1/EKR109K IL13 (SEQ ID NO:37) 2 2K
IL13F0/8IL13%83% 4% (Kong et al.,Clin Cancer Res,18(21) :5949-5960 (2012)) .t
KRIIL13Ra28 A i AR JE (Papageorgis et al.,2015,Breast Canc Res,17:98-
112) , A4 Sk 20 o i) FLIR s 4% %% (Joshi et al.,2000,Cancer Res,60:1168-1172;
Kawakami et al,2003,9:6381-6388) ,Ff: H.IL13Ra2%5 [ Jiiids ¢ T HH A1 45 i Jit o | B9 69 A1
W E R R IE MR (Fujisava et al.,2009,Int J Cancer,69:8678-8695;
Barderas et al.,2012,Cancer Res,72:2780-2790) . [Kl it , A SCHH R I 4H & W0 A0 7 1:4E
TARIT W B T R (1) 5296 W kTR A L A, SRR IR i SR R R (RN IR T« i
T, Sk B0 , FLRRE , IR , B 59 N5 11 B R -

[0145]  ACATHE I8 B R N D3 AT A Bl S M 45 A TL L SRa2 (Y A4 o 1, 10E47 5 S 36, 451
WTIE R F TL13Ra2 1 241 i A/ &5 Ha) ek G 728 /N B B0 I et e T A J 7 A e 3 M 45 & TL13Ra2
(PR o i A A ER R e 13 1 & 5 1 ) O AR 1 ] 7 2 Mg 3l i ol T 7 A B ] AR 2 M 3k
(scFv) fE—Fhseii =, L 584 M IL13.IL13 (E13Y) IL13 (R109K) BRIL13
(E13K.R109K) FH [ [ 252 FNE 2 30 45 4 TL13Ra 2] scFv ] FHVE AR SCA TR TL13CARM E2 44
o AR

[0146] 7 —Fhaziti /7 =0, TL13CAREL A TL13ECAALE M3, , % TL 1 30 4k 45 K3k 0.4 5 SEQ
ID NO:26 54 % /90% ,95% ,96% ,97% ,98% ,99% 199 . 5% — B4 ¥ £ ik 5l H o fig
B, Hodr:a) SEQ 1D NO: 2647 B 130 2 FL G & A 2K s b) SEQ 1D NO: 26147 B 131 2 KL
FEME R IR s Bc) SEQ 1D NO: 26147 B 131 & LR /2 i 2 FR H HLSEQ 1D NO: 26147 B 1091)
R ERA IR A — Fhseiti /7 X, ILI3CAR TL13HCAAR S5 #4380 F5SEQ 1D NO:26,SEQ ID
NO:36E{SEQ ID NO:37miH:ThE H Bt .

[0147] AR HEASCA I N B IAL IR i - SCHTR I TL13 2 K o 75— Fh st 77 Kb, 4mh
IL13% kA% ER % I SEQ 1D NO:10,SEQ ID NO:34#1SEQ ID NO:35.

[0148]  TL13CARIEAT e Hh AL 4% fo ¥F X TL13CAR SR [ BUEAT I T 76 1 - 4 M R i i2E 47
NG (BT K o 7B — st 7 =0 H (5 5 IR B R 8 3 000 R AR AE R 15 5 K- 49
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Fic A 25 M AL 5 4 K IL 133 A i, % A K IL138E A A 2SS 541 (B4%SEQ 1D NO: 25
IR P 50155 7 I8 SEQ 1D NO: 25/ & IE R 7 A M KIS 5 7 51)) o 71— s
FA A E S AR SSEQ 1D NO:25H.495% ,96% ,97% ,98% ,99 % 599, 5% () — & i
(R 751 o AR AR SC A TE I N B IR 655 5 K o A8 — AP it 77 Kb, 445 5 IR A% R R
SEQ ID NO:9#Ji% .

[0149] ARSI AN R FAER 2 , vl H 7 BE 5 541, Hok B 40 W & 8 ek
P5 A A 5 K BT IR 2 WA B 1 R B ES IR A 1 A R TL13 A5 S K (B 5 /7 41) 2 i
ShG 2 KB WA 22 KT 2 75 3093, BT I 25 4 22 KB 2 WA 1) 22 K2 22 IR B 2 Ao e 75 211
I BAERELAL 2 5 BT o AR I T A5 5 7 LA R 41336 & LR 1 K B 1 B
TER AR AL & B — AN IR A5 5 7 A O R 102 154 BR 2 1 5 53 /K 58 43 5 B el 451
#iNunnari, j.,et al.,Curr.Opin.Cell Biol.4(1992)573-580f1Gilmore,R.,et al,
Ann.N.Y.Acad.Sci.674 (1992) 27-37iEAT A - (5 5 IR AT — L2 52 BB FE (H AR T : VHCAMP,
CD40, CD4OLELINF-RIJAE 5 WK o 15 5 A4 1) 1) 8 5 2 IS 00 PR P o AR i B 395 J ] e FH S5
G5 A, TeGRE AR A TS 5 7 41

[0150] 4% X

[0151]  ASCAFF I TL13CAR ] AL HE [B] B A X 35k , tRR B B X B B 45 M3k, FL47 T 1113
TC A s A 3, (A Do 5 5 65 A 30) R B8 B 68 ) 358 2 (1] o R ST 8 1) P 25 B i i (149 TL1 3CAR P
FE B AT AL FEBE X o AR ST IR A CAR PR AR B [X A2 U R Bk 41, L s R SR, e DA fe i
PR 4 A 45 A e r TSR 7 1) AR b 0 i AR 1) o A A AR AR N D2 BT B AR 1Y), T A e L
At 2 33 4 1) B A o 461, K B SR 2 SR D R 28 1 01N S B R 1) 40 S K B AR B 2 I 134
HAT T BOAL T CARY (25 15 225 A S8 0 40 L Joig 425 A o ) 190 38 42 o B e IX A S A7) ok Y A e B
RARBEEX (B0, TgGl I EEEX) , BFEEARR T R E % ERE A FEE A iR ek 45 80
BUBEIX , G )% BR AR IR CH2CH3 X 3 ANCD3 1 3843 o 75— Fh i i 5 =X, B X L 5K H CD8a
B T e 25 M 38

[0152]  FETL13CARM— st /7 s , BCE X AL FESEQ 1D NO: 271 2 2 R )7 41 54 h SEQ
ID NO: 27 & IR 7 5 M Al o P I , B BE X AL 5 5 SEQ 1D NO:27HH95%,96%,97% ,
98% ,99% 1%99.5% — 1 A ak iy 5SEQ 1D NO:27 H495%,96% ,97% ,98% ,99% 1§
99. 5% —EUHE I 7 FIR B o FRAE A ST A T AL R G A BB (X o A — PP St 77 U, S B
X B L FESEQ 1D NO: 12 78— s 77 s, Zw b TL13CARIZ IR B.45 5 SEQ 1D NO:12
HAZE/90% ,95% ,96% ,97% ,98% ,99% 5599 . 5% — F M LI .

[0153] [P Jigt f ik

[0154] WA TR , CARGLFE — Fhalk 22 ol B 245 Ry i o T80 5, 95 I8 45 A i 0255 0 B 1) i 7K
X 358 (9, i /K R TE) o T A FH 22 o 5 B 5 ) 38 PR A AT — o 5 36 ) 95 B 5 A 3 Py 5 491
ALFEEAPR T :CD3 (1 i, CD3-C 5 B 25 Fy38) BN CD28 1% R 45 Fy 3, 15 L 225 Ry I m] i 2 E R AR
SRR B 2H SRR o 7 SRR R AR R 254, S5 M AT 28 BT I 4 S BR L B R
— 7 TH, B M CARTL 45 6 I s i, 95 i 45 R I R W 4 5 5 A% S R A M P8 &5 A0 3 AR R B A L
AT FH P 15 A 3l ] B 9 23 /D TS T I R 4 35K, 4] G T G S AR 1) B B B G 1)
igs 45 #435 , D28, CD3E, CD45,CD4, CD5,CD8, CD9,CD16,CD22,CD33,CD37,CD64 ,CDSO, CD86,
CD134,CD137,CD154 1 5 ik 45 e 455, o
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[0155] 7% —Fsizifi 77 20 , TL13CARR 5 455 #3550 45 N CD3CHE R 28 /b — 35 43 5 1 A.CD3
CHEF 22/ — 3043 F B, 51 4, SEQ ID NO: 28 o 7E — it =0 , B85 R 45 M3k AL 355 R 51 2 51
a5 B AR R, BT IR 7 812 5 SEQ IDNO: 28 L 95% ,96% ,97% ,98% ,99% 5¢99.5%
— VR P 51 o MR A SC A T 1 P9 28 IR R G ) 185 i s A 358 o 76— P it 7 =0, G 5 i
SEMIR AR ALFESEQ ID NO: 1485 5SEQ ID NO: 1454 E090% ,95% ,96% ,97% ,98% ,
99% 1%99.5% —FU I AZ R o

[0156] 4 )i (5 515 T 45 f I8k

[0157]  4nASCATIA , IL13CARE A 45 A PR 2 5 Bid A5 5 A1/ BB 5 % 15 2 T4 i
(%) 20 P o 225 A3 (9 S BCTAR BRI T AL, JB 3, 938, KRS AN/ B A S T M % e
PR ma B (B an , 4HBR FEPE AT T S 5) ) o« 41 B o 45 M 3k L 356 — bl 22 R T 41 il 52 AR A 15
AL S AL AN ST AR IR 5 5 A% T S5 /e (40, 3 ias #4380 A/
B FhEl 22 P T 0 52 AA 1R A 25 R 3B — el 22 Fh S T RS2 AR AH SG IS A 45 R 38 B
() 20 M S 5 A% 3 4 A 3 ) SE B B R AN R T B0 7 S e 2 AR B R VS A B 7 (TTAM) [
CD3-¢,FceRI y ,CD28 (5, #k 4CD28) ,4-1BB (CD137) ,DAP10,0X40 (CD134) ,CD4,CD27,
CD244, 7] 5 5 T-cel 1L (1COS) , H 4HHEC-uf SRCELEE (LCK) , FICD137 (4141, Sadelain
et al.,Cancer Discov,3(4) :388-398(2013) ;Lee et al.,Clin Cancer Res,18(10) :
2780-2790 (2012) ) B ABLLAH ML (S 5% T 45 48 o — Pl 22 Fofr 1 L 41 fifd Jo3 485 A S0 P) A7 AE T
I {EZAPTO TNFAZ2 R AHSSKIT-1 (TRAF1) JPI3KLA M2 A KK 132 Ak 45 & () 85 1 i 2 (GRB2) 5
CARIP) 40 B o 5 #3810 oA AH SG IR J3 B 38 2 » AT i A5 5 A% T v TR AR R DR e 5 o
[0158]  “IL gl st #3808 “HL IG5 & F AW £ 98 6 & LRy 7 1 A A 451
B CARI) — & 7 o SL I T2 MM R 1 43 1, AR TR S P < 5 7R AL Ttk 2 40 i
1) A 250 A RHTIAR E2 4 AL I) D e i 75 1 o — 15 5 I L B 52 AR BRF ¢ 32 47 o Sl S 4 A 3 1
PG AR , 1% AR 8 15 AnCD3 -5 5 A% J 45 KA 3™ AL R 4R B R TR AT 5 o SR A v £
B AR T :CD7,B7-1 (CD8O) ,B7-2 (CD86) ,PD-L1,PD-L2,4-1BBL,0X40L, 1] i75 5 HL sl Sk i
4 (1C0S-L) , 48 i /8] %5 & 43 7 (ICAM) ,CD30L,CD40,CD70,CD83 ,HLA-G ,MICA,M 1CB,HVEM, ¥k
B ZBZ A4, 3/TR6, ILT3, ILT4, &5 & Tol 1 BLARASZ AR B BN 7 B Bk LA K S vk 25 A B7T-H3
(R BC A o TL13CARPA ) — il 22 b 3 s A 800 PN 5 4 mT 48 v AR AR TL 1 SCAR ) TAH L i) 2%
JIRAY 18 o A — it 77 2, 3RS A SOt b A R e 45 A A AR T T L B g 3L
BT BB ) W {EASBE T+ CD27,CD28, 4-1BB, 0X40, CD30,CD40, PD-1, ICOS , k= 41 2y
RSP H -1 (LFA-1) ,CD2,CD7,LTGHT ,NKG2C, B7-H3 , 5 7 M 45 & CD83 A Fit 44 o

[0159] S ASATIRE AN G211 = B 500 » TL13CAR A) B A AT $ic i (1 37 4 465 #g e A / ot
B K3 A5 5% T G5 A 3 1) A — A8 I IR B 12 DA B TL 1 SCARAA) Ja 425 1 41 i Jo3 485 44
1. — J7 11 » IL13CARELAG 1% 4b 5 A AR 5 /3. 53— 5 1T, TL13CAR A — AN AN =
AN PUAS AN TE S MR — AN SIS S =S DA A S S I 2 A 3

[0160]  #F —Fhseiti 7 b, A SC A TR IL13CARELHE A CD28 %5 [ J5i A1/ 5 A\ CD3-CHE 1 13
S S A A —Fhsz i 5 b, ILI3CARELFRCD28 MICD3-C 8515 5 4% S 45 iy dak, Hordr,
CD28 3 il 25 Ik AE CD3-C A5 5 A% T S5 MU IN=3iy o A R B IR V5 K CARM B 53 &5 w3, Fo
CD3-C 45 Ry 48 A1 CD 2 8 1 Il B &6 A I N -3 o U AR STk 1), CD28 3 B 5 44 3 A 45 SEQ 1D
NO: 29F] F¥ 5] . CD3-C A5 54 S 45 M A FESEQ 1D NO: 30/ ¥ 51 H1SEQ 1D NO: 30K /551 4
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F o HRAE AR ST A T P 25 O AZ TR 2w i CD28 I T 5 A 33 o AE — e SE it 77 U Hp , S i CD28 3 i3
SERI AR FHSEQ 1D NO: 1644 B o iR 4 A ST A TN A AL IR i fi CD3-LE 5% T S5 5
FE—Fhsiniti 77 2, g CD3-LAE 5 & R A5 MBI R FHSEQ ID NO: 18H4) il . iX 4845 5 4 7
SR AR AN AR A B R R AR CRIRERAN T , Horp 2 i3
15516 IR S AE G — DN AR Al AN BRI & B JE 5 1% 2 DR K EUH
G

[0161] £ —Fhs it 77 2UH , TLT3CAR ) 40l J51 45 #4938 B A 2 SEQ 1D NO: L)% HHR673-
L1140 %R 7 H Jw b B HH AL % SEQ 1D NO: 1AL IR673-1 143 LR /7 5 9w o 75 oy — 5K
it 77 =0, TL13CAR G 2 40 i o 45 M 358, 2% 401 B o 25 M) 3B &7 SEQ 1D NO = 411 & 22 iR ik 22
221-376.

[0162] P 1AZS 45 3d B [ TL13CARM A 1) it 77 X, Forpr, TL13PCAA 2 0 & E 1 3KHUAC AN
RIO9KHUAR I AZ 44

[0163] T 24514 2 ik

[0164] AR BH AT N 28 22 /D8040 0 S BE 2 i b ST A0 s 140 0 i e 40 A L A e 31tk
[FJCARER 1 o X gt 24 1 22 IR DU A% R » Forb , CARANIN 24 P 22 BRI 7 31X R IA X F-96 97 98
ET 5 A2 F a0, CARFH 24 14 22 K] 72 N IR 40 i b 0k , 1 40 B dk 45 24 28 IR AE R
AT TR AN/ B R AT 7R ) 20 B B A ) 245 AT VR 9T B SR 3 AT AR S < 8 R
TR BN R R (a0, 22 70 14 e s BEAA AR (GBM) ) B 1, 3— X (25 £ 4%) — 1MV fiF & fix
(BCNUBL R F)VT) , HEEE F]VT (fotemustine) , ¥ 5 m] VT A1 M i (TMZ) o — L84k 7 71 1 2
PR 251 1 F I % A 0% 337 H A T R EOFE A % P A8 Bk A 0°— R 32 1 M4 A8 () T B R T 3K
U FE L AR 5 0 A 2050 52 BIDNAE & 3R (5 40 B i 2 0K 11 B 1), 12 DNAME &R 2R 1 J 00~
FH L S M2 04 DNA P 6 % RS Tl (MGMT) , L2 MTE 97 i B4 411 16 DNA R Bk 25 41 i 25 1 0O it 1
WL A I A P B T J5R o RO, 38 3K i 7K SP-MGMT () i 988 241 35 4 B0 5 4 T 52 TMZAR ST 1 3% 457
877 1k R A7 ) 2850 7 B AT AT — o 2 A 28 3 Wl TMZ A7 SR S MGMT 417 i1 741) (LA A2
0~ Jk S04 [F)IE T o SRTTT , FH 00— 56 1 M o it ifiL 4 PR 1) B 6 S DALk, 05— 2%
1 A P 1) 1 57 2 PR )

[0165]  #BEMe]iz (TMZ) 2P BT 25900, HoxT L HE T M 78 A 13 i 40 i B i =
PEAE - FDAXS TMZ AR R Bt AT 1 46 5, BRI E, HUR BRI VR T H B0 AN AT 3 4 1) 40 R o
A5 T2 R DNAEAT B A T 5 A5 T, 3% 55 TMZA8 2R Jirb 8 4 g 1 5 X 3R 3 4] (Sengupta
et al.,Clin Dev Tmmunol,831090 (2012)) . SR, B A= BUMGMT 7E 41 A Hh 11 ik R IR B —
Z PIMGMT A& (5140, G156A, P140K) 7E 40 A H 1) K R Y % A AN 32 3 anTMZ 2 2R )
FALRFIRI R Woolford et al.,J Gene Med,8 (1) :29-31 (2006)) o (A 1, B iR #% i 4
HE R T 245 12 22 Bk 2 Tt > TMZ T 32 P frIMGMT BEMGMT AZ 44 1 6 TMZ TR 24 4 A48 A4 A 35 (H PR T -
P140K-MGMT (SEQ ID NO:33) ,P140K-MGMT (SEQ ID NO:43) ,G156A-MGMT (SEQ ID NO:38),
MGMT-2 (SEQ ID NO:39) ,MGMT-3 (SEQ ID NO:40) FIMGMT-5 (SEQ ID NO:41) (Fontes et
al.,Mol Cancer Ther,5 (1) :121-128) - &= L FriiR IMGMTAZ 4 (1540, P140KAIG156A) H1 1)
IR 45 2 7 B 2 3L F-SEQ 1D NO: 331 ¢ 51l () L BR 17 B - MGMT 2748 4 B A5 S152H,
A154G,Y158H,G160SFIL162VEUAR MGMT-322 44 H A5 C150Y,A154G, Y158F, L162PFIK165RHL
AR MGMT-528 & ELAAN157T, Y158HAIAL 7T0SHUAY, .
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[0166] A ST FF H A5 FH AR A S 00 32 P A0 782 7 A2 P1AOK-MGMTAS {7k o AR 5 AR & WA T 1 A 2%
(R AZ IR S FEMGMT AL A o 7E — Fh e it 77 U , S ASP 140K-MGMTHAZ R FHSEQ 1D NO: 2244 i A
REFIEW K ZmtsG156A-MGMT (SEQ ID NO:38) ,MGMT—2 (SEQ ID NO:39) ,MGMT-3 (SEQ ID NO:
40) BRMGMT-5 (SEQ 1D NO:41) WAZIR , Fi& )5 — AT AFE4E T IL13CAR-MGMT A i@ A o A
RV KB FSEQ TD NO: 43FIMGMTHE [ Jiii 7 41] (GenBank % 555 :NP_002403, H: HAP140K
RLGRAR) AR N TG156A-MGMT (SEQ ID NO:38) ,MGMT-2 (SEQ ID NO:39) ,MGMT-3 (SEQ ID
NO:40) BEMGMT-5 (SEQ ID NO:41) {925 -4 R4S .

[0167]  H A SCA TR A R A A% IR 5 1) 9t LS FOOMGMT B e AR A4 57 - 4 A TL 1 3CAR 2K 13 okt ) A%
FFE N — 8B4 1 T e Bl B0 o AE — AP SERt 7 20 G AR T 1 BRI 1 1, o, f g
PR AFE AN R B 7 51 DL IR Bl B A S5 1 () 3 5, 3 4 T 0 R 3 1A i 4 R T PR R
JBR o 336 ot B G 2 - ) A 140 A FH 3 B 457 T TL 1 SCARFIMGMT 2% [ J5i3 2 1) 17 1 24 e A4 o 19
YIEAE E M R IL B A AL IR T AR, i E %R T 5 B W) AR R AN A, Pl A
A N3 22 C-uii 7 1) _EALFECAR (U, EIRTL13CAR)  H 24 ik LA B2 A SCFIT ik FIMGMT
T EMOMT AR A4 o 1% 8 1 b o 40 R , AT A2 BB AN B CARER B FIMGMT £ 9 JiiT - CAR 2R
H BN T E 4R B 3R 1 _F @7, TMMGMT £ 3 Jo1 o] 4 O B 76 40 B i P9 351 o ] a2 1) A 2 A 7
=i 48 C—¥iig 7 i) b= AL FRMGMT 8 4 Jii « ) S48 8 (4 i FNICAR o

[0168]  fE—Ffsicyiti 77 s, CARFIMGMT 22 JIk50 7 4% 1 SR K 73 29 o E 2448 7 1 1) — A S 451
FE2ATCM , FLAHE SR B 1 B BRI 207 51) o LE s 0 1) S it 7 30, B R 51 AL SEQ
ID NO: 32/ F 58 H SEQ ID NO: 32F¢) > F1I 4 i o

[01691  #F ] i () St 7 30, 4 i SR CARAN EIRMGMT Bl AR X W 4 I R 41 & &
IS ¥ 6, e b, BT iR R e H1 L 35 Sm A CARFA A% R 7 51) A 9 REOMGM T 55 A5 R ) A% R 17 51
AL IR 3 B A0 ) SR AZ B AR NAL 25 (TRES) 2 R AR A gm0 5 514 3 . ml A FH i)
IRES 7 Z1 ) S 451 A0 35 AH AN PR T+« i 5 86 28 3 7% (EMCV) [ IRES 7T A, 111 922 95 75 (FMDV) 1
IRES TG » 22 8h /0N BRI B B8 28 995 75 (TMEV) B IRES 7oA, N £ 5 (HRV) (I IRESJo A4, o] % 3
T EE (CSV) (I TRES TCA: , 6 86 4K 5t 28 i 2% (POLTO0) [ IRESTCAE, FF RF 55 (HAV) (I IRES 7oA,
P £ (HCV) B TRES JG 4 A 2 o B (81 1, 6 i 995 B8 (HOCV) A1 2= 5 25 14 I 15 s 25
(BVDV) ) HJIRESTCAE (M., 5l ln , LeZE N ,Virus Genes 12:135-147,1996; fllLeZs A,
Nuc.AcidsRes.25:362-369,1997, HA=# N 258 5] FHFFAA SO .

[0170]  Z2 B+ Hx & A% R ) AT 3k 5t 77 3o 56 — JA 3l 147 T- 9 A TL 1 3CARI X IR F7 51 Al
i RIMGMT B8 FL AR [V A% R 7 51 2 1] Otk 6 AX R o 2% S it 7 =UH AN AT AE w228 IR 1)
AP

[0171] AR BHIEH K S TL13CARFIMGMT AR AR I AZ R IS, T~ B A PR B AR N o BV, A
AH IRV B B0 48 B — SR RN 5 80 R BRI &, Bl 5 — B B G G AR SC AT IR 1
TL13CARFIAZ IR , Frids 28 — AR G b AR ST P i (FIMGMT 2 9 Joi

[0172]  AAIHEA AR N GO 2 BRI A2, g i 22 /D TL1SCARFIMGMT 2 [ J5 a HL AR A4 (1) 4% 1R
7 H0 ] it — A FE BN R DR 12E R/ B v 1 3 40 B HR CARAH / BRMGMT 1 R 18 A T e
Bil4n, CARP] IR ELFE (—NELEZAN) Ja shEIRER 751 (a0, Kozak 7 51 A1/ 8¢5 377 51)) BA K&
T RIVEEE AR 75 (8 55 LTR; Wi ki 83 LTR) «Kozak /7 41 v 7E AL HE w4
SCHTIR I TL13CAR-2A-MGMTH AR I X IR 17 51 ) ik & AL R A AR R A5
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[0173]  #RIEAKHATFHIAN ARG ZRT V@SS 23 Jrin FiEEsd S
Floo AR i Kozak JF 31, Jwb {5 5 7 FI AL IR , S TL13FCAR AL IR , Y b B HE X ) 1%
MR , i 5 M 225 M I AR, m B CD28 3L B (5 5 % F) S5 MIRIIAX IR , Hm i CD3-CfE T 1%
FAEFIRIAZIR » et H R IR (B0, 20K FIAZ R LA 2 4w AEMGMT 2R 1 i I AX IR » E IR AL TR
W R — N E_E SO IR R A AR IR T N T I A BB HE I gD IR SC AR AN A T AR
JiCo P IZe L, E O To A Hh AR g — AN R A P A I E R N DR L R 7 VR B ST A R
1, A o E IS S FHPCRIFAT 1, Hodr , PORYE & R4 75 BAE AN Jo AR5 3 A3 S
A B i P D R, L A A IE B N DR AN TR AT T A IR A R
FEAE — A DL SRS T 75 (R A Ak o DRI I, 2F R TL13CAR—P 14 0KMGMT #4247 113X Foh 7 v A 154 32
FARIRAEAE T & A Teh 2 18]

[0174] 54N, 4wh52,3,4, 5EK 62 I IR A AX IR AT Az T~ et &5 A4 I RN AR B X 2 T, 50 [X
5 B 55 ey el T, 0 B 2 A IR CD 28 L il 285 Ay s 1], CD28 L il P 25 Fy 3 AN CD3 -5 5 4%
LRI (8], CD3-CAE 5 A% T 45 F RN/ B H AR K 2 1]

[0175]  FEIR 4 1 St 75 =X, TL13CARELFE A7 T Fe A A &5 M3 2 [R) (P I Ak, %0
PR AN ZAE IR, il ZU R R R R A il o B (X N5 i 25 ) 338 1) 1 e B R e 25 R —
G o 175 [ 25 Py RN CD 28 il &5 My 58 < [R] 1) 3 B AR 2 S R — 75 =R - CD28 L Il 245 &
HICD3-CAE ‘5 A% T &5 Myt 2 [R] ) 3 42 A o 75 28 TR — K5 2R - CD3 - 5L R 45 My I A 2A ik 2
() FR) 3 A e 2 2V PR T 2 PR — T 2 PR - T 2 R - T 2 PR o A R IR Je Bk I B v i B — A
AT T HARE AR A AE T TL13CARER [ Joit A B ST T HAh B AR A 772 T TL13CARER
H

[0176] [l , H 55 YL i an T e 2 2510 18 = 41 i IF B H T4 2k B 1k R IATL13Ra2 H. 5
& T TMZ ) 41 B it A=A 9 TL 1 3CAR—P140KMGMT #4) 2 7 F) A2 128 ) Sz it 77 QAL FEAEANPR T2 TL13
(WT) CAR-P140KMGMT (SEQ ID NO: 1HJA%ZE & /7415 SEQ ID NO: 42 LR /7 41) s IL13 (E13Y)
CAR-P140KMGMT (SEQ ID NO:2fJ#% MR /741 SEQ ID NO: 5/ &L/ 7 41) s LL A TL13
(E13K.R109K) CAR-P140KMGMT (SEQ ID NO:3fJ#%H B /741 ; SEQ 1D NO: 6% ZEML /T 41) o Kl 2A
FEML T IL13 (E13K.R109K) CAR-P140KMGMT 4 244 () 7~ B I o iX L2 TL 1 3CAR-P140KMGMT 44 42 ¢
(1) HoAth Szt 77 S AFE AR T2 4B [ B IL13 (WT) CAR-P140KMGMT (SEQ ID NO:45) ,IL13
(E13Y) CAR-PAR140KMGMT (SEQ ID NO:46) , f1TL13 (E13K.R109K) CAR-P140KMGMT (SEQ 1D
NO:47) [P AL i 1k

[0177]  ARASEE AN G0 SR 2 G AR STATFES IR TLISECAR VECBE X 5 i
SRS ANCD28 3 ¥ 4 #ay33k  CD3-CAF 5 4% T 45 M3 . B R e B AR FIMGMT 25 [ i sl L AR
PR BIAZ IR 7 F1 Hh 1 B — AN AT AR AN 520 it 9 b5 (1) £ 3 B 2% 44 T B T8 R 1 1 5 1 & AR 0K
A% o 1M H. , 22 KPP B0 R 45 3 ek P~y 22 22 R AR T A 3% [ IS AN S 225 52 el B B R 1)
WA DIRE . R, A8 K BRIE P S AR ST R I A% R 7 91 R ) s — NI AR AR, IX R, AR ST
AFFHIZIR T 514035 5SEQ ID NO:1-SEQ ID NO:3,SEQ ID NO:7-SEQ ID NO:24FISEQ ID
NO:34-SEQ ID NO:35/ )& — AN HAE/75%,80%,82% ,85%,90% ,92% ,94% ,95%,
96% ,97% ,98% ,99 % 599 5% — FU M 11 7 1 FEABUHL , AR SCEW B H A FF T 5SEQ 1D NO:
4-SEQ ID NO:6,SEQ ID NO:25-SEQ ID NO:33HISEQ ID NO:36-SEQ ID NO:41LA JZSEQ ID
NO: 43— N BRAE/T75%,80%,82% ,85% ,90% ,92% ,94% ,95% ,96% ,97 % ,
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98% ,99% 5%99. 5% K] — B £ ik .

(01781 i FRALLLEH B9, M TR B LR T 41 1 11 43 B — Bt nlad i 5 A b e ik
1T e (B, w75 28— P BB S0 51N ZE L) o 5 A B AR A% IR B R R R I 5 3R AT EL
B, 3 BN F A0 2 TR B 2 bl — 2o 2 7 2 SL = AH R A7 B 2 B 1 sk 2 (R, — Btk % =
FHIFAL B8/ A B Ssx 100) o fE— 285t /7 20, T EC R E IR B Y 28 IR Bl % 1
17 B K BE e 2 LE 3 B I K BE 1R 22 2230%,40%,50%,60% ,70% ,80% ,85% ,90% ,
92%,94% ,95% ,96% ,97% ,98% ,99% 5100 % , %41, B 7A (SEQ 1D NO:1) & 7B (SEQ ID
NO:4) .[&8A (SEQ ID NO:2) .[KI8B(SEQ ID NO:5) .E9A (SEQ ID NO:3) A 9B (SEQ ID NO:
6) FHERAL [ 0L 17 A o PR S 3 0 1 S s T AR mT e sk 2 RN ) 2 A A B B S R
X B A R I A 1 i AR BR 8 M SE 9] 7EKar1in% A\ K SC % (Proc.Natl.Acad.Sci.USA,
90:5873-5877 (1993) ) Hi ik o X FhE LI A T BLASTNMIBLASTXHE 7 (2. 2k 4%) H, BLASTN
MIBLASTXFE F#ESchaf fer®E AN ¢ 2 (Nucleic Acids Res.,29:2994-3005 (2001)) H#
A o 448 FIBLAST #lGapped BLASTAZJFIS , AJ 4 &2 7 (1540, BLASTN) BRI S 40 7E—
Fhsiz it 5 20, BT RS R B0 J2E R AR TU 4 (NR) $dls 28, OF HF St B S 5T woE N - Bl
J€:Expect Value=10;Word Size=3;%E (Matrix) NBLOSUM62;Jf HGap Cost:
Existence=11,Extension=1.7E 55—} 7 =, 76 B A5 2 PRER 2 A R 1 4= K L #f e
P2 IR A 2 A% T R 2 A1 (1) A 2 B — Bk

(01791 M T AL B 2 HE 0 — PLak i AR PR 2 1) SE i My er s FIM 1 1 er (1) B3
(CABIOS (1989)) o iX ML F NALIGNEE T (2. 0kt A%) 1, HAZGCG 7 21 Lk X 84k £
(Accelrys,San Diego,California) B—3 . 448 A AT LU B 2L 1R 7 41 I AL TGNAR 7
i, A4 FHPAM1 204 AR08 , B 11K B 10 40 L2 RNk 11 57704 F7 2143 A 1) o Ath B35 J A 43
B A I G Torel 1isflRobotti, Comput . B 3% (Appl.Biosci.,10:3-5(1994))
118 BJADVANCE FIADAMPA Sz PearsonFAL1ipmanf] L& (Proc.Natl.Acad.SciUSA,85:2444-8
(1988)) H A HIFASTA,

[0180]  7F 5 — sty =Urh , ISR R IR T H1) < 1A B J9r bt — S0 mT {8 FHGCG 3R A R 1
GAPFLFF , 18 HIBlossom63 40 [ 5t PAM250%E 4 , 5 AL F 4 12,10,8, 655404 S K FERLE 2,3
B4R T8 8o 72 S — St 77 S, ISAMZ IR 7 91 (8] () B 40 b — B0 AT 48 FHGCG A A i)
GAPFE 7, 5 FH e 0 A EE M50 K FE A EE A 35K 58 il o

[0181] 2 Jik 2z ] (1) AL 38 5 b R <7 R DA R SR A o 1% R AR PR AR 12 1) 55—
AR IR 2 KA 1 25 8 LR 1) B L HUAR o PR <7 B PT g 2 3R AR BRI o 3 5 o 311 R
SFHUCRAE AR W A S R A La Val \Leuf T le i — MRE 55—, FR 2Lk F Ser M Thr ) H.
e, BRI R FEASp NG Luff) A8 3t , Bk iz B 5% FEAsn AIG L n 1] (R BUAR , Bl PE Bk B Ly s FlAr g [ 58 Hi
DL 75 A i ik B Phe M Ty r Z [A] AR o 0 T R R BR 02 ] g /2 R AL UTER 1) #8 T /EBowie et
al.,Science 247:1306-1310 (1990) 38 %],

[0182] AR fk 2 Kk nl i it — N a2 AN HUR BRI N ) fil A R T B3 1% L (1) AT ]
HEMAAEREERT I T A 2R DT , AR 2 kAT DL 522 DhRe e (40, #é
g IR G A I 7 A RO BE) BURT AR — Pl 22 BhE YT TSk = DhRe (G140, Be 8 7= 4 A
BE) o SO A DI RE AR A8 A AL DR S5 DU BAE A O B Ik B DG B X A U - D RE AR A
AT A AL R 1 ARG, X A EBARAS 22 77 AR T e b () e A B A AN I 25 () D RE e A%
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AR, X PR AT — 8 R BT XS ThRe r= Ae 1 T B 67 1 1 520 o JE DD e 1 AR A R A
— AR OR T TR A, B N, S n) BT B L3 1 D B ke B O i X
IEUAR, $N S I A Bk 2k

[0183]  Thik b 75 Y 2 3 R W] 38 o A 4TIk 8 0 v 1R, 8 2 o R AR Bl TR R 1
A% (Cunningham et al.,Science,244:1081-1085 (1989)) . J5 3 )+ B AE 4> T 1 B4
Bk B gl NN EIRRAE (AN DR A BN RAL 51 B8 Ja #EAT R S iE T
I o X 22 BRVE P 1T 5 DB 1) A7 i i ] 3 ek 25 M) 20 AT 1R AT B o, W, 25 AR G AL IR B
JesEFIFRIC (30, Smith et al.,J.Mol.Biol.,224:899-904 (1992) ; flde Vos et
al.Science,255:306-312(1992)) .

[0184] AR —B AT T AT HA FAR ZIRPIH G, Frid A Eaif) 2 Ik adE 45
FT iR ) TL13CAR 2R 9 J5 A1 AS SC T iR FtT P14 OKMGMT AR 4% B i A4S S ik ) TL1 3CARER (4 Jii Al A 3
FIT iR 7 P140KMGMT A {4 ¥4 i, , 1% IL13CARER [ J5i 9SEQ 1D NO:4,SEQ ID NO:5E{SEQ ID NO:6
() S8 L /R 1 - 14614 7 7 A4 i 5 SEQ 1D NO:4,SEQ ID NO:58{SEQ ID NO: 6/ & JHEfs1-
1461 3 B A E/75% ,80% ,82% ,85% ,90% ,92% ,94% ,95% ,96% ,97% ,98% 5{99%
55— 8 2 K, 1% P140KMGMTAS 44 A SEQ 1D NO: 1 I Z ZEFR400-606 11 JF 51 LA J At 14 Hb
5SEQ ID NO: 112 24006061 7 51| LA 2 /175% ,80% ,82% ,85%,90% ,92% ,94% ,
95% ,96% ,97% ,98% 899 % ¥ Il — BV Z Ik, I 21— BOME A AT IR () BLASTHE
7 VA S ARSI ik () Z 508 7€ o AE 55— St 77 U, 22 IR S ) B35 09 & SEQ 1D NO: 4, SEQ
ID NO:5F1/8(SEQ ID NO: 6 A Falift) 2 kel 4% HSEQ ID NO:4,SEQ ID NO:5H1/8Y
SEQ ID NO:6RJEH A a2 ik, LA &Rk 5SEQ 1D NO:4 B A £ /75%,80%,
82% ,85% ,90% ,92% ,94% ,95% ,96% ,97 % ,98 % 599 % 5 71| 35U ) 22 ik, i idk e 41 3%
A B A SC TR (O BLASTRE > A S 30 5E

[0185]  FEREEM T, AT AT NP L HHSEQ ID NO:1(IL13 CAR-P140KMGMT) , SEQ
ID NO:2 (IL-13 (E13Y) CAR-P140KMGMT) ,SEQ ID NO:3 (IL-13 (E13K R109K) CAR-P140KMGMT)
BUHAH B i 1 43 B 00 2 K o AE LB TT 1, AR SCA TN AW AL SEQ ID NO:4,SEQ 1D
NO:5,SEQ ID NO:6,SEQ ID NO:45,SEQ ID NO:46,SEQ ID NO:478fH4H & IR T 411
ZIK (G Em 2R .

[0186] 7 % BH B 5 Ko A& T4 M 5% A 1) CAR 22 ik, i 3R T4H Bt 52 4460, 25 i s () — b 22
JifRE e iR () — Pl 2 AR EC AR (1, BUAA) o 7R 8 19 77 TH , CAR 2 iRk B & 697 I ez 11
— Mk 2 P A ) 24 7)o £E HAR T T, A BRI Koy B 1) 22 IR R HL B AT AR RN A, A
N A SRR I AZ T R 7 5 Jw b 1 22 K (1, oAl AR 4A) o A SO AR TE “Z2 I 2=
FRIR A, F HAW S e e KB, BRI, IR B R AN SR B s B 6 78 2 IR 8 SCTE LA o
[0187]  Z ik mI{s FH AN i 88 1 oA A A B FE— st 7 s Hp , 22 )ik el B2 2H DNAFI E2
R BERIA LA S A A F AR A s 10, Y b 22 TR AZ IR 73 ¥ 4l e [ 2 IR LAk, ik R 1A
BARKE Sl NG EARAN , 7R BT IR s A A N 2RI Bk 22 Ik H 44k AEC ) B 75 ) S i
T4 2,

[0188]  AXSCA# P I 2 BRI “O3 BS R, “BEAR B afify)” 5 “Ba AR L aliny Hor &) e e
M EE ZH B3 F B 2H 40 23 B B i 22 KIS P 22 IR A AN B e o, ldb 2 & O ik 22 Ik
i AT A 2 KA b S AR s e A 2 24 . e A, 22 kT N 2 40 i A E AN S A DG B
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—Z Ik (0, FER G S A ) FEHAN SRS oy BT, RS Al Bl A Eafift) H o 5
(007 o A5 T, P ASE FH A SR IR 1R 55 R A 6 R DL S AR SR F) A S AR N 73 8 )
M ARIG 2 B 1) A R Al B A F Al By B 2 k.

[0189] A% HH I 2 ok vl 4 i Ak Ay ] o M 1 o SR T, 7 24 B AR ) 2, b 2 RV i Ak
[) J5 1A P o) 70t A A G o B AR PR AE TR o VF 2 IR B ) Dhie , R AR E E
1R e Ath s 2 B8 1R 0 1 22 IR ) BA S8 (1) Thig o (R ikl , A B AL 36 & PoAS [R 0 4 B o 7 — Fb
ST S, FEAA G HARY) i BAE SR DT 24130% (R TEE) HAE R R G, 5
PEATR) T 220% 1 HARE A B, DT 210% 1 HAh S A i, > F 295 % 1 KA & A
Jiz, BT 2491 % 1 HoAt R B 22 KRS 7

[0190] 4 EE4H A Bl 2 KIS, BTk 22 Kt ] DU AR & 35 7 2 10, B, B 9 i 5 b T4
20 % 1) 2 IR HIFFAARRA , DT 2910 % 1 2 IR SRR, Bl 295 9% (1) 2 IR R AR “FEAA
B A TR B A A 2 24 B0 S AN 22 KR & b BT 0 B PR A 2 A B L A AL 27 24 o b 4
BRI 2 IR 77 o £E — Fhsie it 77 sUrp, “BEARAS B AL S AR s AR AL 2 24 i S B
DT 230% (GZTEHE ) AR FT R EHARAL 2 25 5, 2> T 2920 % 4 2 A R sl = Ath AL 2 24
i 20T 2910 %6 Ak 2 A B AR AL 27 24 i BYGEE 2DT 295 %6 A A A AR B At A4 2 2 1) 22 K
[y il 551 o

[0191] 72 —Fhsijiti /7 xCrh , AR BH I £ BRAELFE B SEQ 1D NO:1,SEQ ID NO:3A1/5ZSEQ 1D
NO: SHIAZ IR 73 G5 1) 2 2R 7 91 LA R AR S e — 8 3 o AN R B I 2 e B3 an 1 v BRI
F BB, Birad B BOA 51 A8 44 5 i A48 SEQ 1D NO:1,SEQ ID NO:3F1/8¢SEQ ID NO:5[¥)
TR 7 LR 53 T Sm a1 22 IRk LA Sk MAR S e — 3843 B A <2 i) (R A o

[0192]  ZPRFRIAH A4

(01931 AR BH AT N1 55— J7 T & T A% IR 1 A Sl Ak B A AR T e SR B g A 1/
B0 A SR 0 B ORI A o AN A 38 4 R N 51 2 R0 ) B ZH DNARE R 77324 B 1 v v A
A= R S A SCFTIR A TL13CAR « [ 22 £ R AMGMT AR A4 () 8% A5 K2 B2 5 1)« B I, 8% A5 1% B )
P v b 2 BORLE AR CLEAT , 0 4n, FE 7, AT A AR 1 7 51 . — BRI T BHER I 7471,
IR AT FHHR G A% B A e A A b FH T P 4% 3L 2 70 40 Y 1 8 2 3% B ST« PR ke, 0 79 AR S
PR ¥JSEQ ID NO:1-SEQ ID NO:3HIAZIR /T 5ILL XSEQ ID NO:7-SEQ ID NO:24.SEQ ID
NO:34F1/8(SEQ 1D NO:34-SEQ 1D NO: 351 2H A ik £ b4 E M4l 7 o 22 0% 26 Jofi ks A4
FH 1 Ja B0, 2 i N 300 2 3 1 53 RORE o 75455 JE (1) 7 THT , k& #0  A A Bobr B i G B 3 Bid
SEQ ID NO:1.SEQ ID NO:2#1/E{SEQ ID NO: 3 —ANEk M LER F 41 o 4nSejifi 4] 1 o ik
11, A& TL13 (WT) CAR-P140KMGMT 5> %1] (SEQ ID NO:1) .IL13 (E13Y) CAR-P140KMGMT (SEQ ID
NO:2) 81113 (E13K.R109K) CAR-2A-P140KMGMT 41| (SEQ ID NO:3) [ Jo b 285 44 i 3o A <
B i) Fr B v [ 22 pUCH 7844 Hh i i S [ 28 pMPG AL A Hh 1 77 AR, 98 5 AR s 300 2 S5 o 3 R
(Lt f512) .

[0194] P& 1B2 451 15 A A0 75 TL 1 3CARAA AR 1) JBORE 2844 , FL b ol R 5 AMGMT 2 [A] o [ 2B 26 45
Vi B340 2 TL13CARF A A4 3 H B 404 67 T TL 1 3CARZ S 5 H1I ) T i 1T P 14OKMGMT 4t A I %71 1
FHTR] ) R B

[0195]  FER] i 1) St 77 UH , G A AR STk () TL1 SCARIAZ R 4 el B 28 58 — Hi A& I H 9
BE A SC AT IR FRIMGMT 25 1 J53 149 A% BR % e B 22 2 3 Ak o IR itk , AR R BRI IR 1 38 — 34k (i
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Wi, 35, W EE, W SR EE, B B, IR B, 55 5%) AR ik (Boks, Rk, 58, W e 1 i
B, B0, R E, %) TR S — 8RS A A SR TL13CARI IR , ik 28 — %%,
PR AL YA A ST IR FRIMGMT 2 1 ol () A IR

[0196] & 38 A% R A4 S A4 ) S 490 455 Sk (9] 2, BADR XUBEDNAR) A5 75 2804 (ol , 306
B FORRREAA B IR A A, BN R ) S EARE N B S E R E S LA B TR
PR GIN BT IR T8 = 4if A (9, FL A 52110 40 B J05 040 200 A1 8 4 RN B I 284 ey 7L B A k) «
AR (1 2, R B N B FLEN AR 7R 5INTE R AIM 2 JE B RS B e L4 i A R 4
W, I 1 3R R AL R AT B o 1 L, — 283k (GRIEFE) REHAZ IR RIEE M 2
AT A E HOE BRI AZ IR « R 5 5 EE L DNAF AR Hh ) 2R I8 #4038 5 2 ok 2. AR, A
R B BB 4 R BRI G e LA T =, 49 2, $ A ) T e 11 9 B A (49 4, 52 o) R
R S 55, B 2 AIRAH S TR 28) o

[0197] A% B B D016 I B 2H SRR 3 R 46 B 18 TR & 1 4 I 7 71 g 2R
A B IA% R 7 T o 1IX R A RIA HR TR T A5 T 3R 18 EAiME B — A
82 AN T8, BT IR A% T 8 AT A % B B A R A PR T A AE E A Rk AR A
TR RO 2 18 H AR R A LA R VFAZ R 7 31 R A 1 7 OB E R 7 5 ()
W, 23k 51N 15 2 40 B P B 7R AR A S/ B0 3R R G0 B R TE AN R o ARTE TR
P EAEATE BT, A AL R R ST (B, 2R ERES) X IR
T iGoeddel ,Gene Expression Technology:Methods in Enzymology 185,Academic
Press,San Diego,CA (1990) HH ik o 4% 7 ¥ TR A% 1 IR T 21 1% L 3R 18 5E M) 7E 22 P s
RUP) A 32 20 M A ) IS e 4 1 A AR A% R 5 91 1) 3R AN R [ £ — L8 75 32 40 i (1) 5 £
VR H) (B0, HEURE R R A1) .

[0198]  ARAMERHT AN F2R S HRAA N 2, AKX AR BT TR T a0 R R 2R, i n, f 4k
) A1 2 200 A P 30 436 R0 ST SR 1) 22 IR ) 308 7K T o AR R B AR 3R TR 3w ol 51 ON g E 4B, AT
PR Z IR, RS A SO IR AL BR 40 1 St i Rl 22 K

[0199] AR BH I HE 2H SRR B AR nT ¥ v T AR BH 1 22 IR 7 T A% 400 i B35 3 A 4t . (46
un, ZH e AR, 5 a0, K AT B A, B2 HRAR AR (fs AT IR 2 44) , 1 Bk 40 A B8l L sh 4 4
i CGR KB 4m i (1 4n, N E4000) , 54000 (540, /N6 4 ) , SR S 4a e , R 255
VIR, Wi 5 SRS AL, SR A, R4l iR) ) I RIA .

[0200]  psb Tyt A ol 155 R 5 A IR ) S A7 PR 300 2 S B SR L A, 5 20 1 SEZ it £57) 1 A SI2 Tt 457
2FTIRMITLL3 (E13K. R109K) CAR-P140KMGMT Ik A A% R T 41 o K fth A5 AN 38 B 15 4= SCHE IR 1
VRS A U I R N R R 7 VR AT R T AR AR AR ST (A AT R A% PR A A
(180 300 2 S 9 B UL o N T3 H ) 2 G 25536 mT de sk ph 9 2 00 A N T S AAR (1) 41 B 2 i
FEak R MM o K FTL13CAR—P140KMGMT #4) f A 2 5 (1) 248 it mT A2 FHI451) 4 2 Y6 vt A ) 440 3 288
2Rk E AR R BARIKI3BE 8 T HITL13 (E13K.R109K) CAR-A2-P140KMGMT #4) @ A4 4% 4L PG 1 344
L) & 4 o EIBANR IR 1 E SR F SR M MR IIIG SRoli 85 28— IR % 3 2 Ja SRR TL L 31 4 11%) AH G %
= (F1n,4.0%) B3BE R 178 E 5K FSRWg M e o 2 5% R I 4 2 J5 IR TLI 3/ 4
Ff ) AR BB (14,966 %) o 15 FH 5 VR 34T B VA A P M I We s tern BT IZE 23 AT, AT
iff i WU B 1 40 3K 1) P14OKMGMT 25 1 Joit 4 ¥ 3CHT s, 5 B TA 2= & 1B 7= B AR e = (1)
1 i B AN SR AA TL 1 3CARFA) R A4 () ) s Ak e ‘= ) 40 ML AHL L, FH TL13CAR-A2-P140KMGMT #4) 42
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PRI S AN B 4R 22 id FIEP140KMOMT & 1 i .

[0201] P TAFNE 2A5E (it 1 o b 28 R 24K 1) TL13 (E13K . R109K) CAR-P140KMGMT ) 7~ &
K, i B 1B 2B 7 T T35 2 1E 4 R DR 20 1)5” LTRAAS LTRA 3 (1) x5 AR 1
AR

[0202] R SCHEIAR B AL R A G AR 5] N T =R AL am B, UG 3~ 240 i e g 4 B R 45 2
B AL IT 29N 291 , BT iR AL TT 24590 7 1 AN TMZ 22 2R DNA FR 34 245 791) o 4 FH 490 G s e 9 3
I R T B S B AR ST ORF AL IR 5| N 2R FLBh W0 2 A M o W i B AR S e TR AL 3 P 4 i
F10) T B SR B3 AR AU L ) FF HLAE T SO iR TR T H BT REA I R B Rk
ARIT 24

[0203]  — s jite 7y R 0 B B8 1 A S TR ) 3R I8 R G 318 N TAH M 2 2R 4
0 o 93 7 28 A 1) SE A AL FEARLAN PR T - MEGE A4, 258 T I 25 IR 804k , B T R AH OC i 2 (AAV) [1)
AR, W SO RS, A SR - M B BRI B SR AR 2 R (HSV) A4 .
[0204] @, fo /NG SRR R LS — 485 LTRANS LTR/F 41, — Fhak 2 Al B bR LA (i
7F B br gl vp 3RaK) , —ANEE AN B 37 A T BERNA I A 21 o o] A 36 AR SR ik
F1R) R AR A8, 8 R ) S Ath 1428 1 51 o o B A0 S e o 2 ] A A Ak 2 0 B A T AR 1) ks
Hh I LB 5 IO B FH T SORLAE 40 1 H 00 S IR 20, B A 25 20 P 3 4 dn s AZ A . (9
PG13/NER A 4EREAMD) o 1 0100 e S5 0 B3 3R 2 R — e B A4 A — AN a2 s e ik
JA BT, SR BIX P — e S 7 A AL TR B EUA RIS LTRAIS™ LTRF 41 8] ) I
H AT e 22 H AR BRI ) “W 7 B 81/ 3898 1. “ThRE 0 R A Al AR 82" 245,
{HANBR T, B R AR T )8 3l A/ B G5 o7 T AER I Ar B AT A7 b IXFE, 2 B 8h 1Al 8)
R 5 Gl ) R TR k), DR I FRIA K 2 2 RS20 AT B 5E T/ SR B4 AT
TR (0, BG 00, FEAC) 60,25 40 A 55 o 1 s TERNAJE PR 2H 1) 238 , YR IR 4 1 H A 40 o
Fride B0 H ARFE R 3R I8 , B 9 2 # 5

[0205]  J5 7152 HHDNAF FJE I R IE 32 i JT 1, IZDNAFP 51 7 VR A AERNA SR &5 i AN ok
&G o BT T ATk 00 H AR JE R GEH E£7100bp 22 1000bpyE | ) [ 2 46 % 65+
(1) _E3iE (57) IF HAm il 5 o n] B AE 1B B 1) dm i 22 1% FF R 7 1 11 s <) VR 3E 1 AR B 36 04 )7
B o JA BT ] DL AT 75 5 1) B RSO [ o BT 15 5 1 5 B0 Wi 2355 7% 2% A 1 — e 25 AR (B s
T FE R CCAR) FEDNAR 48 i) 1 18 ik DNA JA Bh % K P 1 38

[0206] AN &0 22 M R B AU T8 8 30 RT3 M B2 22 2 4% B IR g 6 1) 17 51 1)
J715 o RAR A BN 7 ZI ANV 2 S5 M 3 sh 0T T B ide #6010 B bR R IR (1) 8 [a) R 1A — 2851
it 77 XA FH S WA R 31 RO AR XS TR AR SR 31, Ui 14 J8 30138 0 o 1 B G ) e sk o
PR R R R R R .

[0207]  — ey B AR E0 4 I XA P 2R 77 271, DT A1 a2 14 225 R 4 95 FRNA N 93 B3 RI0RL o
S A ps i- A1 o X AT P 51 A e 2 R

[0208] W] g A AR 40 2 RN AR AT 5 38 1 22 (R T RE R 58 B B BRI 7= A, LR (E AR
T PR W Ny VIBETE AL , 42, et , Ok 4litk , PCTH ™38 DL S DNASE P B AR tER A, il an, '~ %71
SCHR A PR 1 : SambrookZE A SCHR Molecular Cloning:A Laboratory Manual.Cold
Spring Harbor Laboratory Press,N.Y. (1989)) ,CoffinZs A\ H#k Retroviruses.Cold
Spring Harbor Laboratory Press,N.Y. (1997)) #1”RNA Viruses:A Practical
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Approach” (Alan J.Cann,Ed.,Oxford University Press, (2000)) .

[0209] A4k O KT AR] 22 i m FH T 7= A 3 1R 300 e S5 B RO (1) 7 V25, BT IR 00 2 SR 0
(%) 225 IR 2H B0 45 i B AR RO RNARE DL A o — P v , 36 T30 N B A A 1) S 240 s e MR 1)
BEMIURLHH (1) 99 BRI L T B A T 5 N L3555 B 2L (R A RNA ) B 235 41 Bl R - B G236 40
I P R AR ER A 5 %00 R A R K 0 7 2 ] ZH RNAVED 255 22 0 73 UK P R R L R 4
i BT 75 16, B HE S A 2 B 1 5 Bfgpa l B I ANEL IR B 1T

[0210]  7E—uesija A, ELEE M R n] F e R I8 — e R B IR E ()
1, gag,pol) (E W, Hltn, 2 H L FIUS6,218,181) o 7E— L85t 75 = , A0 255 4 g 2 7] 4% 2
B — e 75 SR B 2 1 (B4, gag» pol) R TR HGR A 7 G , A0 458 AR SCAIT I8 (1) JRRIE: 975 #5540
H AP AE— P B R szt 7 20, E 2 41 R A8 e Rk gag Mlpol 7 41, I HL4NHE &
B 5 4% 2 i 1 2 A8 A 1) s 0 St R B B 1 ) SR 2% Gk o TR ST SR ) Sk, 497 T e ek
BB I DAL Ik o T8 5 ORI 17T 453 281095 B UKL 110 A 408 BEVR o 7~ 491 14 ) 0 25 1 L 28 0 9
PG13 (ATCC CRL-10686) ,293 (ATCC CCL X) ,HeLa (ATCC CCL 2),D17 (ATCC CCL 183) ,MDCK
(ATCC CCL 34) ,BHK (ATCC CCL-10) FICf2Th (ATCC CRL 1430) 4l &,

[0211] 15 40K

[0212] A BA) 55— 7 T8 T 8 9l ANAR I B 1) 25 2H 2k #0441 1 32 40 i R 1 48
Ja” 0 2 A 32 4R A PR A SCH B A o B S AR 1Y) 2, IR S ARAE AN KRR e 5296
e, 1 ELIE P R 3 Fh 20 i ) T AR BB FE 1 AR TR D ] H T AR B B S I 1 AE S5 AR A
Az BEEE AR, IX B AR ST _E ] BE NS A T RELN A, (HR X L AR AT SR B 7 AR SCAE 1)
ARTE B LA

[0213] 15 = 40 AT LA AR 47T B A% 20 i e SCAZ A0 P o A9 G, A BRI A% R 43 1 T 7 248 B 4
i (4, KA AT B S HUAT D | T RE B L B A0 P H 2RA - — 5 THI , T 32 41 B 2 FLsh 4
i (RS anm (i an, NSS40/ , R shPan i (1, /R4 i)  J8 R sh P 4n i,
RSP, 5 VT RS AN BE , 2R 40P, 2R ATAR) o 7E4% 2 10 7 T, VR 7L sh 0 41 B A2 S s 4
o S — 7 THI » T L B 20 M 2 T A o X6 T AR 3k RN 5 1T 5 e Ath 538 (1) 1 32 40 B =2 B
SRR

[0214]  FLASCH B BT 5, TR AT LR AT TAR M , 18 an s 2 A TAHM, 5, B G T4
R H IR T R TEEM (140, Jurkat, SupT1, £84%) , B3R H W L 3h 70 0 TAIL . 2R
TR K B FLEh, IBA T4 AT L H 2 MR VEIRTS , A FE (HANBR T+« Ml B 88 bk 45
60 i JEL At 2 29 B AR YR o T4 PO T 4 AR el Ak o T AR R DA A& A TR B . TATAR AT L& A
PR3 BE IR TN o TAH A AT DA ATART 2 2L (1) T40 i I BT LU AT B B BRI T , e FE(H
ANBR T :CDA"/CD8 X IE L fuf T L . CDA i BT A (51 41, Th 21 S A Tho £ A) CD8 THH A (1]
U, YU B TN A) A0 R I B A% 40 (PBMC) - #h JE1IfIL (5 2 (PBL) - Jibe 32 i 4« iC A2 T4
L WTAR T A0 M 55 55 . TAR A AT L2 CD8 T Mg 5 CDA T4 A

[0215]  FE—Fhsiti 7y U, A BRI 46 W A0 7 v R A FH ) i = 4 B 2 NK-9 2.4 g (NK-
924M i Z , ATCCR I 5 : PTA-6672) o

[0216] A% PR A4 A4 A Jd ik 5 FI A A B e BOR 5N 2 IR A% 4R i Bl S AZ 4l i o A S
VAR “JRHY” , Tl , I T A I 4e” 32 48 H TR MR TR AZ R 70+ (140, DNA) 51 N 275
2 ) A AR L RN T 2 AR, B - B IR S B S S YT E DEAE -] SR N S L
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g i sl v 2 L o T3 AL B e Tg T 4 B i) A 3&E 1) 5 v rT ZE 4 i Sambrook et al .,
Molecular Cloning,A Laboratory Manual (2nd Ed.,CSHP,New York (1989) Fl HAthszi6 45
e AR

[0217] AR BH (1)1 F= A0 e (191 G 5% 7 22 v 1) iR R i 3 0 B B0 0 A% A 2 4 ) ] T A
(FRIK) AR A TEI) — Pha 2 FCAR . PR L , A B A T B N b St 1 A A R B ) 1 3=
HHEAE FCCARI) 7% o AE— PP iiti 7 =0, IR D7 VA G R B IE B B R 3 5 R AR B A T
()78 L4 (FERTIRTE LA O 50N T gt AR K B A FF 1) 22 K B8 40 3R #044) , AT 2B
Jil— il 22 FRCAR

[0218]  S%of Wity L Bh A 40 L) B e G 5 5 AN A0 0 AR 110 A 5 25 T P 45 FH %) 3R 44 A
BEYUREAR  AVAY —/INEB 20 4R B R B AP B P DNASE & 28 HL IR R 4 vb o o T R AT X e e
7, I AT R ARG (B, T hu A 2 B AT 32 0) 1 8 DR s H AR 2R R 5N
T E 4R A A o 02 1) AT e 33 1) b A2 B0 4 T T i 24 12 ) B e bR 4, 8 40, G418 i A7 3R R
2 o b nT e BRI R IC DAL IR 43 1 VI AE 5 A K AR IR 70 T AR 3A Bk 5I N
Z 16 A0 B El ] 7R B AR B I\ B TE E I . B 5T ALER 43 TR T g 4 v
2Rk A (B, &G FF T ATIR B AR 1O 3 DR 1 A0 IR 2 A7 3 5 1 e Ath ZH i A
),

[0219] QAR SCESGE BT, A B G Je S s 2B, 45 4 (BB T, OB TL13CARFF HoN 2
T TALIT 2570 8 e i B T Sz PER T BRI 5 AR B 2 BoR B TETMZAZE RIS L
T, Hgwig I RiE FCTEARA R TLI3CAR (SEQ ID NO:4,SEQ ID NO:5 or SEQ ID NO:6)
AIP140KMGMTZEAZ 44 (SEQ ID NO: 33) LR [T 51 % T B TAR B AH X TR IB RIS TL1 3 CAR
()T 40 B FL A B8 iy B A5 26 o DR, 7R 8 B D7 T, AR R B Je RIB TL13 M /B IL 1 3 A 4
(4, SEQ ID NO:4 (WT TL13 CAR) ,SEQ ID NO:5(IL13E13YCAR) 8{SEQ ID NO:6
(IL13E13K.R109KCR) #1/5(R109K IL13CAR) LA A5k 40 A ™ A Ak 2 R B FIMGMT R AZ 4k (451l
P140KMGMT 2825 {4 (SEQ ID NO:33,SEQ ID N0O:38,SE ID NO:39,SEQ ID NO:40,SEQ ID NO:
41)) fRICAR o £ — st 75 2 , 40 FH TL13CAR-A2-MGMT#y E2 44 5, Horh , MGMT 2R 3 JlAS
2 B A4 BMGMT &5 Ji7 (SEQ 1D NO:49) .

[0220] 7 = 200 P RO USSR R B

[0221] R ARG PUE 2 (CAR) TREALIN B 0% 7 A5 ey B hle S 1 e 1R 53 0 R A3 1 T4 e
EAG T B A EMIRIRE R 2 G395 E K KHE Grupp et al.,2013,N Eng J Med, 368:
1509-1518;Porter et al.,2011,N Eng J Med,365:725-733;Sadelain et al.,2009,
Curr Opin Immunol,21:215-223) .7 45 CARJE [R [ B5 2 T M Ay %o 422 AR Vs At Firk I8 200 it 42
ft 7 AL T MHCHI AL o BT 38 Hb L 3% S84S5 (1) T 40 B 4 Ak O “ TH T4 MY (designer T
cells)” . “T-bodies” B{ “CAR-TZHE” Ma et al.,2002,Cancer Chemotherapy&Biological
Response Modifiers:Elsevier Science,pp.319-345;Park et al.,2011,Trends
Biotech,29:550-557;Ma et al.,2014,Prostate,74:286-296) .

[0222]  53—T7 I, &K EH A TN AP I T A2 i 18 CAR MIMGMT £ [ Joi 1) 4 i 1) 7 7%
CARELE TANHLSZ A , BT T4 B 52 A6, 5 i e 1) — il 22 ol e R e ot i) — i e 22 b A4 (451
W1, FUAK) 5 FrRMGMT AR 1 J53 384 b 2R BB CARFIMGMT & 14 R (R A% TR i S (1) 9 HL 3 5% T tnTMZ
Z ST DNA R B A0 245 770 ) A I 00 375 7 o FE A7 38 T7 1T AR B A TFIR N 2588 S A R IR CART
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YR 7%, CARELA SEQ ID NO:4 (IL13 CAR-P140KMGMT) .SEQ ID NO:5 (IL-13 (E13Y) CAR-
P140KMGMT) .SEQ ID NO:6 (IL-13 (E13K R109K) CAR—P140KMGMT) 55 He2H & () Z JL /R 7 41 . Pl
T ALFRI AL A SEQ ID NO:1 (IL13 (WT) CAR-P140KMGMT) \SEQ ID NO:2 (IL-13 (E13Y)
CAR-P140KMGMT) B{SEQ ID NO:3 (IL-13 (E13K R109K) CAR-P140KMGMT) (K k% B2 15 %1 51 N\ 4
Ff, 5 EL7E F 40 2R IA CARF Z5 44 T 2 F: BT ik 4m i, M AR e 3R 08 R A #8770 R 2 4 Fr 4
Mo, iZ B S PR Z AR B A SEQ 1D NO:4 (IL13 (WT) CAR-P140KMGMT) .SEQ ID NO:5(IL-13
(E13Y) CAR-P140KMGMT) SEQ ID NO:6 (IL-13 (E13K R109K) CAR-P140KMGMT) &5, H:4H & F) 5,
ER T

[0223]  FERFEEM 7 1 , {5 FR B LA (19, 300 SR B 300 , 1 B AR , iR s B A B
HAHE) B A% 7 5 5 NG o 55— J7 THT » 40 2 0 L sh W 4, 49, Wl LB T4 . (431
i, NTARM BN SR TAHMD) o 7E4F 8 0 77 TH 41 2 B AR s\ B 4Pt (HLA) — 45440
o B — J7 T, 4B 3R B R CA e (49 2 vy R R TS R, 5 a5 22 T 1 I J5E R 44 i R
(GBM) , [] A% 4 2 T 41 Hfo 987 5 ) L 286 i JoRe) 1) — AN Bl 2 A

[0224]  [RIth, FLAR 7 THI#0 So SRR ARG A< i B A I B N 5 1) 22 2 — FhCAR TN 24 P 22 K (1)
TN R B35 1 e A0 T 32 4B 2 3 SE DR TR AR 40 B sk T 40 AR , A AEAE T, Frid i 3
DI T I 44 248 b 550 200 B 75 AR 8 A B AR B AL A A o T T Ak Bl 1 2 A P FD /Bl 14
1) 5 3 e AR AU AR N B3 AT, FF B, B 5 FLER R 5 o e A 1 A 1) 1
F A VAT, HAESR A 5, AR R A R B A TF I ) B I AL BR A R A e
MR AR B AT N 25 5 1 5 4R B G H nT e i SE B — A B2 S i L T SR A, A et Jd i 4
HYU T2 , It H &2 CD8 T4 M 1 3845 15 = 4R A , Frik CD8™—T 4 Aol i 9l iR 4 A< i BH A T P 4%
) — Pl 22 PAZ R ) A B A 2 e ali e T, AN T SRAS AR A B o T N 45 () 1 = A
[0225]  FEEATH AN B AG  /, TAH ML) SRIE IR H 32903 « R “2i 37 B AR 4
P55 I N AT A7 A B AR AA (N, W FLBh YD) . 32 06 3 B S A4S N R A R K2R Bh W, A,
A5 /NGRS RBR AN FE DRI G U5 2R 30 TARRE AT 3 22 Pk USRS , (045 40 JE I SR AZ 0 A, 5 B
PRELSEZH 2L, JF A i, I AR 2HL 2, TR YRR R 2L 23, K, 0 s R JER A A 2 R B o 72 AR
BH IR — L2 7 10, AT {5 FH AR A048 1T 3R A5 AT AT 20 ) TR o 75 48 R B A 1 N 25 1 — S 7 1
AL R A S B AR B E BT B AR (B, Ficol 1™4x B5) [ M52 7638 R AE I i 2.
TCHRAFTH o A — ML 7718, 2K B AR B A P4 I 040 200 P ] e ok 40 B R34S . 70 B R
7 vt 0 L EL S TR MR A KRR S A, SRR A, R, BAR AR, FL A Az ) B i, 4
YT B LA R I /N o — 7 THT 30 e 23 T A A 1 200 T A 30 3k DA B 2 I R S+ 1 &4 e s
TEERN MR EEE TR HT R — I P AEA R B 09— AN 5 T, 40l ol PR 2k 2% v
EhK (PBS) Wik o 7 n] e ¥ 5 T, Yeas R k85 9 H mT DA SR BEEmT DR /DT 2 B 48—
W BH T AEAAEAEES G OL T, S W) )3 A0 0 R0 R EUH A TBOKR - i A UB - I8 B AR N 7
Gy T ERFRI , Yedo b B nT d ik AR U AR N 53 8 A 51 58 B 491, AR i A e e 1 6 B A
FE 3 “BE R B 0L TE BRE S - TEDE IR 2 5, 4 T 1 2T 2 Rl AE YA 25 M 2 o i Bl 3L
A 17 A G R B AN T A G ) R K TR R o T kb, AT BR 250 B R (apheresis) FE AN
HEER R A TR

[0226]  —7J7 10 , T4 AR I8 ack V7 e 21 40 e 5 EL B 25 i 4 AR AN 470 J) I b E2 A4 A b 0 B ok
52, 38 5 PERCOLL M5 i 125 U B 388 3o o 48 5 0 9 Bt o T P 1) 45 s 10 I (31l 2, CD3+, €D28
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+,CD4+,CD8+,CD45RA+, FICDA5RO+THR ) R i3k — 58 ik BH M BB PR e B AR 43 5 o AR 4k
FORN AT AR B A FEA K B TR Rl A H 2 40 i 5 AE — 2807 1, BRARI &, 3T
BRI BAETE A AN St AR AR BRI B A RIE BRI AR ke LAz — b £
LU E
[0227] w5 1) - 0 B 1A 326 48 1100 &4 A ml: — 1190 2 ThD b2 0 T B AR 10 2L 5 56 il ot B
R RN TAH MO & 5 o — PP 7 V2 2 a8 o A7 1 2 R B ot X 4 B R 36 AT 4 B 43 8 F0 /B
A, P AR 2 Rk B Bt X 4 I AR A P S [ T S PR e R ) 4 B A AR I AR R SR T
PRICHII 5 oa B PR RIVR A 9. B, o 7 B P 38 A2 CDA+ 4R , 5 e B B iR TR &4
I8 41 45CD14,CD20,CD11b,CD16 , HLA-DRANCDSHI Fi Ak o £F — L8 7 1 , B AH [ /2 & AL B fH 1
PR VETANN , % TN I8 & R IACDA+, CD25+,CD62Lhi , GITR+FIFoxP3+, I g Ml , 7F — ik
77 187, T 5 PR 40 i 1 1-CD25 45 & BR sl HAd AL e 45 07 V% 25 .
[0228]  THHAEAYIELFIY 1Y
[0229]  TEVCTE X TN b 47 JE RME 1 DA RIX BR AR CAR 2 AT BR 2 J5 , Sk ] e FH o 5%
] % ) A1 32 [E & R HE A IF BT R IR I 7 iR A AT I8 TN i - US6, 352,694 5US6,534,
055:US6,905,680;US6,692,964;US5,858,358,US6,887,466;US6,905,681;US7,144,575;
US7,067,318;US7,172,869;US7,232,566;US7,175,843;US5,883,223;US6,905,874,US6,
797,514;US6,867,041; L K US20060121005.
[0230]  — FLAfA7 1 A% G a5 0 T B 0% dd sk AV EE 1 R 4 H A R R KCF B 3RAE N
FTH A A B TL13CAR, 8 v DABf e ik & 2 e s LR 2 B A A H T NES 5
(1) Dy RE 1 - B ), 7 5 O T M B B8 5 N BES 24 T 52 7R 3 DATE AL 5298 3 AR Y B B R
IS
[0231] 25L&
[0232]  F—TJ5 T, AR AT N W AR A SR 7 2 I TH M 25 25 T A I
B2 165 A G ARYE AR SCA T B N 25 10 7% 5 10 TR -5 A3 10 28 B0 R B 551 ]
il R 220 A P B AT il B TR N 45 2510 Gl AN, BT I8 5 33 (1) SR R B R 7 gt — 2D
Al LA 255 AT S2 1) o ] 451X P4 A W AW 1) J7 1 CAE AR U AT ik (2 WL, 15
41,Remington’ sPharmaceutical Sciences,16th Ed.,Mack,ed. (1980)) . 7E&i& B 1H 0L
N T 0 T A Ak T 1) RS Y [ R B A TR D ) 351 480 s B S YA 3 R IR N TR B S,
VIS, T 25 B 48 253872105 90 5 20 A8 2 20 0 77 =00] BT 97 1k 8l MU A 7 3
IR R 2B AR B T I RE SRR AL , B A R O Bl e T R 738 SR T, AR ) 2 A AN 3
AN R IE R A S AR 252 B AT 2 T 3G IR UL, BEARL A2 , 35 S0 T i AT el B B 5
1 BRI 23 LS ) 5 I P R VR 4 H D Hank s P-4y 36 95 9 B0 A= 2R 2R K il 5 SR
FHAE B2 b nl 8252 I SR BB I BC d 4 &P DA 1 2% 29G4 - BAR TN S mT DL TG
BRI o Tl 551 87 2208 T 25 2
[0233] A I&EMIZG % B2 B B B EANIR T 0K, 2R (B 40, NaCl) , $hoK , 22k
KBRS, T, SBE, FATRLAE A IS AE i, A BRI, 3R & s, B RS, 1t FLBE 2 SR BE 2K
TR UE R BE N, AR O RS T A BRI RGO A v T IR B L FE R AT 4
S, RO S el , 555, UL eI A S 55 B E, AT 5S4 S5E LAY
KA FH S E R S, B S8 700 40 an i v 7, B R R R ), TR R, FLAKGR), TR
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Mo 32328 IR ) £ 5 S2 v ), 26 B8 TRRR RN/ B A ) ol , S5 55

[0234] 4R MG, 415 ik v A F e Vi R B LA R B pHEGE i 1) o 2H S 0 e DL 2
AR, BT LW vl 290 IR %, ¢ SRR TR B B3k 711 - 2H S W) ] S5 A% Gkt & 77
T A H V= 2 SRR AR AR — [ B C 1 B2 77 o 10 R 1055 mT B RS AR AR A, 1 G, 259 2
H iR, AN, ek, WG R BE , 58 S Mg e Bl , BEAG BN, 2F 4 22 I IR B, S5 5%

[0235]  ZH &9l AR o B0 IR IC 1 s T 45 25 T AR 244 &4 - il an, Tk
YR IN A I8 e T B SR KM G v R R I AR L BRI LT, Sk n] A FE b
T 70 RN 22 ey SR AT 1) 2 A 1) e 0 R T 771 o ST 5 5 B LR A 25 A il 20 B A% A Rl 20 DA B
AR IR G AR ', 90, 45 9% B2 N I T 1R T4 R BTG /K IR A6 , BT i %5 34
BLEE B W B R TE R S BN S AR S RS A EMET , riR &
Y] 4y BT 5 A Jo R 245 K Bk B AT RE /K IR i o R Bk VRS 45 25 H S 1
LR, AR A TR I B /K BER K B 22, AT AE 25 24 2 R AR 5 AN IR A

[0236]  IXULH AWM Bl NTTIEBFEEAR T NG 2, fEN G2, KNG 2], AN 4
25, RN 2 IR NGR 2, BRIk N R 2, BE N 4R 2, Rl en 2, D IR 25 BN 25 2 . HoAth &
& B I AT RIS AT FE R R T (W0 SCHER ) 5 AT F e fe Bl n] AR PR AR 2 L, Bk n
WA E (CHLPE”) SRR G E A K B 24 A ik v A 5 HAbAL A YR Bk
BRI — e Y.

[0237] T Bt I & , Al fd A & 5 R 30t P AR 25 0 Ak I H B G DL s oK 7K i
BASKE FE B AR 5% 3K, R e 2 e [ 4 sl AR R 20 & 38 B H R E AR T 5, BF
T, FLWL R, BB R R BER R, LA TSI B, 208 R IR, B AR, AN SR R O, 6
T S ) AT K B BRAS HTRVR A B A e G, 97 R, AR 7, YRR, S r e T8
Wil 203 i 1 3 55 55 o A G 0T FE A it il 00 Hh o 6E T Ry 3 Tt P T 5 5 Mt 25 0 IR o 7
FEEIE T, Horb, T M A3 R 3 1 5 (] AR BROR AA S TE BR ) I 4 A B AR AE B R i B
JRIE RV R A GRS AR 7], 40 4n , & =A%) »

[0238]  ACHIARM LAYl BCh s R Ek T . 25 % BTz i S B s th s S 2 2L Y
JSCFR) J0IS 8 3 R i B R T B IR e 26 o Vi 1 TR i IS e Eh 45, Y SRR, K
R, BER , IR, W9 A PR AF H IS L £, P FH Vi 55 SR B TR ) ) S 6 SR 451 4, 905 L 4, 0, 4, 495
R, RN, = OB, 2- R B O, H AR, B B R R SRR e 3

(02391 7I&

[0240] AL AFFHIN A EIRAE Y R80A 0 &, Frid AR el EaFEE T A A
ST 25 S WD) A ) — B 2 R — AN ER AR A AT I MY, XS AR AT DL R
B BURFA UL 72 10 T2 00 T s 3 60, 1238 08 5 25 0 sl A2 0 7= ol ) A 7= A P RN 5 1%
T8 A i AR PR LA A T N4 24 PR e sl i) & vl DA A R T8 24550, 24
MR 23y (BIan, 53 465 25, 545 245 B R B 25 2) S35 0045 2. » BTk 602 Bl 77 Gk v] L
FEIREE B AT 1T B TR BT A 2 sl R & vT DL A BRI B I B AV YT BT B2
ZAHALRE . BT SV T, DB H GRS i, 2 7E T AN
Jr s AR M S R A A 2 e A v B R, R v s H A 40 T R R 6T AR B B H T
T B R TR OB T R P AL A P I B 24 205 1 I ELAE AR R [R] e A2 e DAFDA L7
[ B 25 2 &
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[0241]  VRIT 1

[0242]  53—TJ5 M , ASUA TN W K697 A ML Z2 00 A AA oA 1R T 1 Fie g 16 07 4%, Pl
T VEALFELS 25 %7K TL13CARFIMGMT &5 [ J ) — Fh i 22 FhT4H i, TL13CARAL A IL13Ra2%E
JR I — Fhel 22 FRECAA (10, JUAk) o AR 8 7 1 AR STA T N 250 S 97 A I 75 ZE A
PR N B I 0 7325 BT IR D7V 4G 45 24— Fh el 2 MPT4R M, 1% — Phal 2 P T4l iy A 1 &
IEGRAS N B H IR ER P A BTk 88 H AL SEQ 1D NO:26.SEQ ID NO:36E(SEQ 1D
NO: 37 (fitf£&) .SEQ ID NO:28 (TM) .SEQ ID NO:29#1SEQ ID NO:30 (CD28AICD3-Lf5 54% 545
P 5 3 HAT IR ML A5 SEQ 1D NO: 27 (BEE) o 7F 55— 3t 77 b, IR 71 & SEQ 1D
NO:1 (TL13 CAR-P140KMGMT) ,SEQ ID NO:2 (TL-13 (E13Y) CAR-P140KMGMT) ,SEQ ID NO:3
(IL-13 (E13K R109K) CAR-P140KMGMT) 520 & . — 5 1 , T4 i 2 B AR T4H i s\ [ 4l i bt
Jii (HLA) —AHG AL o 55— 7 10, o e A2 v R M T e 497 vy PR 2 M S iR o 22 T 1 G
Joi BR 4 AL JEE (GBM) - [R] Joid P4 2 % 40 P e B ) L 28 i R o £E — Fh it 7 =N s RSO A TR 7 7
1697 5 AR IL13Ra2 K A S e .

[0243] Bk B B A ik 218 TL13Ra2 1) 2 M i) He AR e R S HEAE AR T« FLH g , JR e
KU O SR 5 W B o AE 5y — S 7 SR S A O A RS HEAE o BRI, ARSI
SR ) 5296 3 45 2 — Pl 22 PP T AR R VG T X L8 e A — Mk 2 R 7 v Bl —
o Z AT IR TL13CAR-MOMT R A T () — Pk Z Fh i 5

[0244]  [RINTHH MR IACARTF H 22145 248 IMGMT , 1% 58 28 FIMGMT = A= 4 S MGMT ik 22 325 114 it
25 PR AR P B A A SMGMT AR 44 (511 4m , PLAOK) [T 24 1 Ry AR 4, T LA, Y6977 I 8 0 07 v ]
i A ) A (e BB ) O B[R] B 25 24— Fhall 2 k7 51 2 5 2 B ) T4 A2
SR PATT TR AT, 25 25 AT R R v BRZE 25 40T R R 45 24 o AT TR S A A 4 B S i
(TMZ) ,1,3-X (2-F £ 3E) ~1-TAEFE AR (BONUBLRZH]VT) , fm % 7]7] (fotemustine) FlIy& 5L
FIVT o AERE E T 10T, — FPE 2 FHTAR AR SR IA B &7 SEQ 1D NO:1 (IL13 CAR-P140KMGMT) .SEQ
ID NO:2 (IL-13 (E13Y) CAR-P140KMGMT) SEQ ID NO:3 (IL-13 (E13K R109K) CAR-P140KMGMT)
BUHAH AW AZIR T 21 I HAg— Pl 2 By 75015 I 45 25 =AM o 724 8 B 07 T, A 2 I
FLENWD, 510, NZEEHAR RN, 538wk VG 22308, 140, /INER BOR R

[0245] 1 ST it 451)4 0 SIZ Tk 5] 538 43 288 451 0 BH FH 9 i FF R IR TL1 3CAR-MGMTHR & 1A 55 S 1 T
YHRL IR AT et fil4 5o 7 5 4w TL13CARIE AR FL 2 IAP140KMOMT 25 (A J5i () 44 S T
YHRIAREL , B 2w A5 TL13CAR-2A-P140KMGMT AR [ J53 1) 28k Ak 2 S 11 40 B8 I T2 P 7F 22 5% T~ TMZINf
BARRE MM 251 (& J13808) (Flan, 2 WIES) o Rk, A & 3858 i TL13CAR-MGMT A4 2
AT 5 ) B T2 S L PR 70 7 9%, TL 1 3CAR-MGMT ) Z8 A2 48] 4am A 2 T 3 1 A4 2 4 o 6 7 497 1
() st 7 =UH, SR AL R IR TAREAE R I 12 W A s 1 52 16 3 10 54 i T4R R FH A2 7 SEQ
ID NO:1.SEQ ID NO:28YSEQ ID NO:3fHZIR 7 HIM Wi i sk B, PIT IR 52 6 5 Iy 5[]
N2 TMZIVETT .

[0246] AR 9T 3¢ B A ST A FFIR TL13CAR-MGMTH4 A4 K LEAS A TR B 77 Th A %, Bk T4
MIAT 45 25 152 ¥ 3 9T BLAT 38 R 5216 B AT 26 o i s 4515 B 7w LA S 11 6 25 451 3 BH 1Y), R FH
TMZ AR T A ML v 97 33 59 A U25 TMG i Joi 98 40 R () /N B, X TA A EH 4 B TL13CAR (AN A
MGMT) F) ¥4 44 %4 5 5% iy TL13CAR-A2-P140KMGMT R A4 4 5 . B ARAE N AEALEP140KMGMTI) 4%
PE R TL13CARK FRIE A7 3 R AN T WA A Z5CAR TN 5 15 238 5, (H 2 45 25 TMZ A i
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i TL13CAR-A2-P140KMGMTHR & 14 () KX R - 41 3 T P 1) s ) BT e v A A7 22 (1
6) o Kk, ARSI K T8I 12 W7 A e 1 3296 3 1 7 125, i 7 i B FE R 2 iR B R 2k
R SC TR B TL13CAR-MGMT 2R [ J55 1) G 25 241

[0247] TR AN/ B4k 7 77 n] i AR AT B IE B 25 2 I8 AR5 25 T MK . B I A 2 IR 1R I 5K
B ELFE AR AN PR T« i P 325, BiE PN R 08, 7 P 3Bk, JULPA) P Ik , B Py Je %, IR P st 3%, 7 ik
PRI, B sk, Je ik, IR & i ik .

[0248]  —J7 1, Firidk 7 V25340 48 M BT IR AN AR S HL — Fh Bl 22 PP T 40 M ELKs A BRI ik &
IR % (40, 49,47 SEQ ID NO:1 (IL13 CAR-P140KMGMT) .SEQ ID NO:2 (IL-13 (E13Y) CAR-
P140KMGMT) SEQ ID NO:3 (IL-13 (E13KR109K) CAR-P140KMGMT) 8% H:2H & HIAZ R 7 51)) 51\
2 TR TN o« AR SR AT AR AL I 7 352 A 2 R0 i F BLALHE , a0, I SR A —
SEJTTH , CAR T ESLIR = A K (1) , B2 H A=, flin, NE12. 58 ICAR T4
b JE nT Rl G 2 B RN ARG 5, T IRAE a1 N BTE IR TR RS T
WO A AR P R B i AE H R T R gr .

[0249]  Dhyayr A RE (P, & LAYRTT B =, B a0 , 3 i SR fif 5 05 A DR B E AR , TRy 5
TEGEPRIR B R AT S RN/ B AR I RE R () 7 2 BT ) 45 24 FRIE A ST iR B9 TL13CARFI 5
A5 FIMGMT ) 1 32 40 B o 75 VA T 485 58 AR 1) 2 R BRI A 7 THT R0 9697 8 80 B T 0 A JE R
A EE A, I H AT bR I R AR 52 o e Ak, R AR E A P 2 AT ] ATk b A T 25 B R A A
MR BE Ve ] o A5 7 1) 700 AR A5 P 1100 R A 7)o A B e T 4 240 2 DA B o B R TR 119 7 L4 L
HN AR A B 25 AR 1) 7 R AR AN 3 I I 00 SRR 18 o A 28GRI & T M) B S b 2 gk AT 41
HEAF 2, BT i 55 me B2 260k H AR S BB RN R 4

[0250] B AN, G W Bl R W E 1) 43 B I e G TR B BB AR TR MAE A T A h 3F A
B 5INZE 5236 F A PN, AT 28 7 A3 AR5 S OB i S, AR AN AT IR 9T B S
N URIN JRE R ST B A iR A K R A K TR AR, 7E 5 ST AE A5 U R T R AR ) S5 4 A
LU, 25 24T 5296 3 AR 1) T4 H ) =48 s JIRSF ek /109,20 % ,30%,40%,50% ,60% ,
70% ,80% ,90% ,95% ,98% ,5100% .

[0251]  [K| itk , 45 24 BB A PR T A0 PRI 8 B 24 5 R4 250 A2 0 ELISL Y R 51 N R 5 1) %
ST LA S B G T IO B B o 1T HL , B RE TR A SCRTIAR B 2H A W v 1R g b il 1 245 )
(05 (51 2T, AFT 457 2 A 14 A 200 P PR 2 SR T4 B 1 ) TR AS [ 40 o7 R P v R A K
AR o RPRTIT T A8 00 T 200 M %) A 58 AR 1 87 22 J2 DUTE IE FEBEAT VR IT IR 2 8 R N 3 it £
Ix10°DEL1x10°NE ST, HE 2 FH AR, Z1x10" N EL5x10° M STH Y, & T
(Bl 4n, KF5x103A i) SR T (1, 1x10™ANH ) 3R AR ] A3 ) =t ] 4k FH o 77 B
R R T OO N HI B T 4 M 1) 9792 (S L, 9, Topalian and Rosenberg (1987) Acta
Haematol.78 Suppl 1:75-6;35H & HJUS4,690,915) B mJ {5 F Al %6 fR) SR 5T 7 %=
[0252] syt s

[0253]  FH % B me e — i 245 1 s o 5 200 8 6 92 977 V25 1 TL1 3CAR—P140KMGMT

[0254]  Sjifafsl 1 . 00 ORI

[0255] &l TARIE] 1B TL13 (WT) CARFA A4 28 451 50 HH () , # S A TL13 (WT) CARAA 2 44 (1)
cDNA.ZRHBIL13 (E13Y) CARK A [ cDNAFIZ AB TL13 (E13K . R109K) CARKA 44 [¥] c DNATE A
MFG ¥ % 53 95 25 4 A4 (1) BamH 1 FINo t 1 58 B {37 55, BAAE Bl 78 32 iR 1113 (WT) CAR-pMFG TL13
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(E13Y) CAR-pMFGAIIL13 (E13K.R109K) CAR-pMFGJFi¥i (Z W, ,Kong et al., (Clin Cancer
Res,2012,18(21) :5949-5960) ) - 4 T A i EL A TL13CARFIP140K . MGMT cDNA/JF 1) {1 LIt
TS, it Genseript USA (Piscataway,NJ) & KA A5 Notl 3’ Eagl & ¥ i) 2A-
P140KMGMT v Bt o #42 . 3Kb J1 B v B 22 pUCH 7 v B A , F T80 5741 . — B E 1751, Fen
block%#% 2 TL13CAR—pMF G #% % i BE 8 AR 1 3" Not 147 &, AT A TL13 (WT) CAR-2A-
P140K .MGMT-pMFG. IL13 (E13Y) CAR-2A-P140K . MGMT—pMFG. FITL13 (E13K.R109K) CAR—2A-
P140K . MGMT—pMFG JFifr o ) 45— 4> o I 2A RN & 2B% 4911 150 B 1 1113 (E13K.R109K) CARFAIL13
(E13K.R109K) CAR—2A-P140K . MGMTH4 42 LA Kz pMFG Joi b i) 8 44k .

[0256]  SZJitaf51)2 . 30 4% S5 g B URL I 7 AE

[0257] g ] “SeEe” J7 30 AR 1 T IAMPF G % S B3 UKL , 1M Gl 4% 5% s 23 FOURL B0, 25 2 i 5%
Jiti 45 1 TR A IL13 (E13K . R109K) CARFITIL13 (E13K.R109K) CAR—2A-P140KMGMT 4] 23 425 ) #4)
R o SR S 1 AR AN T 2E TORL B S M Gk 2 phoeni x—eco 4T g DA 2B B RE 5 14 100 5% S
B o YRR I TL133RIA i XAl B AR W 2 o PRAF 55 F2 9 135 W6 e T 5 00
I B3 1R /DN B R T 4E 41 M 22PG 13 (ATCC,Manassas , VA) o MR S PG 340 MU TL13 3 HL
B 2 EIE AR 7 2528 = AL TLL3PH P4 (EI3AZ1413B) JMGMTAETL13 5 S/ 4R A A (1)
o 2R IE IR I 40 B I R R Y we s tern ETZE 43 AT S (B3C) .

[0258] 4 SARIEI 3BT N, 7 S RO AN A TL 135 HLat & 45, I K 2197 % 1) 4l e R 15
IL13 (E13K.R109K) CAR-2A-P140KMGMT#4 i 4 . 1 3Cdt — 2 . 7x T P140KMGMTAEHH TL13
(E13K.R109K) CAR-2A-P140KMGMT ¥4 G (1) 2 i v 1) 2 15 AH 6 T+ 78 2R % 4L 1 41 g 54X £
TL13CARFA ARG 44 (1) 4 il 1 SRk HR =7 o

[0259] ‘& AECI AR AEZH 2305 73 56 A T 1G LA 5 150 10 2 S AE CAR ) RUHE M 105 % 53¢ I
BT BB

[0260]  Sizjitifs)3 . A\ THH M 3k K& i

[0261]  HRHIE S jiti 4511 2 ) 77 9242 B A0 TL13 (E13K . R109K) CARFITL13 (E13K.R109K) CAR-
2A-P1A0KMGMT 4 g 1k 11 308 7% 3% o B 0k FH T 3% 5 N TR o« IV JE 28 RS20 0 3 N
PBMC (Rhode Island Blood Center,Providence,RI) . fEAZFEOKT3 (101g/ml) FATL2 (3000U/
ml) B 5&AF N B FRPBMC 367N 2248 /Nisf DLE SETA MO AT  AE /A AE b e O ATL209 2644 F
TEE A RA N4 A v BO e, R &G 8= BB R 0 op 85 550
VR R TN LN o 20 BRTE B J5 1 24/ N N B8R 3K 35R Il L 2 J , (Al iU /e & B 1
SRR B TR AR TR AR K24/ L B SR RS 2B B 10 % i 4 3 i A 2= AN TL2 508 & (1)
RPMI-16403% 753, T3 — K525 . (H IL13 (E13K.R109K) CAR (AN 2 P140KMGMT) F L
SR T2 PR RN R 3% T 1A T4 BRLAE 4 50 SIe B v R A 0 R o v = 4 PR A A U 24 P 3 1 B ¥ TL13
P 1) RO AR Bom) S A TL13 (E13K . R109K) CAR—2A—P140KMGMT k) i 425 1) 308 6 5 9 75
TR G ) R 2120 % F225 % I T MU XS T 1L13 (E13K.R109K) CAR—2A—-P140KMGMT 2 BH 4 )
IL13 (E13K.R109K) CAR-2A-P140KMGMT ) ¥ S 24 # 9 £169. 2% , o, AR ¥4 T (1) T4 M FH A Xt
1

[0262] Syt fol4 . i 5 00 T A A A0 38 s izt 2450

[0263] (i ECATIARITLI3 (E13K.R109K) CAR (& 1A) B{TL13 (E13K.R109K) CAR-2A-
P14A0KMGMT (&1 2A) %% T 1 TAH B ief ok 94 55 338 I (1) 35 Sie iz (TMZ : 0—1000mM) 43 73] % 5 487N
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BF24/ N BE 4R IR I HAN SR H I TMZ o 72 FHTMZ b EE 2 Ji5 @t 5 By (Trypan) W HERR 72
FlAnnexin V/7AADYL O 43 BT A0S 77 o 38 i v 240 AR I & Annexin V/7-AADBH 440
ML A2, 3 HL 85 AR TS 77 o 16 347 175 28 il 2 LA AMESE 77 FHTMZIE 1 R FE o« an &l 4 7
7N, HIIL13 (E13K.R109K) CAR-2A-P140KMGMT %% 5 () T4H il /£ & 8% T TMZ 2 Jg AR X 1013
(E13K.R109K) CAR%% S () T4 Jifd 56 4 M A7 05 o 3X W 82 445 S SR HY + 38 3 ik P14 0KMGMT ¥
CARN T2 A 4T JE PR 45 5 2 XoH G 1 ) T i 77 A Ak 2 A4

[0264]  Sjitaf)5 . TL13CAR—2A—P140KMGMT ¥ Bh B Hr 1

[0265]  f% 3 [ 241 Mo 1) 4 935 R 1 T B 8 38 DN 5 55 0 o R 400 o 55 R ) 1) 2 3 10 40 4y
WA AR B PR T TL2 A TEN v SR4MHT . ¥ IL13 (E13K . R109K) CAR—2A-P140KMGMT 3 4% 3% Js 25 4
S TYH B LE 5 I 285 7 2 F R (i B EL A5 % Iy ATTL2 (3000U/m1) FURPMI 16405 77 FE
A1200uM TMZ) K FH200uM TMZELAS K FH200uM TMZ 3 3248 /NiF 272/ 6k o B F 3k, % H
U25 IMG sz J53 988 241 o 855 7R A B 72/ (A0 A SC O T-U25 IMGHE B 7 BT /IR 1K TR ) o« JB Ik ELTSA
MAREE T2 B W A A R 70 Wl

[0266] I A~2-2 (1L2) A& THIME I A EE P bRy, [ T4k - v (IFNy) 24t
TYH ML DI RE IR0 - 4N SARTE 5B/ , % 5 () 40 B AE AN A7 AE TMZ B AT AE TMZ IV 2% A1 T 43
WATL2AITEN v IX P o 10 H. , TMZ I AFAEAS 2 12 25 B AR 5 40 10 00 R -7 0 s » TMIZ i 24512
(O T 0 B 6% 78 2 5 T TMZ 2 J 447 L TE 5 O AT B B P TH RS , 1 1 HH 33X 4 I LRI 1 ff s fof 1
T L A AT TMZ 755 1R 10 40 B9 2 1 4 P B 1k B A T 2 1 o

[0267]  S2Jiaf5)6 . TL13CAR—2A-MGMT 144 Py 2K /)

[0268] 75 /INER AR P, A5 FH G SEZ it 451 2 BT 3k A= 5 11 9 #5 kr , M0 TL13E13K . R109K-2A~
PT40KMGMT 4 A4 IR AR PN 28 77 o 171 50 A TG I R AR BRL K2 T (CZe ) v 55 U256 IMG IR J5ia J8d 4 Al (40 R
/INER T-TVEH) BPBS (10 R/NER) o B BRI A Z 54K , =2/ (T4, TTAHATTTEA, 10 R/
S,/ 2H) L O ARZA 25 TMZ G 1 AR 1A, 64mg/ke/ K JHEATIRIT FREE4K AR IS FURAE N G
FOR, MDA ZGTMZBAT IR IT I =4 /N AT 40 R ¥R y7 « T4L - s o v 5
IL13E13K.R109KCAR-2A-P140KMGMT 4 4 {4 (TMZ it 24 P) 5 TT4H - By 3 3 5 A S MGMT 1)
IL13TIL13E13K.RIO9KF)EEAAR (TMZABURAE) 5 TTT4H - AR FIPBSIA YT (A TES TERM) - TVAH %
BEZ TANIE T BUIMZIATT o /N6 0T DU 20 Igd RS AT N EAR DL R R %, B AT
ST 2 JG 90K , IX I AR 47 TACUCKR 1)ty 3R 52 % /N o

[0269] AR 4f /)N B S 36 &5 51 24 i) A A7 95 8 il 28 B 5 5 Pl TMZ 808 14 X AN ST MGMT G TL 13
(E13K.R109K) CAR T4 FATMZYE ST B9 T TZH 4061 K I HR B A7 BA AN 14 %6 A7 R AHLE
HHTL13 (E13K.R109K) CAR-2A-P140KMGMT THH A FITMZ ¥ 97 1) 7 A e (4 /N R (T4H) A 73
R HR BT A AN40 % S AR 28 I A B2 10 97 1A A I 6 /N (TVEHD) A 29K (1)
H B A7 B W A B2 T i R 852 7 O IRTMZIG Y7 B LT T4 A 4G T () S 26 0 B 20 % 1
ARG EE, (H 2 2RI AN 36 R I A FR AT B, XA DA 2 TMZ YR IT B 1 e I 2 R
(ORI 10) o iZ M 52 45 TR F:52 3G TMZI 25 14 CAR 1) T4 1) sh ) 75 38 ik CAR S % 365 977 Al
TMZATT B Wip 8] A FH Y 53 FifIed 77 T e A R0

[0270] A 5| FHEI BT A L F A TF B E S 2 SCIRI 20 S 1 25N &8 51 IR AR
pa

[0271]  BARCE 25 AR B ) St 77 O AR BT T B om AR , {H 2 A s 4R
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N G 2 B AGR AA) A » E AN TS 28 P B (0 AU 2 3R 5 308 i (10 A T8 Y 1) 90 BB 2% A F T 5 T R T 3
ANGRE_EAF A FOAN R (1 222
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Fra3&
<110>
<120>
<130>
<140>
121>
<150>
151>
<160>
<170>
210> 1
211> 1848
<212> DNA
213>
220>
223>
<400> 1
ggatccgcca
cttttgttga
gtgcctececet

49

cagaaggctc
tactgtgcag
cagaggatgc
catgtccgag
aagaaacttt
cgaccaccaa
tgccggecag
tgctacctge
agagtggtta
aacatgactc
cgcgacttceg
taccagcagg
gatgttttgg
aaccctcagg
gagattggga
ctcagtacag
taacagccag

aatcccggece

12-02

NILF5)

ENE )N

ccatgcatcc
ccacggtcat
ctacagccct
cgctctgcaa
ccctggaatce
tgagcggatt
acaccaaaat
ttcgegaggg
caccggegec
Cggcgeeess
tggatggaat
acttctgggt
cccgeegecee
cagcctatcg
gccagaacca
acaagagacg
aaggcctgta
tgaaaggcga
ccaccaagga
cggcecgeaga

ctccatggat

PatentIn version 3.5

gctcctcaat
tgctctcact
cagggagctc
tggcagcatg
cctgatcaac
ctgcccegceac
cgaggtggece
acagttcaac
caccatcgceg
cgcagtgcac
cctecttecatce
gaggagtaag
cgggceccacc
ctccacgcegt
gctctataac
tggcegggac
caatgaactg
gegeeggagsg
cacctacgac
gggcagagga
ggacaaagat

cctctectgt
tgcecttggeg
attgaggagc
gtatggagca
gtgtcaggcet
aaggtctcag
cagtttgtaa
cctaggaagc
tcgcagceccecce
acgagggssc
tatggtgtca
aggagcaggc
cgcaagcatt
aagttcagca
gagctcaatc
cctgagatgg
cagaaagata
ggcaaggesgc
gcccttcaca
agtcttctaa
tgcgagatga

41

DAY BE Y S % Roger Williams Hospital)
TBIT R T A &)
M12-7PN-KSYQ
PCT/US2015/063267
— IR

US 62/086346
2014-

tggcactggg
gctttgecte

tggtcaacat
tcaacctgac
gcagtgccat
ctgggcagtt
aggacctgct
ccaccacgac
tgtcectgeg
tggacttcgce
ttctcactge
tcctgcacag
accagcccta
ggagcgcaga
taggacgaag
ggggaaagcce
agatggcgga
acgatggcct
tgcaggccect
catgcggtga

agcggaccac

cctcatggceg
cccaggcecect
cacccagaac
agctggcatg
cgagaagacc
ttccagecttg
cttacattta
gccagcegeceg
cccagaggceg
ccaattgctce
cttgttcctg
tgactacatg
tgcccecacca
cgeceeeegeg
agaggagtac
gagaaggaag
ggcctacagt
ttaccagggt
gcececectege
cgtggaggag
actggactcc

120
180
240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
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cccectgggea
ggaaagggca
ggacctgagc
gccatcgagg
acaaggcagg
cagcagctgg
agaggcaatc
gtggggaact
aggctgggaa
gctggagcecta
210> 2

211> 1848
<212> DNA
213>
220>
223>
<400> 2

ggatccgcca
cttttgttga
gtgcctececet
cagaaggctc
tactgtgcag
cagaggatgc
catgtccgag
aagaaacttt
cgaccaccaa
tgccggecag
tgctacctge
agagtggtta
aacatgactc
cgcgacttceg
taccagcagg
gatgttttgg
aaccctcagg
gagattggga
ctcagtacag
taacagccag
aatcccggece

cccectgggea

aactggagct
ctagcgccge
cactgatgca
aatttcccgt
tgctgtggaa
ctgctetgge
cagtgaaaat
attctggggg
agcctggect

cctcaggaag

NILF5)

ENE )N

ccatgcatcc
ccacggtcat
ctacagccct
cgctctgcaa
ccctggaatce
tgagcggatt
acaccaaaat
ttcgegaggg
caccggegec
Cggcgeeess
tggatggaat
acttctgggt
cccgeegecee
cagcctatcg
gccagaacca
acaagagacg
aaggcctgta
tgaaaggcga
ccaccaagga
cggcecgeaga
ctccatggat
aactggagct

gtctggetgt
tgatgctgtg
gtgcaccgcece
gcetgeectg
gctgctgaaa
tggaaaccca
cctgattcce
actggccgtg
gggagggtct
cccacctgece

gctcctcaat
tgctctcact
caggtacctc
tggcagcatg
cctgatcaac
ctgcccegceac
cgaggtggcece
acagttcaac
caccatcgceg
cgcagtgcac
cctecttecatce
gaggagtaag
cgggceccacc
ctccacgcegt
gctctataac
tggcegggac
caatgaactg
gegeeggagsg
cacctacgac
gggcagagga
ggacaaagat

gtctggetgt

gaacaggggc
gaagtgccag
tggctgaacg
caccatccag
gtggtgaagt
aaagctgctce
tgccacaggg
aaagaatggc
agtggactgg
ggccggaatt

cctctectgt
tgcecttggeg
attgaggagc
gtatggagca
gtgtcaggcet
aaggtctcag
cagtttgtaa
cctaggaagc
tcgcagceccecce
acgagggssc
tatggtgtca
aggagcaggce
cgcaagcatt
aagttcagca
gagctcaatc
cctgagatgg
cagaaagata
ggcaaggesgc
gcccttcaca
agtcttctaa
tgcgagatga
gaacaggggc

42

tgcacgagat
ctccagctge
cttacttcca
tgttccagca
tcggggaagt
gggeegtggg
tggtgtgtag
tgctggetca
ctggagcttg

caaactgctg
tgtgctggga
tcagcctgaa
ggagagtttt
gatttcctac
aggagctatg
ctccggaget
cgagggacat

gctgaaggga

gacggccg 1848

tggcactggg
gctttgecte

tggtcaacat
tcaacctgac
gcagtgccat
ctgggcagtt
aggacctgct
ccaccacgac
tgtcectgeg
tggacttcgce
ttctcactge
tcctgcacag
accagcccta
ggagcgcaga
taggacgaag
ggggaaagcce
agatggcgga
acgatggcct
tgcaggccect
catgcggtga
agcggaccac

tgcacgagat

cctcatggceg
cccaggcecect
cacccagaac
agctggcatg
cgagaagacc
ttccagecttg
cttacattta
gccagcegeceg
cccagaggceg
ccaattgctce
cttgttcctg
tgactacatg
tgcccecacca
cgeceeeegeg
agaggagtac
gagaaggaag
ggcctacagt
ttaccagggt
gcececectege
cgtggaggag
actggactcc

caaactgctg

1320
1380
1440
1500
1560
1620
1680
1740
1800

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
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ggaaagggca
ggacctgagc
gccatcgagg
acaaggcagg
cagcagctgg
agaggcaatc
gtggggaact
aggctgggaa
gctggagcta
<210> 3

211> 1848
<212> DNA
213>
220>
223>
<400> 3

ggatccgcca
cttttgttga
gtgcctececet
cagaaggctc
tactgtgcag
cagaggatgc
catgtccgag
aagaaacttt
cgaccaccaa
tgccggecag
tgctacctge
agagtggtta
aacatgactc
cgcgacttceg
taccagcagg
gatgttttgg
aaccctcagg
gagattggga
ctcagtacag
taacagccag
aatcccggece

cccectgggea

ggaaagggca

ctagcgccge
cactgatgca
aatttcccgt
tgctgtggaa
ctgctctgge
cagtgaaaat
attctgggsg
agcctggecet

cctcaggaag

NILF5)

ENE )N

ccatgcatcc
ccacggtcat
ctacagccct
cgctctgcaa
ccctggaatce
tgagcggatt
acaccaaaat
ttaaggaggg
caccggegec
CggCcgeeess
tggatggaat
acttctgggt
cccgeegecee
cagcctatcg
gccagaacca
acaagagacg
aaggcctgta
tgaaaggcga
ccaccaagga
cggcecgeaga
ctccatggat
aactggagct

ctagcgccecge

tgatgctgtg
gtgcaccgcece
gcetgeectg
gctgctgaaa
tggaaaccca
cctgattcce
actggccgtg
gggagggtct
cccacctgece

gctcctcaat
tgctctcact
caggaagctc
tggcagcatg
cctgatcaac
ctgcccegceac
cgaggtggcece
acagttcaac
caccatcgceg
cgcagtgcac
cctecttecatce
gaggagtaag
cgggceccacc
ctccacgcegt
gctctataac
tggcegggac
caatgaactg
gegeeggagsg
cacctacgac
gggcagagga
ggacaaagat
gtctggetgt
tgatgctgtg

gaagtgccag
tggctgaacg
caccatccag
gtggtgaagt
aaagctgctce
tgccacaggg
aaagaatggc
agtggactgg
ggccggaatt

cctctectgt
tgcecttggeg
attgaggagc
gtatggagca
gtgtcaggcet
aaggtctcag
cagtttgtaa
cctaggaagc
tcgcagceccecce
acgagggssgc
tatggtgtca
aggagcaggc
cgcaagcatt
aagttcagca
gagctcaatc
cctgagatgg
cagaaagata
ggcaaggesgc
gcccttcaca
agtcttctaa
tgcgagatga
gaacaggggc
gaagtgccag

43

ctccagctge
cttacttcca
tgttccagca
tcggggaagt
gggeegtggg
tggtgtgtag
tgctggetca
ctggagcttg

tgtgctggga
tcagcctgaa
ggagagtttt
gatttcctac
aggagctatg
ctccggaget
cgagggacat

gctgaaggga

gacggccg 1848

tggcactggg
gctttgecte

tggtcaacat
tcaacctgac
gcagtgccat
ctgggcagtt
aggacctgcet
ccaccacgac
tgtcectgeg
tggacttcge
ttctcactge
tcctgcacag
accagcccta
ggagcgcaga
taggacgaag
ggggaaagcce
agatggcgga
acgatggcct
tgcaggccect
catgcggtga
agcggaccac
tgcacgagat

ctccagctge

cctcatggceg
cccaggcecect
cacccagaac
agctggcatg
cgagaagacc
ttccagecttg
cttacattta
gccagcegeceg
cccagaggceg
ccaattgctce
cttgttccetg
tgactacatg
tgcccecacca
cgeceeeegeg
agaggagtac
gagaaggaag
ggcctacagt
ttaccagggt
gcececectege
cgtggaggag
actggactcc

caaactgctg

tgtgctggga

1380
1440
1500
1560
1620
1680
1740
1800

60
120
180
240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
1380
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ggacctgagce
gccatcgagg
acaaggcagg
cagcagctgg
agaggcaatc
gtggggaact
aggctgggaa
gctggagcecta
210> 4

211> 606
<212> PRT

cactgatgca
aatttcccgt
tgctgtggaa
ctgctectgge
cagtgaaaat
attctgggsg
agcctggecet

cctcaggaag

213> NLR5

<220>

<223> B R AR

<400> 4

Met His Pro
1
Leu

Leu Leu

Gly
35
Val

Ser Pro

Glu Leu

50

Ser Met Val

65
Leu

Glu Ser

Gln Arg Met

Phe Ser
115

Asp

Ser
Val Lys
130
Phe Asn
145

Pro

Pro

Ala Pro

Cys Arg Pro

Leu Leu
5
Thr Thr
20
Pro Val

Asn Ile

Trp Ser

Ile
85

Ser

Leu

Leu
100
Leu His

Leu Leu

Arg Lys

Asn

Val

Pro

Thr

Ile

70

Asn

Gly

Val

Leu

Pro

gtgcaccgcece
gcetgeectg
gctgctgaaa
tggaaaccca
cctgattcce
actggccgtg
gggagggtct
cccacctgece

Pro Leu

Ile Ala

Ser
40

Asn

Pro

Gln
55

Asn Leu

Val Ser

Phe Cys

Asp
120
Leu

Arg

His
135

Thr Thr

150

Thr Tle
165
Ala Ala

180

Ala

Gly

Ser Gln

Gly Ala

tggctgaacg
caccatccag
gtggtgaagt
aaagctgctce
tgccacaggg
aaagaatggc
agtggactgg
ggccggaatt

Leu Ala
10

Thr

Leu

Leu Cys

25

Thr Ala Leu

Gln Lys Ala

Thr Ala Gly

75

Gly Cys Ser

90
Pro His Lys
105
Thr

Lys Ile

Lys Lys Leu

Thr Ala
155

Ser

Pro

Leu
170
His

Pro

Val
185

Thr

44

cttacttcca
tgttccagca
tcggggaagt
gggeegtggg
tggtgtgtag
tgctggetceca
ctggagcttg
gacggceeg 18

Leu Gly Leu

Gly Gly
30

Leu

Leu

Glu
45
Pro Leu Cys
60
Met

Tyr Cys

Ala Tle Glu

Val Ala
110
Ala

Ser
Glu Val
125
Phe Arg Glu
140
Pro

Arg Pro

Pro

Leu

Leu
190

Arg Gly

tcagcctgaa
ggagagtttt
gatttcctac
aggagctatg
ctccggaget
cgagggacat
gctgaaggga
48

Met Ala
15
Phe Ala

Ile Glu

Asn Gly

Ala Ala
80
Lys Thr
95
Gly Gln

Gln Phe

Gly Gln
Thr
160
Ala

Pro

Glu
175

Asp Phe

1440
1500
1560
1620
1680
1740
1800
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Ala
Val
Ser
225
Arg
Arg
Asp
Asn
Arg
305
Gly
Glu
Leu
His
Gly
385
Asp
Lys
Leu
Ala
Leu
465

Pro

Val

Gln
Ile
210
Lys
Arg
Asp
Ala
Leu
290
Asp
Leu
Ile
Tyr
Met
370
Ser
Lys
Leu
Gly
Ala
450
Asn

Ala

Leu

Leu
195
Leu
Arg
Pro
Phe
Pro
275
Gly
Pro
Tyr
Gly
Gln
355
Gln
Leu
Asp
Glu
Lys
435
Val
Ala

Leu

Trp

Leu

Thr

Ser

Gly

Ala

260

Ala

Arg

Glu

Asn

Met

340

Gly

Ala

Leu

Cys

Leu

420

Gly

Leu

Tyr

His

Lys

Cys
Ala
Arg
Pro
245
Ala
Tyr
Arg
Met
Glu
325
Lys
Leu
Leu
Thr
Glu
405
Ser
Thr
Gly
Phe
His

485
Leu

Tyr
Leu
Leu
230
Thr
Tyr
Gln
Glu
Gly
310
Leu
Gly
Ser
Pro
Cys
390
Met
Gly
Ser
Gly
His
470

Pro

Leu

Leu
Phe
215
Leu
Arg
Arg
Gln
Glu
295
Gly
Gln
Glu
Thr
Pro
375
Gly
Lys
Cys
Ala
Pro
455
Gln

Val

Lys

Leu
200
Leu
His
Lys
Ser
Gly
280
Tyr
Lys
Lys
Arg
Ala
360
Arg
Asp
Arg
Glu
Ala
440
Glu
Pro

Phe

Val

Asp Gly Ile

Arg

Ser

His

Thr

265

Gln

Asp

Pro

Asp

Arg

345

Thr

Gln

Val

Thr

Gln

425

Asp

Pro

Glu

Gln

Val

45

Val
Asp
Tyr
250
Arg
Asn
Val
Arg
Lys
330
Arg
Lys
Pro
Glu
Thr
410
Gly
Ala
Leu
Ala
Gln

490
Lys

Val
Tyr
235
Gln
Lys
Gln
Leu
Arg
315
Met
Gly
Asp
Ala
Glu
395
Leu
Leu
Val
Met
Ile
475

Glu

Phe

Leu
Thr
220
Met
Pro
Phe
Leu
Asp
300
Lys
Ala
Lys
Thr
Ala
380
Asn
Asp
His
Glu
Gln
460
Glu

Ser

Gly

Phe
205
Phe
Asn
Tyr
Ser
Tyr
285
Lys
Asn
Glu
Gly
Tyr
365
Ala
Pro
Ser
Glu
Val
445
Cys
Glu

Phe

Glu

Ile

Trp

Met

Ala

Arg

270

Asn

Arg

Pro

Ala

His

350

Asp

Glu

Gly

Pro

Ile

430

Pro

Thr

Phe

Thr

Val

Tyr
Val
Thr
Pro
255
Ser
Glu
Arg
Gln
Tyr
335
Asp
Ala
Gly
Pro
Leu
415
Lys
Ala
Ala
Pro
Arg

495
Ile

Gly
Arg
Pro
240
Pro
Ala
Leu
Gly
Glu
320
Ser
Gly
Leu
Arg
Met
400
Gly
Leu
Pro
Trp
Val
480

Gln

Ser
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Tyr Gln

Val Gly
530

His Arg

545

Leu Ala

Lys Pro

Gly Ala

<210> 5

Gln
515
Gly
Val
Val

Gly

Gly
595

<211> 606
<212> PRT

213> NLR3

<220>

<223> B R EAA

<400> 5

500
Leu

Ala

Val

Lys

Leu

580
Ala

Ala
Met
Cys
Glu
565

Gly

Thr

Met His Pro Leu Leu

1

Leu Leu

Ser Pro

Glu Leu
50

Ser Met

65

Leu Glu

Gln Arg

Phe Ser

Val Lys

130
Phe Asn

Leu
Gly
35

Val
Val
Ser
Met
Ser
115

Asp

Pro

Thr
20

Pro
Asn
Trp
Leu
Leu
100
Leu

Leu

Arg

5
Thr

Val

Ile

Ser

Ile

85

Ser

His

Leu

Lys

Ala
Arg
Ser
550
Trp

Gly

Ser

Asn

Val

Pro

Thr

Ile

70

Asn

Gly

Val

Leu

Pro

Leu
Gly
535
Ser
Leu

Ser

Gly

Pro

Ile

Pro

Gln
55

Asn

Val

Phe

Arg

His

135
Thr

Ala
520
Asn
Gly
Leu

Ser

Ser
600

Leu
Ala
Ser
40

Asn
Leu
Ser
Cys
Asp
120

Leu

Thr

505
Gly

Pro

Ala

Ala

Gly

585

Pro

Leu
Leu
25

Thr
Gln
Thr
Gly
Pro
105
Thr
Lys

Thr

46

Asn
Val
Val
His
570

Leu

Pro

Leu
10

Thr
Ala
Lys
Ala
Cys
90

His
Lys

Lys

Pro

Pro
Lys
Gly
55h
Glu

Ala

Ala

Ala

Cys

Leu

Ala

Gly

75

Ser

Lys

Ile

Leu

Ala

Lys
Ile
540
Asn
Gly

Gly

Gly

Leu
Leu
Arg
Pro
60

Met
Ala
Val
Glu
Phe

140

Pro

Ala
525
Leu
Tyr
His
Ala

Arg
605

Gly
Gly
Tyr
45

Leu
Tyr
Ile
Ser
Val
125

Arg

Arg

510
Ala

Ile

Ser

Arg

Trp

590

Asn

Leu
Gly
30

Leu
Cys
Cys
Glu
Ala
110
Ala

Glu

Pro

Arg

Pro

Gly

Leu

575
Leu

Met
15

Phe
Ile
Asn
Ala
Lys
95

Gly
Gln

Gly

Pro

Ala
Cys
Gly
560

Gly

Lys

Ala

Ala

Glu

Gly

Ala

80

Thr

Gln

Phe

Gln

Thr
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145

Pro Ala Pro

Cys
Ala
Val
Ser
225
Arg
Arg
Asp
Asn
Arg
305
Gly
Glu
Leu
His
Gly
385
Asp
Lys

Leu

Ala

Arg
Gln
Ile
210
Lys
Arg
Asp
Ala
Leu
290
Asp
Leu
Ile
Tyr
Met
370
Ser
Lys
Leu

Gly

Ala
450

Pro
Leu
195
Leu
Arg
Pro
Phe
Pro
275
Gly
Pro
Tyr
Gly
Gln
355
Gln
Leu
Asp
Glu
Lys

435
Val

Thr
Ala
180
Leu
Thr
Ser
Gly
Ala
260
Ala
Arg
Glu
Asn
Met
340
Gly
Ala
Leu
Cys
Leu
420

Gly

Leu

Tle
165
Ala
Cys
Ala
Arg
Pro
245
Ala
Tyr
Arg
Met
Glu
325
Lys
Leu
Leu
Thr
Glu
405
Ser

Thr

Gly

150
Ala

Gly
Tyr
Leu
Leu
230
Thr
Tyr
Gln
Glu
Gly
310
Leu
Gly
Ser
Pro
Cys
390
Met
Gly

Ser

Gly

Ser
Gly
Leu
Phe
215
Leu
Arg
Arg
Gln
Glu
295
Gly
Gln
Glu
Thr
Pro
375
Gly
Lys
Cys

Ala

Pro
455

Gln
Ala
Leu
200
Leu
His
Lys
Ser
Gly
280
Tyr
Lys
Lys
Arg
Ala
360
Arg
Asp
Arg
Glu
Ala

440
Glu

Pro
Val
185
Asp
Arg
Ser
His
Thr
265
Gln
Asp
Pro
Asp
Arg
345
Thr
Gln
Val
Thr
Gln
425

Asp

Pro

47

Leu
170
His
Gly
Val
Asp
Tyr
250
Arg
Asn
Val
Arg
Lys
330
Arg
Lys
Pro
Glu
Thr
410
Gly

Ala

Leu

155

Ser
Thr
Tle
Val
Tyr
235
Gln
Lys
Gln
Leu
Arg
315
Met
Gly
Asp
Ala
Glu
395
Leu
Leu

Val

Met

Leu
Arg
Leu
Thr
220
Met
Pro
Phe
Leu
Asp
300
Lys
Ala
Lys
Thr
Ala
380
Asn
Asp
His
Glu

Gln
460

Arg
Gly
Phe
205
Phe
Asn
Tyr
Ser
Tyr
285
Lys
Asn
Glu
Gly
Tyr
365
Ala
Pro
Ser
Glu
Val

445
Cys

Pro
Leu
190
Tle
Trp
Met
Ala
Arg
270
Asn
Arg
Pro
Ala
His
350
Asp
Glu
Gly
Pro
Tle
430

Pro

Thr

Glu
175
Asp
Tyr
Val
Thr
Pro
255
Ser
Glu
Arg
Gln
Tyr
335
Asp
Ala
Gly
Pro
Leu
415
Lys

Ala

Ala

160
Ala

Phe
Gly
Arg
Pro
240
Pro
Ala
Leu
Gly
Glu
320
Ser
Gly
Leu
Arg
Met
400
Gly
Leu

Pro

Trp
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Leu Asn Ala

465

Pro

Val

Tyr

Val

His

545

Leu

Lys

Gly

Ala

Leu

Gln

Gly

530

Arg

Ala

Pro

Ala

<210> 6

211>
212>
<213>

<220>

<223>

<400> 6

Met
1

Leu

Ser

Glu

Ser

65

Leu

Gln

His
Leu
Pro
Leu
50

Met

Glu

Arg

Leu

Trp

Gln

515

Gly

Val

Val

Gly

Gly
595

606
PRT

NILF5)

Pro
Leu
Gly
35

Val
Val

Ser

Met

Tyr

His

Lys

500

Leu

Ala

Val

Lys

Leu

580
Ala

ENEAA)EIN

Leu
Thr
20

Pro
Asn
Trp

Leu

Leu
100

Phe
His
485
Leu
Ala
Met
Cys
Glu
565

Gly

Thr

Leu
5
Thr

Val

Ile

Ser

Ile

85

Ser

His
470
Pro
Leu
Ala
Arg
Ser
550
Trp

Gly

Ser

Asn
Val
Pro
Thr
Ile
70

Asn

Gly

Gln

Val

Lys

Leu

Gly

535

Ser

Leu

Ser

Gly

Pro
Tle
Pro
Gln
55

Asn

Val

Phe

Pro

Phe

Val

Ala

520

Asn

Gly

Leu

Ser

Ser
600

Leu
Ala
Ser
40

Asn
Leu

Ser

Cys

Glu
Gln
Val
505
Gly
Pro
Ala
Ala
Gly

585

Pro

Leu
Leu
25

Thr
Gln
Thr

Gly

Pro
105

48

Ala Tle
475

Gln Glu

490

Lys Phe

Asn Pro

Val Lys

Val Gly
555

His Glu

570

Leu Ala

Pro Ala

Leu Ala
10
Thr Cys

Ala Leu

Lys Ala

Ala Gly
75

Cys Ser

90

His Lys

Glu

Ser

Gly

Lys

Ile

540

Asn

Gly

Gly

Gly

Leu

Leu

Pro
60
Met

Ala

Val

Glu

Phe

Glu

Ala

525

Leu

Tyr

His

Ala

Arg
605

Gly
Gly
Lys
45

Leu
Tyr

Ile

Ser

Phe

Thr

Val

510

Ala

Ile

Ser

Arg

590

Asn

Leu
Gly
30

Leu
Cys
Cys

Glu

Ala
110

Pro
Arg
495
Tle
Arg
Pro
Gly
Leu

575
Leu

Met
15
Phe

Ile

Asn

Ala

Lys

95
Gly

Val
480
Gln
Ser
Ala
Cys
Gly
560

Gly

Lys

Ala
Ala
Glu
Gly
Ala
80

Thr

Gln
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Phe
Val
Phe
145
Pro
Cys
Ala
Val
Ser
225
Arg
Arg
Asp
Asn
Arg
305
Gly
Glu
Leu
His
Gly
385

Asp

Lys

Ser
Lys
130
Asn
Ala
Arg
Gln
Ile
210
Lys
Arg
Asp
Ala
Leu
290
Asp
Leu
Ile
Tyr
Met
370
Ser

Lys

Leu

Ser
115
Asp
Pro
Pro
Pro
Leu
195
Leu
Arg
Pro
Phe
Pro
275
Gly
Pro
Tyr
Gly
Gln
355
Gln
Leu

Asp

Glu

Leu

Leu

Arg

Thr

Ala

180

Leu

Thr

Ser

Gly

Ala

260

Ala

Arg

Glu

Asn

Met

340

Gly

Ala

Leu

Cys

Leu

His
Leu
Lys
Tle
165
Ala
Cys
Ala
Arg
Pro
245
Ala
Tyr
Arg
Met
Glu
325
Lys
Leu
Leu
Thr
Glu

405

Ser

Val
Leu
Pro
150
Ala
Gly
Tyr
Leu
Leu
230
Thr
Tyr
Gln
Glu
Gly
310
Leu
Gly
Ser
Pro
Cys
390

Met

Gly

Arg
His
135
Thr
Ser
Gly
Leu
Phe
215
Leu
Arg
Arg
Gln
Glu
295
Gly
Gln
Glu
Thr
Pro
375
Gly

Lys

Cys

Asp
120
Leu
Thr
Gln
Ala
Leu
200
Leu
His
Lys
Ser
Gly
280
Tyr
Lys
Lys
Arg
Ala
360
Arg
Asp

Arg

Glu

Thr Lys Ile

Lys

Thr

Pro

Val

185

Asp

Arg

Ser

His

Thr

265

Gln

Asp

Pro

Asp

Arg

345

Thr

Gln

Val

Thr

Gln

49

Lys
Pro
Leu
170
His
Gly
Val
Asp
Tyr
250
Arg
Asn
Val
Arg
Lys
330
Arg
Lys
Pro
Glu
Thr

410
Gly

Leu
Ala
155
Ser
Thr
Tle
Val
Tyr
235
Gln
Lys
Gln
Leu
Arg
315
Met
Gly
Asp
Ala
Glu
395

Leu

Leu

Glu
Phe
140
Pro
Leu
Arg
Leu
Thr
220
Met
Pro
Phe
Leu
Asp
300
Lys
Ala
Lys
Thr
Ala
380
Asn

Asp

His

Val
125
Lys
Arg
Arg
Gly
Phe
205
Phe
Asn
Tyr
Ser
Tyr
285
Lys
Asn
Glu
Gly
Tyr
365
Ala
Pro

Ser

Glu

Ala

Glu

Pro

Pro

Leu

190

Ile

Trp

Met

Ala

Arg

270

Asn

Arg

Pro

Ala

His

350

Asp

Glu

Gly

Pro

Ile

Gln
Gly
Pro
Glu
175
Asp
Tyr
Val
Thr
Pro
255
Ser
Glu
Arg
Gln
Tyr
335
Asp
Ala
Gly
Pro
Leu

415
Lys

Phe
Gln
Thr
160
Ala
Phe
Gly
Arg
Pro
240
Pro
Ala
Leu
Gly
Glu
320
Ser
Gly
Leu
Arg
Met
400

Gly

Leu
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420 425 430
Leu Gly Lys Gly Thr Ser Ala Ala Asp Ala Val Glu Val Pro Ala Pro
435 440 445
Ala Ala Val Leu Gly Gly Pro Glu Pro Leu Met Gln Cys Thr Ala Trp
450 455 460
Leu Asn Ala Tyr Phe His GIn Pro Glu Ala Ile Glu Glu Phe Pro Val
465 470 475 480
Pro Ala Leu His His Pro Val Phe Gln Gln Glu Ser Phe Thr Arg Gln
485 490 495
Val Leu Trp Lys Leu Leu Lys Val Val Lys Phe Gly Glu Val Ile Ser
500 505 510
Tyr Gln Gln Leu Ala Ala Leu Ala Gly Asn Pro Lys Ala Ala Arg Ala
515 520 525
Val Gly Gly Ala Met Arg Gly Asn Pro Val Lys Ile Leu Ile Pro Cys
530 535 540
His Arg Val Val Cys Ser Ser Gly Ala Val Gly Asn Tyr Ser Gly Gly
545 550 555 560
Leu Ala Val Lys Glu Trp Leu Leu Ala His Glu Gly His Arg Leu Gly
565 570 575
Lys Pro Gly Leu Gly Gly Ser Ser Gly Leu Ala Gly Ala Trp Leu Lys
580 585 590
Gly Ala Gly Ala Thr Ser Gly Ser Pro Pro Ala Gly Arg Asn
595 600 605
210> 7
211> 6
<212> DNA
213> NLF4
220>
223> H R EAA
<400> 7
ggatcc 6
<210> 8
211> 6
<212> DNA
213> NI
220>
223> H R EAA
<400> 8
gccacc 6

50
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210> 9
211> 96
<212> DNA
213> BN
<400> 9
atgcatccgce
acggtcattg
<210> 10
211> 342
<212> DNA
213> BN
<400> 10
tcceccaggece
atcacccaga
acagctggca
atcgagaaga
ttttccaget
ctcttacatt
210> 11
211> 6
<212> DNA

tcctcaatce

ctctcacttg

ctgtgectcee
accagaaggc
tgtactgtgce
cccagaggat
tgcatgtccg

taaagaaact

213> NLR5

<220>

223> A MK

<400> 11
cctagg 6
<210> 12
211> 135
<212> DNA
213> BN
<400> 12

tctcectgttg
ccttggegge

ctctacagcce
tccgetetge
agccctggaa
gctgagegga
agacaccaaa

ttttcgecgag

gcactgggcece
tttgee 96

ctcagggagc
aatggcagca
tccetgatca
ttctgeceege
atcgaggtgg
ggacagttca

tcatggcgcet

tcattgagga
tggtatggag
acgtgtcagg
acaaggtctce
cccagtttgt
ac 342

tttgttgacc 60

gctggtcaac 60
catcaacctg 120
ctgcagtgee 180
agctgggcag 240
aaaggacctg 300

aagcccacca cgacgcecage gecgegacca ccaacaccgg cgeccaccat cgegtegeag 60

cceetgtece tgegeccaga ggegtgeegg ccageggegg ggggegeagt geacacgagg 120

gggctggact
<210> 13

211> 6
<212> DNA

tcgee 135

213> NLR3

<220>

51
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223> H R EAA
<400> 13

caattg 6

<210> 14

211> 69

<212> DNA

213> BN

<400> 14
ctectgetace tgetggatgg aatcctette atctatggtg tcattctcac tgecttgtte 60
ctgagagtg 69
<210> 15

211> 6

<212> DNA

213> NI
220>

223> E R EAA
<400> 15

gttaac 6

<210> 16

211> 132

<212> DNA

213> BN

<400> 16
ttctgggtga ggagtaagag gagcaggctc ctgcacagtg actacatgaa catgactccc 60
cgeegeeeeg ggeccacceg caageattac cagecctatg ccccaccacg cgacttegea 120
gcctateget cc 132
210> 17

211> 6

<212> DNA

213> NLF3
220>

223> H R EAA
<400> 17

acgcgt 6

<210> 18

211> 330

<212> DNA

213> BN

<400> 18

52
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aagttcagca ggagcgcaga cgcecccecgeg taccagcecagg gcecagaacca getctataac 60
gagctcaatc taggacgaag agaggagtac gatgttttgg acaagagacg tggccgggac 120
cctgagatgg ggggaaagcce gagaaggaag aaccctcagg aaggectgta caatgaactg 180
cagaaagata agatggcgga ggcctacagt gagattggga tgaaaggega gegecggagg 240
ggcaaggggce acgatggecet ttaccagggt ctcagtacag ccaccaagga cacctacgac 300
gccecttcaca tgcaggececet gecccectege 330

<210> 19

211> 3

<212> DNA

213> BN

<400> 19

taa 3

<210> 20

211> 15

<212> DNA

213> NI

220>

223> H R A

<400> 20

cagccagegg ccgea 15

210> 21

211> 54

<212> DNA

213> NLF3

220>

223> E R EAA

<400> 21

gagggcagag gaagtcttct aacatgcggt gacgtggagg agaatcccgg ccct 54

210> 22

211> 621

<212> DNA

213> NI

220>

223> H R A

<400> 22

atggacaaag attgcgagat gaagcggacc acactggact cccccectggg caaactggag 60
ctgtctgget gtgaacaggg getgecacgag atcaaactge tgggaaaggg cactagegee 120
gctgatgetg tggaagtgece agetccaget getgtgetgg gaggacctga gecactgatg 180
cagtgcaccg cctggetgaa cgettactte catcagectg aageccatcga ggaatttcee 240
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gtgcctgecece
aagctgctga
gctggaaacc
atcctgattc
ggactggceeg
ctgggagggt
agcccacctg
210> 23
211> 3
<212> DNA
213>
220>
223>
<400>
tga 3
<210> 24
211> 6
<212> DNA
213>
220>
223>
<400> 24
cggeeg 6
<210> 25
211> 32
212> PRT
213> BN
<400> 25

23

tgcaccatcc
aagtggtgaa
caaaagctgc
cctgccacag
tgaaagaatg
ctagtggact

ccggeceggaa

NILF5)

ENE )N

NILF5)

ENEAA)EIN

agtgttccag
gttcggggaa
tcgggeegtg
ggtggtgtgt
gctgetgget
ggctggaget
t 621

caggagagtt
gtgatttcct
ggaggagcta
agctccggag
cacgagggac

tggctgaagg

ttacaaggca
accagcagct
tgagaggcaa
ctgtggggaa
ataggcetggg
gagctggagce

ggtgetgtgg
ggctgetetg
tccagtgaaa
ctattctggg
aaagcctgge

tacctcagga

Met His Pro Leu Leu Asn Pro Leu Leu Leu Ala Leu Gly Leu Met Ala

1

5

10

15

Leu Leu Leu Thr Thr Val Ile Ala Leu Thr Cys Leu Gly Gly Phe Ala

<210> 26
211> 114
<212> PRT
213> AN
<400> 26

20

25

30

Ser Pro Gly Pro Val Pro Pro Ser Thr Ala Leu Arg Glu Leu Ile Glu

1

5

10

54

15

300
360
420
480
540
600
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Glu Leu Val Asn Ile Thr Gln Asn Gln Lys Ala Pro Leu Cys Asn Gly
20 25 30

Ser Met Val Trp Ser Ile Asn Leu Thr Ala Gly Met Tyr Cys Ala Ala

35 40 45
Leu Glu Ser Leu Ile Asn Val Ser Gly Cys Ser Ala Ile Glu Lys Thr
50 55 60

Gln Arg Met Leu Ser Gly Phe Cys Pro His Lys Val Ser Ala Gly Gln

65 70 75 80

Phe Ser Ser Leu His Val Arg Asp Thr Lys Ile Glu Val Ala Gln Phe

85 90 95

Val Lys Asp Leu Leu Leu His Leu Lys Lys Leu Phe Arg Glu Gly Gln
100 105 110

Phe Asn

210> 27

211> 45

<212> PRT

213> A

<400> 27

Lys Pro Thr Thr Thr Pro Ala Pro Arg Pro Pro Thr Pro Ala Pro Thr

1 5 10 15

Ile Ala Ser Gln Pro Leu Ser Leu Arg Pro Glu Ala Cys Arg Pro Ala
20 25 30

Ala Gly Gly Ala Val His Thr Arg Gly Leu Asp Phe Ala

35 40 45

<210> 28

211> 23

<212> PRT

213> A

<400> 28

Leu Cys Tyr Leu Leu Asp Gly Ile Leu Phe Ile Tyr Gly Val Ile Leu

1 5 10 15

Thr Ala Leu Phe Leu Arg Val
20

<210> 29

211> 44

<212> PRT

213> A

<400> 29

Phe Trp Val Arg Ser Lys Arg Ser Arg Leu Leu His Ser Asp Tyr Met

55
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1 5 10 15
Asn Met Thr Pro Arg Arg Pro Gly Pro Thr Arg Lys His Tyr Gln Pro
20 25 30
Tyr Ala Pro Pro Arg Asp Phe Ala Ala Tyr Arg Ser
35 40
<210> 30
211> 110
<212> PRT
213> FA
<400> 30
Lys Phe Ser Arg Ser Ala Asp Ala Pro Ala Tyr Gln Gln Gly Gln Asn
1 5 10 15
Gln Leu Tyr Asn Glu Leu Asn Leu Gly Arg Arg Glu Glu Tyr Asp Val
20 25 30
Leu Asp Lys Arg Arg Gly Arg Asp Pro Glu Met Gly Gly Lys Pro Arg
35 40 45
Arg Lys Asn Pro Gln Glu Gly Leu Tyr Asn Glu Leu Gln Lys Asp Lys
50 55 60
Met Ala Glu Ala Tyr Ser Glu Ile Gly Met Lys Gly Glu Arg Arg Arg
65 70 75 80
Gly Lys Gly His Asp Gly Leu Tyr Gln Gly Leu Ser Thr Ala Thr Lys
85 90 95
Asp Thr Tyr Asp Ala Leu His Met Gln Ala Leu Pro Pro Arg
100 105 110
<210> 31
211> b5
<212> PRT
213> NI
220>
223> H R A
<400> 31
Gln Pro Ala Ala Ala
15
<210> 32
211> 18
<212> PRT

213> NLR3

<220>

<223> B R EAA

56
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<400> 32

Glu Gly Arg Gly Ser Leu Leu Thr Cys Gly Asp Val Glu Glu Asn Pro

1
Gly

<210> 33

Pro

<211> 207
<212> PRT
213> NLFH)
<220>

<223> B R A
<400> 33

Met Asp Lys

1
Gly

Leu
Pro
Trp
65

Val
Gln
Ser
Ala
Cys
145
Gly

Gly

Lys

<210> 34

Lys
Leu
Ala
50

Leu
Pro
Val
Tyr
Val
130
His
Leu

Lys

Gly

Leu

Gly
35
Ala

Asn

Ala

Leu

Gln

115

Gly

Arg

Ala

Pro

Ala
195

211> 342

Asp
Glu
20

Lys
Val
Ala
Leu
Trp
100
Gln
Gly
Val
Val
Gly

180
Gly

5

Cys
5
Leu

Gly
Leu
Tyr
His
85

Lys
Leu
Ala
Val
Lys
165

Leu

Ala

Glu
Ser
Thr
Gly
Phe
70

His
Leu
Ala
Met
Cys
150
Glu

Gly

Thr

Met
Gly
Ser
Gly
55

His
Pro
Leu
Ala
Arg

135

Ser

Gly

Ser

Lys
Cys
Ala
40

Pro
Gln
Val
Lys
Leu
120
Gly
Ser
Leu

Ser

Gly
200

Arg
Glu
25

Ala
Glu
Pro
Phe
Val
105
Ala
Asn
Gly
Leu
Ser

185

Ser

57

10

Thr
10

Gln
Asp
Pro
Glu
Gln
90

Val
Gly
Pro
Ala
Ala
170

Gly

Pro

Thr
Gly
Ala
Leu
Ala
75

Gln
Lys
Asn
Val
Val
155
His
Leu

Pro

Leu
Leu
Val
Met
60

Tle
Glu
Phe
Pro
Lys
140
Gly
Glu

Ala

Ala

His
Glu
45

Gln
Glu
Ser
Gly
Lys
125
Tle
Asn
Gly

Gly

Gly
205

Ser
Glu
30

Val
Cys
Glu
Phe
Glu
110
Ala
Leu
Tyr
His
Ala

190
Arg

15

Pro
15

Tle
Pro
Thr
Phe
Thr
95

Val
Ala
Tle
Ser
Arg
175

Trp

Asn

Leu
Lys
Ala
Ala
Pro
80

Arg
Tle
Arg
Pro
Gly
160

Leu

Leu
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<212> DNA

213> NLR5

<220>

223> A MK

<400> 34

tcceccaggece
atcacccaga
acagctggca
atcgagaaga
ttttccaget
ctcttacatt
<210> 35

211> 342

<212> DNA

ctgtgectcee
accagaaggc
tgtactgtgce
cccagaggat
tgcatgtccg

taaagaaact

213> NLR5

<220>

223> A MK

<400> 35

tcceccaggece
atcacccaga
acagctggca
atcgagaaga
ttttccaget
ctcttacatt
<210> 36

211> 114
<212> PRT

ctgtgectcee
accagaaggc
tgtactgtgce
cccagaggat
tgcatgtccg

taaagaaact

213> NLR5

<220>

223> A MK

<400> 36

Ser Pro Gly Pro Val Pro

1

Glu Leu Val Asn Ile Thr

Ser Met Val Trp Ser Ile

35

Leu Glu Ser Leu Ile Asn

50

5

20

ctctacagcce
tccgetetge
agccctggaa
gctgagcecgga
agacaccaaa

ttttcgecgag

ctctacagcce
tccgetetge
agccctggaa
gctgagcegga
agacaccaaa

ttttaaggag

Pro Ser

Asn Leu
40

95

ctcaggtacc
aatggcagca
tccetgatca
ttctgeceege
atcgaggtgg
ggacagttca

ctcaggaagc
aatggcagca
tccetgatca
ttctgeceege
atcgaggtgg
ggacagttca

Thr Ala Leu
10

Gln Asn Gln Lys Ala

25
Thr Ala Gly

Val Ser Gly Cys Ser

58

tcattgagga
tggtatggag
acgtgtcagg
acaaggtctc
cccagtttgt
ac 342

tcattgagga
tggtatggag
acgtgtcagg
acaaggtctce
cccagtttgt
ac 342

gctggtcaac
catcaacctg
ctgcagtgcece
agctgggcag
aaaggacctg

gctggtcaac
catcaacctg
ctgcagtgcece
agctgggcag
aaaggacctg

Arg Tyr Leu Ile Glu

15

Pro Leu Cys Asn Gly

30

Met Tyr Cys Ala Ala

45

Ala Ile Glu Lys Thr

60

120
180
240
300

60

120
180
240
300
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Gln Arg Met Leu Ser Gly Phe Cys Pro His Lys Val Ser Ala Gly Gln

65 70 75 80
Phe Ser Ser Leu His Val Arg Asp Thr Lys Ile Glu Val Ala Gln Phe
85 90 95

Val Lys Asp Leu Leu Leu His Leu Lys Lys Leu Phe Arg Glu Gly Gln
100 105 110

Phe Asn

<210> 37

211> 114

<212> PRT

213> NI

220>

223> E R EAA

<400> 37

Ser Pro Gly Pro Val Pro Pro Ser Thr Ala Leu Arg Lys Leu Ile Glu

1 5 10 15

Glu Leu Val Asn Ile Thr Gln Asn Gln Lys Ala Pro Leu Cys Asn Gly
20 25 30

Ser Met Val Trp Ser Ile Asn Leu Thr Ala Gly Met Tyr Cys Ala Ala

35 40 45
Leu Glu Ser Leu Ile Asn Val Ser Gly Cys Ser Ala Ile Glu Lys Thr
50 55 60

Gln Arg Met Leu Ser Gly Phe Cys Pro His Lys Val Ser Ala Gly Gln

65 70 75 80

Phe Ser Ser Leu His Val Arg Asp Thr Lys Ile Glu Val Ala Gln Phe

85 90 95

Val Lys Asp Leu Leu Leu His Leu Lys Lys Leu Phe Lys Glu Gly Gln
100 105 110

Phe Asn

<210> 38

211> 207

<212> PRT

213> NI

220>

223> E R EAA

<400> 38

Met Asp Lys Asp Cys Glu Met Lys Arg Thr Thr Leu Asp Ser Pro Leu

1 5 10 15

Gly Lys Leu Glu Leu Ser Gly Cys Glu Gln Gly Leu His Glu Ile Lys

59
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20 25 30
Leu Leu Gly Lys Gly Thr Ser Ala Ala Asp Ala Val Glu Val Pro Ala
35 40 45
Pro Ala Ala Val Leu Gly Gly Pro Glu Pro Leu Met Gln Cys Thr Ala
50 55 60
Trp Leu Asn Ala Tyr Phe His Gln Pro Glu Ala Ile Glu Glu Phe Pro
65 70 75 80
Val Pro Ala Leu His His Pro Val Phe Gln Gln Glu Ser Phe Thr Arg
85 90 95
Gln Val Leu Trp Lys Leu Leu Lys Val Val Lys Phe Gly Glu Val Ile
100 105 110
Ser Tyr Gln Gln Leu Ala Ala Leu Ala Gly Asn Pro Lys Ala Ala Arg
115 120 125
Ala Val Gly Gly Ala Met Arg Gly Asn Pro Val Pro Ile Leu Ile Pro
130 135 140
Cys His Arg Val Val Cys Ser Ser Gly Ala Val Ala Asn Tyr Ser Gly
145 150 155 160
Gly Leu Ala Val Lys Glu Trp Leu Leu Ala His Glu Gly His Arg Leu
165 170 175
Gly Lys Pro Gly Leu Gly Gly Ser Ser Gly Leu Ala Gly Ala Trp Leu
180 185 190
Lys Gly Ala Gly Ala Thr Ser Gly Ser Pro Pro Ala Gly Arg Asn
195 200 205
<210> 39
211> 207
<212> PRT
213> NLF3
220>
223> H R EAA
<400> 39
Met Asp Lys Asp Cys Glu Met Lys Arg Thr Thr Leu Asp Ser Pro Leu
1 5 10 15
Gly Lys Leu Glu Leu Ser Gly Cys Glu Gln Gly Leu His Glu Ile Lys
20 25 30
Leu Leu Gly Lys Gly Thr Ser Ala Ala Asp Ala Val Glu Val Pro Ala
35 40 45
Pro Ala Ala Val Leu Gly Gly Pro Glu Pro Leu Met Gln Cys Thr Ala
50 55 60
Trp Leu Asn Ala Tyr Phe His Gln Pro Glu Ala Ile Glu Glu Phe Pro

60
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65

Val Pro Ala

Gln
Ser
Ala
Cys
145
Gly

Gly

Lys

<210>
211>
212>
<213>

Val
Tyr
Val
130
His
Val

Lys

Gly

<220>

223>
<400>

40
207
PRT

NILF5)

Leu

Gln
115
Gly

Arg

Ala

Pro

Ala
195

Leu
Trp
100
Gln
Gly
Val
Val
Gly

180
Gly

ENE )N
40

His
85

Lys
Leu
Ala

Val

Lys
165
Leu

Ala

Met Asp Lys Asp Cys

1

Gly Lys Leu

Leu
Pro
Trp
65

Val

Gln

Ser

Leu
Ala
50

Leu
Pro

Val

Tyr

Gly
35

Ala
Asn
Ala

Leu

Gln

Glu
20
Lys

Val

Ala

Leu

Trp

100
Gln

5
Leu

Gly
Leu
Tyr
His
85

Lys

Leu

70
His

Leu

Ala

Met

Cys

150

Glu

Gly

Thr

Glu

Ser

Thr

Gly

Phe

70

His

Leu

Ala

Pro

Leu

Ala

135

Ser

Gly

Ser

Met

Gly

Ser

Gly

95

His

Pro

Leu

Ala

Val

Lys

Leu

120

Gly

His

Leu

Ser

Gly
200

Lys

Cys

Ala

40

Pro

Gln

Val

Lys

Leu

Phe
Val
105
Ala
Asn
Gly
Leu
Ser

185

Ser

Arg
Glu
25

Ala
Glu
Pro
Phe
Val
105

Ala

61

Gln
90

Val
Gly
Pro
Gly
Ala
170

Gly

Pro

Thr
10

Gln
Asp
Pro
Glu
Gln
90

Val

Gly

75
Gln

Lys

Asn

Val

Val

155

His

Leu

Pro

Thr

Gly

Ala

Leu

Ala

75

Gln

Lys

Asn

Glu

Phe

Pro

Pro

140

Gly

Glu

Ala

Ala

Leu

Leu

Val

Met

60

Ile

Glu

Phe

Pro

Ser

Gly

Lys

125

Ile

Asn

Gly

Gly

Gly
205

Asp

His

Glu

45

Gln

Glu

Ser

Gly

Lys

Phe
Glu
110
Ala
Leu
His
His
Ala

190
Arg

Ser
Glu

30
Val

Cys

Glu

Phe

Glu

110
Ala

Thr
95

Val
Ala
Tle
Ser
Arg
175

Trp

Asn

Pro
15

Tle
Pro
Thr
Phe
Thr
95

Val

Ala

80
Arg

Ile
Arg
Pro
Ser
160

Leu

Leu

Leu

Lys

Ala

Ala

Pro

80

Arg

Ile

Arg
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Ala
Cys
145
Gly

Gly

Lys

<210>
211>
212>
213>

Val
130
His
Pro

Lys

Gly

<220>

<223>
<400>

41
207
PRT

NILF5

115

Gly Gly Ala

Arg Val Val

Ala Val Arg

165

Pro Gly Leu

180

Ala Gly Ala

195

Met Asp Lys

1
Gly

Leu
Pro
Trp
65

Val
Gln
Ser
Ala
Cys

145
Gly

Lys
Leu
Ala
50

Leu
Pro
Val
Tyr
Val
130
His

Leu

Leu

Gly
35
Ala

Asn

Ala

Leu

Gln

115

Gly

Arg

Ala

B AR
41

Asp
Glu
20

Lys
Val
Ala
Leu
Trp
100
Gln
Gly

Val

Val

Cys
5
Leu
Gly
Leu
Tyr
His
85
Lys
Leu
Ala

Val

Lys

Met
Tyr
150
Glu

Gly

Thr

Glu

Ser

Thr

Gly

Phe

70

His

Leu

Ala

Met

Cys

150
Glu

Arg
135
Ser
Trp

Gly

Ser

Met
Gly
Ser
Gly
55

His
Pro
Leu
Ala
Arg
135

Ser

Trp

120
Gly

Ser

Leu

Ser

Gly
200

Lys
Cys
Ala
40

Pro
Gln
Val
Lys
Leu
120
Gly

Ser

Leu

Asn Pro Val

Gly
Leu
Ser

185

Ser

Arg
Glu
25

Ala
Glu
Pro
Phe
Val
105
Ala
Asn
Gly

Leu

62

Gly
Ala
170
Gly

Pro

Thr
10

Gln
Asp
Pro
Glu
Gln
90

Val
Gly
Pro

Ala

Ser

Val
155
His

Leu

Pro

Thr

Gly

Ala

Leu

Ala

75

Gln

Lys

Asn

Val

Val

155
His

Pro
140
Gly
Glu

Ala

Ala

Leu
Leu
Val
Met
60

Tle
Glu
Phe
Pro
Pro
140

Gly

Glu

125
Ile

Asn

Gly

Gly

Gly
205

Asp
His
Glu
45

Gln
Glu
Ser
Gly
Lys
125
Tle

Thr

Gly

Leu

Phe

His

Ala

190
Arg

Ser
Glu
30

Val
Cys
Glu
Phe
Glu
110
Ala
Leu
His

His

Tle
Ser
Arg
175

Trp

Asn

Pro
15

Tle
Pro
Thr
Phe
Thr
95

Val
Ala
Tle

Ser

Arg

Pro
Gly
160

Leu

Leu

Leu

Lys

Ala

Ala

Pro

80

Arg

Ile

Arg

Pro

Gly

160
Leu
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165

Gly Lys Pro Gly Leu Gly Gly Ser

180

Lys Gly Ala Gly Ala Thr Ser Gly

195
<210> 42
211> 6
<212> DNA
213> NLFH)
220>
223> H R A
<400> 42
ccatgg 6
<210> 43
211> 238
<212> PRT
213> BN
<400> 43
Met Leu Gly Gln
1
Gln Val Leu Ala
20
Asp Lys Asp Cys
35
Lys Leu Glu Leu
50
Leu Gly Lys Gly
65
Ala Ala Val Leu

Leu Asn Ala Tyr
100

Pro Ala Leu His

115
Val Leu Trp Lys
130

Tyr Gln Gln Leu

145

Val Gly Gly Ala

Pro

Val

Glu

Ser

Thr

Gly

85

Phe

His

Leu

Ala

Met

Ala

Arg

Met

Gly

Ser

70

Gly

His

Pro

Leu

Ala

150
Arg

Pro
Thr
Lys
Cys
55

Ala
Pro
Gln
Val
Lys
135

Leu

Gly

200

Leu
Val
Arg
40

Glu
Ala
Glu
Pro
Phe
120
Val

Ala

Asn

170

175

Ser Gly Leu Ala Gly Ala Trp Leu

185

190

Ser Pro Pro Ala Gly Arg Asn

Glu
Cys
25

Thr
Gln
Asp
Pro
Glu
105
Gln
Val
Gly

Pro

63

Arg
10

Asp
Thr
Gly
Ala
Leu
90

Ala
Gln
Lys

Asn

Val

Phe

Leu

Leu

Leu

Val

75

Met

Ile

Glu

Phe

Pro

155
Lys

Ala
Val
Asp
His
60

Glu
Gln
Glu
Ser
Gly
140

Lys

Ile

205

Ser
Leu
Ser
45

Glu
Val
Cys
Glu
Phe
125
Glu

Ala

Leu

Arg
Gly
30

Pro
Tle
Pro
Thr
Phe
110
Thr
Val

Ala

Ile

Arg
15

Lys
Leu
Lys
Ala
Ala
95

Pro
Arg
Tle

Arg

Pro

Pro

Met

Gly

Leu

Pro

80

Val

Gln

Ser

Ala

160
Cys
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165 170 175
His Arg Val Val Cys Ser Ser Gly Ala Val Gly Asn Tyr Ser Gly Gly
180 185 190
Leu Ala Val Lys Glu Trp Leu Leu Ala His Glu Gly His Arg Leu Gly
195 200 205
Lys Pro Gly Leu Gly Gly Ser Ser Gly Leu Ala Gly Ala Trp Leu Lys
210 215 220
Gly Ala Gly Ala Thr Ser Gly Ser Pro Pro Ala Gly Arg Asn
225 230 235
<210> 44
<211> 380
<212> PRT
213> BN
<400> 44
Met Ala Phe Val Cys Leu Ala Ile Gly Cys Leu Tyr Thr Phe Leu Ile
1 5 10 15
Ser Thr Thr Phe Gly Cys Thr Ser Ser Ser Asp Thr Glu Ile Lys Val
20 25 30
Asn Pro Pro Gln Asp Phe Glu Ile Val Asp Pro Gly Tyr Leu Gly Tyr
35 40 45
Leu Tyr Leu Gln Trp Gln Pro Pro Leu Ser Leu Asp His Phe Lys Glu
50 55 60
Cys Thr Val Glu Tyr Glu Leu Lys Tyr Arg Asn Ile Gly Ser Glu Thr
65 70 75 80
Trp Lys Thr Ile Ile Thr Lys Asn Leu His Tyr Lys Asp Gly Phe Asp
85 90 95
Leu Asn Lys Gly Ile Glu Ala Lys Ile His Thr Leu Leu Pro Trp Gln
100 105 110
Cys Thr Asn Gly Ser Glu Val Gln Ser Ser Trp Ala Glu Thr Thr Tyr
115 120 125
Trp Ile Ser Pro Gln Gly Ile Pro Glu Thr Lys Val Gln Asp Met Asp
130 135 140
Cys Val Tyr Tyr Asn Trp Gln Tyr Leu Leu Cys Ser Trp Lys Pro Gly
145 150 155 160
Ile Gly Val Leu Leu Asp Thr Asn Tyr Asn Leu Phe Tyr Trp Tyr Glu
165 170 175
Gly Leu Asp His Ala Leu Gln Cys Val Asp Tyr Ile Lys Ala Asp Gly
180 185 190
Gln Asn Ile Gly Cys Arg Phe Pro Tyr Leu Glu Ala Ser Asp Tyr Lys

64
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195 200 205
Asp Phe Tyr Ile Cys Val Asn Gly Ser Ser Glu Asn Lys Pro Ile Arg
210 215 220
Ser Ser Tyr Phe Thr Phe Gln Leu Gln Asn Ile Val Lys Pro Leu Pro
225 230 235 240
Pro Val Tyr Leu Thr Phe Thr Arg Glu Ser Ser Cys Glu Ile Lys Leu
245 250 255
Lys Trp Ser Ile Pro Leu Gly Pro Ile Pro Ala Arg Cys Phe Asp Tyr
260 265 270
Glu Ile Glu Ile Arg Glu Asp Asp Thr Thr Leu Val Thr Ala Thr Val
275 280 285
Glu Asn Glu Thr Tyr Thr Leu Lys Thr Thr Asn Glu Thr Arg Gln Leu
290 295 300
Cys Phe Val Val Arg Ser Lys Val Asn Ile Tyr Cys Ser Asp Asp Gly
305 310 315 320
Ile Trp Ser Glu Trp Ser Asp Lys Gln Cys Trp Glu Gly Glu Asp Leu
325 330 335
Ser Lys Lys Thr Leu Leu Arg Phe Trp Leu Pro Phe Gly Phe Ile Leu
340 345 350
Ile Leu Val Ile Phe Val Thr Gly Leu Leu Leu Arg Lys Pro Asn Thr
355 360 365
Tyr Pro Lys Met Ile Pro Glu Phe Phe Cys Asp Thr
370 375 380
<210> 45
<211> 608
<212> PRT
213> NLF3
220>
223> H R EAA
<400> 45
Met His Pro Leu Leu Asn Pro Leu Leu Leu Ala Leu Gly Leu Met Ala
1 5 10 15
Leu Leu Leu Thr Thr Val Ile Ala Leu Thr Cys Leu Gly Gly Phe Ala
20 25 30
Ser Pro Gly Pro Val Pro Pro Ser Thr Ala Leu Arg Glu Leu Ile Glu
35 40 45
Glu Leu Val Asn Ile Thr Gln Asn Gln Lys Ala Pro Leu Cys Asn Gly
50 55 60
Ser Met Val Trp Ser Ile Asn Leu Thr Ala Gly Met Tyr Cys Ala Ala

65



CN 107709353 A

.1l

26/33 T

65

Leu Glu Ser

Gln
Phe
Val
Phe
145
Pro
Cys
Ala
Val
Ser
225
Arg
Arg
Asp
Asn
Arg
305
Gly
Glu

Leu

His

Arg
Ser
Lys
130
Asn
Ala
Arg
Gln
Ile
210
Lys
Arg
Asp
Ala
Leu
290
Asp
Leu
Ile

Tyr

Met
370

Met
Ser
115
Asp
Pro
Pro
Pro
Leu
195
Leu
Arg
Pro
Phe
Pro
275

Gly

Pro

Gly

Gln
355
Gln

Leu
Leu
100
Leu
Leu
Arg
Thr
Ala
180
Leu
Thr
Ser
Gly
Ala
260
Ala
Arg
Glu
Asn
Met
340

Gly

Ala

Ile
85

Ser
His
Leu
Lys
Ile
165
Ala
Cys
Ala
Arg
Pro
245
Ala
Tyr
Arg
Met
Glu
325
Lys

Leu

Leu

70

Asn
Gly
Val
Leu
Pro
150
Ala
Gly
Tyr
Leu
Leu
230
Thr
Tyr
Gln
Glu
Gly
310
Leu
Gly

Ser

Pro

Val
Phe
Arg
His
135
Thr
Ser
Gly
Leu
Phe
215
Leu
Arg
Arg
Gln
Glu
295
Gly
Gln
Glu

Thr

Pro
375

Ser
Cys
Asp
120
Leu
Thr
Gln
Ala
Leu
200
Leu
His
Lys
Ser
Gly
280
Tyr
Lys
Lys
Arg
Ala

360
Arg

Gly
Pro
105
Thr
Lys
Thr
Pro
Val

185
Asp

Ser
His
Thr
265
Gln
Asp
Pro
Asp
Arg
345

Thr

Gln

66

Cys
90

His
Lys
Lys
Pro
Leu
170
His
Gly
Val
Asp
Tyr
250
Arg
Asn
Val
Arg
Lys
330
Arg

Lys

Pro

75

Ser
Lys
Tle
Leu
Ala
155
Ser
Thr
Tle
Val
Tyr
235
Gln
Lys
Gln
Leu
Arg
315
Met
Gly

Asp

Ala

Ala
Val
Glu
Phe
140
Pro
Leu
Arg
Leu
Thr
220
Met
Pro
Phe
Leu
Asp
300
Lys
Ala
Lys

Thr

Ala
380

Tle
Ser
Val
125

Arg

Arg

Gly

Phe

205

Phe

Asn

Tyr

Ser

285

Lys

Asn

Glu

Gly

Tyr

365
Ala

Glu
Ala
110
Ala
Glu
Pro
Pro
Leu
190
Tle
Trp
Met
Ala
Arg
270
Asn
Arg
Pro
Ala
His
350

Asp

Glu

Lys
95

Gly
Gln
Gly
Pro
Glu
175
Asp
Tyr
Val
Thr
Pro
255
Ser
Glu
Arg
Gln
Tyr
335
Asp

Ala

Gly

80
Thr

Gln
Phe
Gln
Thr
160
Ala
Phe
Gly
Arg
Pro
240
Pro
Ala
Leu
Gly
Glu
320
Ser
Gly

Leu

Arg
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Gly
385
Trp
Leu
Lys
Ala
Ala
465
Pro
Arg
Tle
Arg
Pro
545
Gly

Leu

Leu

Ser

Met

Gly

Leu

Pro

450

Trp

Val

Gln

Ser

Ala

530

Cys

Gly

Gly

Lys

<210> 46
<211> 60
<212> PR

<213>

<220>

<223>

<400> 46
Met His Pro Leu Leu Asn Pro Leu Leu Leu Ala Leu Gly Leu Met Ala

1

Leu

Asp

Lys

Leu

435

Ala

Leu

Pro

Val

Tyr

515

Val

His

Leu

Lys

Gly
595

8
T

Leu
Lys
Leu
420
Gly
Ala
Asn
Ala
Leu
500
Gln
Gly
Arg
Ala
Pro

580
Ala

NILF5)

ENEAA)EIN

Thr
Asp
405
Glu
Lys
Val
Ala
Leu
485
Trp
Gln
Gly
Val
Val
565

Gly

Gly

5

Cys
390
Cys
Leu
Gly
Leu
Tyr
470
His
Lys
Leu
Ala
Val
550
Lys

Leu

Ala

Gly

Glu

Ser

Thr

Gly

455

Phe

His

Leu

Ala

Met

535

Cys

Glu

Gly

Thr

Asp

Met

Gly

Ser

440

Gly

His

Pro

Leu

Ala

520

Arg

Ser

Trp

Gly

Ser
600

Val
Lys
Cys
425
Ala
Pro
Gln
Val
Lys
505
Leu
Gly
Ser
Leu
Ser

585
Gly

Glu
Arg
410
Glu
Ala
Glu
Pro
Phe
490
Val
Ala
Asn
Gly
Leu
570

Ser

Ser

10

Glu
395
Thr
Gln
Asp
Pro
Glu
475
Gln
Val
Gly
Pro
Ala
555
Ala

Gly

Pro

Asn

Thr

Gly

Ala

Leu

460

Ala

Gln

Lys

Asn

Val

540

Val

His

Leu

Pro

Pro

Leu

Leu

Val

445

Met

Ile

Glu

Phe

Pro

525

Lys

Gly

Glu

Ala

Ala
605

Gly
Asp
His
430
Glu
Gln
Glu
Ser
Gly
510
Lys
Ile
Asn
Gly
Gly

590
Gly

Pro
Ser
415
Glu
Val
Cys
Glu
Phe
495
Glu
Ala
Leu
Tyr
His
575

Ala

Arg

15

Pro
400
Pro
Tle
Pro
Thr
Phe
480
Thr
Val
Ala
Tle
Ser
560
Arg

Trp

Asn

Leu Leu Leu Thr Thr Val Ile Ala Leu Thr Cys Leu Gly Gly Phe Ala

20

25

67

30
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Ser
Glu
Ser
65

Leu
Gln
Phe
Val
Phe
145
Pro
Cys
Ala
Val
Ser
225
Arg
Arg
Asp
Asn
Arg
305

Gly

Glu

Pro
Leu
50

Met
Glu
Arg
Ser
Lys
130
Asn
Ala
Arg
Gln
Ile
210
Lys
Arg
Asp
Ala
Leu
290
Asp

Leu

Ile

Gly
35

Val
Val
Ser
Met
Ser
115
Asp
Pro
Pro
Pro
Leu
195
Leu
Arg
Pro
Phe
Pro
275
Gly
Pro

Tyr

Gly

Pro

Asn

Trp

Leu

Leu

100

Leu

Leu

Arg

Thr

Ala

180

Leu

Thr

Ser

Gly

Ala

260

Ala

Arg

Glu

Asn

Met

Val
Tle
Ser
Tle
85

Ser
His
Leu
Lys
Tle
165
Ala
Cys
Ala
Arg
Pro
245
Ala
Tyr
Arg
Met
Glu

325
Lys

Pro
Thr
Tle
70

Asn
Gly
Val
Leu
Pro
150
Ala
Gly
Tyr
Leu
Leu
230
Thr
Tyr
Gln
Glu
Gly
310

Leu

Gly

Pro
Gln
55

Asn
Val
Phe
Arg
His
135
Thr
Ser
Gly
Leu
Phe
215
Leu
Arg
Arg
Gln
Glu
295
Gly

Gln

Glu

Ser
40

Asn
Leu
Ser
Cys
Asp
120
Leu
Thr
Gln
Ala
Leu
200
Leu
His
Lys
Ser
Gly
280
Tyr
Lys

Lys

Arg

Thr Ala Leu

Gln

Thr

Gly

Pro

105

Thr

Lys

Thr

Pro

Val

185

Asp

Arg

Ser

His

Thr

265

Gln

Asp

Pro

Asp

Arg

68

Lys
Ala
Cys
90

His
Lys
Lys
Pro
Leu
170
His
Gly
Val
Asp
Tyr
250
Arg
Asn
Val
Arg
Lys

330
Arg

Ala
Gly
75

Ser
Lys
Tle
Leu
Ala
155
Ser
Thr
Tle
Val
Tyr
235
Gln
Lys
Gln
Leu
Arg
315

Met

Gly

Arg
Pro
60

Met
Ala
Val
Glu
Phe
140
Pro
Leu
Arg
Leu
Thr
220
Met
Pro
Phe
Leu
Asp
300
Lys

Ala

Lys

Tyr
45

Leu
Tyr
Ile
Ser
Val
125
Arg
Arg
Arg
Gly
Phe
205
Phe
Asn
Tyr
Ser
Tyr
285
Lys
Asn

Glu

Gly

Leu

Cys

Cys

Glu

Ala

110

Ala

Glu

Pro

Pro

Leu

190

Ile

Trp

Met

Ala

Arg

270

Asn

Arg

Pro

Ala

His

Ile
Asn
Ala
Lys
95

Gly
Gln
Gly
Pro
Glu
175
Asp
Tyr
Val
Thr
Pro
255
Ser
Glu
Arg
Gln
Tyr

335
Asp

Glu
Gly
Ala
80

Thr
Gln
Phe
Gln
Thr
160
Ala
Phe
Gly
Arg
Pro
240
Pro
Ala
Leu
Gly
Glu
320

Ser

Gly
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Leu
His
Gly
385
Trp
Leu
Lys
Ala
Ala
465
Pro
Arg
Ile
Arg
Pro
545
Gly

Leu

Leu

<210> 47

Tyr
Met
370
Ser
Met
Gly
Leu
Pro
450
Trp
Val
Gln
Ser
Ala
530
Cys
Gly

Gly

Lys

Gln
355
Gln
Leu
Asp
Lys
Leu
435
Ala
Leu
Pro
Val
Tyr
515
Val
His
Leu

Lys

Gly
595

<211> 608
<212> PRT
213> NI
<220>

<223> B R EAA

340
Gly

Ala
Leu
Lys
Leu
420
Gly
Ala
Asn
Ala
Leu
500
Gln
Gly
Arg
Ala
Pro

580
Ala

Leu
Leu
Thr
Asp
405
Glu
Lys
Val
Ala
Leu
485
Trp
Gln
Gly
Val
Val
565

Gly

Gly

Ser
Pro
Cys
390
Cys
Leu
Gly
Leu
Tyr
470
His
Lys
Leu
Ala
Val
550
Lys

Leu

Ala

Thr
Pro
375
Gly
Glu
Ser
Thr
Gly
455
Phe
His
Leu
Ala
Met
535
Cys
Glu

Gly

Thr

Ala
360
Arg
Asp
Met
Gly
Ser
440
Gly
His
Pro
Leu
Ala
520
Arg
Ser
Trp

Gly

Ser
600

345

Thr Lys Asp

Gln
Val
Lys
Cys
425
Ala
Pro
Gln
Val
Lys
505
Leu
Gly
Ser
Leu
Ser

585
Gly

69

Pro
Glu
Arg
410
Glu
Ala
Glu
Pro
Phe
490
Val
Ala
Asn
Gly
Leu
570

Ser

Ser

Ala
Glu
395
Thr
Gln
Asp
Pro
Glu
475
Gln
Val
Gly
Pro
Ala
555
Ala

Gly

Pro

Thr
Ala
380
Asn
Thr
Gly
Ala
Leu
460
Ala
Gln
Lys
Asn
Val
540
Val
His
Leu

Pro

Tyr
365
Ala
Pro
Leu
Leu
Val
445
Met
Tle
Glu
Phe
Pro
525
Lys
Gly
Glu

Ala

Ala
605

350
Asp

Glu
Gly
Asp
His
430
Glu
Gln
Glu
Ser
Gly
510
Lys
Ile
Asn
Gly
Gly

590
Gly

Ala
Gly
Pro
Ser
415
Glu
Val
Cys
Glu
Phe
495
Glu
Ala
Leu
Tyr
His
575

Ala

Arg

Leu
Arg
Pro
400
Pro
Tle
Pro
Thr
Phe
480
Thr
Val
Ala
Tle
Ser
560
Arg

Trp

Asn
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<400> 47

Met His Pro

1

Leu
Ser
Glu
Ser
65

Leu
Gln
Phe
Val
Phe
145
Pro
Cys
Ala
Val
Ser
225
Arg
Arg

Asp

Asn

Leu
Pro
Leu
50

Met
Glu
Arg
Ser
Lys
130
Asn
Ala
Arg
Gln
Ile
210
Lys
Arg
Asp

Ala

Leu
290

Leu
Gly
35

Val
Val
Ser
Met
Ser
115
Asp
Pro
Pro
Pro
Leu
195
Leu
Arg
Pro
Phe
Pro

275
Gly

Leu
Thr
20

Pro
Asn
Trp
Leu
Leu
100
Leu
Leu
Arg
Thr
Ala
180
Leu
Thr
Ser
Gly
Ala
260

Ala

Arg

Leu
Thr
Val
Tle
Ser
Tle
85

Ser
His
Leu
Lys
Tle
165
Ala
Cys
Ala
Arg
Pro
245
Ala

Tyr

Arg

Asn
Val
Pro
Thr
Tle
70

Asn
Gly
Val
Leu
Pro
150
Ala
Gly
Tyr
Leu
Leu
230
Thr
Tyr

Gln

Glu

Pro
Tle
Pro
Gln
55

Asn
Val
Phe
Arg
His
135
Thr
Ser
Gly
Leu
Phe

215
Leu

Arg

Gln

Glu
295

Leu
Ala
Ser
40

Asn
Leu
Ser
Cys
Asp
120
Leu
Thr
Gln
Ala
Leu
200
Leu
His
Lys

Ser

Gly
280

Leu
Leu
25

Thr
Gln
Thr
Gly
Pro
105
Thr
Lys
Thr
Pro
Val
185
Asp
Arg
Ser
His
Thr
265

Gln

Asp

70

Leu
10

Thr
Ala
Lys
Ala
Cys
90

His
Lys
Lys
Pro
Leu
170
His
Gly
Val
Asp
Tyr
250
Arg

Asn

Val

Ala
Cys
Leu
Ala
Gly
75

Ser
Lys
Tle
Leu
Ala
155
Ser
Thr
Tle
Val
Tyr
235
Gln
Lys

Gln

Leu

Leu
Leu
Arg
Pro
60

Met
Ala
Val
Glu
Phe
140
Pro
Leu
Arg
Leu
Thr
220
Met
Pro
Phe

Leu

Asp
300

Gly
Gly
Lys
45

Leu
Tyr
Ile
Ser
Val
125
Lys
Arg
Arg
Gly
Phe
205
Phe
Asn
Tyr
Ser
Tyr

285
Lys

Leu
Gly
30

Leu
Cys
Cys
Glu
Ala
110
Ala
Glu
Pro
Pro
Leu
190
Tle
Trp
Met
Ala
Arg
270

Asn

Arg

Met
15

Phe
Tle
Asn
Ala
Lys
95

Gly
Gln
Gly
Pro
Glu
175
Tyr
Val
Thr
Pro
255
Ser

Glu

Arg

Ala
Ala
Glu
Gly
Ala
80

Thr
Gln
Phe
Gln
Thr
160
Ala
Phe
Gly
Arg
Pro
240
Pro
Ala

Leu

Gly
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Arg
305
Gly
Glu
Leu
His
Gly
385
Trp
Leu
Lys
Ala
Ala
465
Pro
Arg
Ile
Arg
Pro
545
Gly

Leu

Leu

<210> 48

Asp
Leu
Tle
Tyr
Met
370
Ser
Met
Gly
Leu
Pro
450
Trp
Val
Gln
Ser
Ala
530
Cys
Gly

Gly

Lys

Pro
Tyr
Gly
Gln
355
Gln
Leu
Asp
Lys
Leu
435
Ala
Leu
Pro
Val
Tyr
515
Val
His
Leu

Lys

Gly
595

Glu
Asn
Met
340
Gly
Ala
Leu
Lys
Leu
420
Gly
Ala
Asn
Ala
Leu
500
Gln
Gly
Arg
Ala
Pro

580
Ala

Met
Glu
325
Lys
Leu
Leu
Thr
Asp
405
Glu
Lys
Val
Ala
Leu
485
Trp
Gln
Gly
Val
Val
565

Gly

Gly

Gly
310
Leu
Gly
Ser
Pro
Cys
390
Cys
Leu
Gly
Leu
Tyr
470
His
Lys
Leu
Ala
Val
550
Lys

Leu

Ala

Gly
Gln
Glu
Thr
Pro
375
Gly
Glu
Ser
Thr
Gly
455
Phe
His
Leu
Ala
Met
535
Cys
Glu

Gly

Thr

Lys
Lys
Arg
Ala
360
Arg
Asp
Met
Gly
Ser
440
Gly
His
Pro
Leu
Ala
520
Arg
Ser
Trp

Gly

Ser
600

Pro Arg Arg

Asp
Arg
345
Thr
Gln
Val
Lys
Cys
425
Ala
Pro
Gln
Val
Lys
505
Leu
Gly
Ser
Leu
Ser

585
Gly

71

Lys
330
Arg
Lys
Pro
Glu
Arg
410
Glu
Ala
Glu
Pro
Phe
490
Val
Ala
Asn
Gly
Leu
570

Ser

Ser

315
Met

Gly
Asp
Ala
Glu
395
Thr
Gln
Asp
Pro
Glu
475
Gln
Val
Gly
Pro
Ala
555
Ala

Gly

Pro

Lys
Ala
Lys
Thr
Ala
380
Asn
Thr
Gly
Ala
Leu
460
Ala
Gln
Lys
Asn
Val
540
Val
His
Leu

Pro

Asn
Glu
Gly
Tyr
365
Ala
Pro
Leu
Leu
Val
445
Met
Tle
Glu
Phe
Pro
525
Lys
Gly
Glu

Ala

Ala
605

Pro
Ala
His
350
Asp
Glu
Gly
Asp
His
430
Glu
Gln
Glu
Ser
Gly
510
Lys
Ile
Asn
Gly
Gly

590
Gly

Gln
Tyr
335
Asp
Ala
Gly
Pro
Ser
415
Glu
Val
Cys
Glu
Phe
495
Glu
Ala
Leu
Tyr
His
575

Ala

Arg

Glu
320
Ser
Gly
Leu
Arg
Pro
400
Pro
Tle
Pro
Thr
Phe
480
Thr
Val
Ala
Tle
Ser
560
Arg

Trp

Asn



CN 107709353 A

it

.1l

32/33 T

<211> 621
<212> DNA

213> NLR3

<220>

223> A MK

<400> 48

atggacaaag
ctgtctgget
gctgatgetg
cagtgcaccg
gtgcctgecece
aagctgctga
gctggaaacc

atcctgattc

ggactggcceg

ctgggagggt
agcccacctg
<210> 49
211> 207
<212> PRT
213> BN
<400> 49
Met Asp Lys
1
Gly Lys Leu
Gly
35
Ala

Leu Leu

Ala
50
Leu

Pro
Trp Asn
65
Val

Pro Ala

Gln Val Leu
Gln
115

Gly

Ser Tyr

Ala Val

attgcgagat
gtgaacaggg
tggaagtgcc
cctggcectgaa
tgcaccatcc
aagtggtgaa
caaaagctgc
cctgccacag
tgaaagaatg
ctagtggact

ccggeceggaa

Asp Cys

Glu
20
Lys

Leu

Gly

Val Leu

Ala Tyr
His
85
Lys

Leu

Trp
100
Gln Leu

Gly Ala

Glu

Ser

Thr

Gly

Phe

70

His

Leu

Ala

Met

gaagcggacc
gctgcacgag
agctccagcet
cgcttactte
agtgttccag
gttcggggaa
tcgggeegtyg
ggtggtgtgt
gctgetgget
ggctggaget
t 621

Met Lys

Gly Cys

Ala
40

Pro

Ser

Gly
55
His Gln

Pro Val

Leu Lys

Ala Leu

120

Arg Gly

acactggact
atcaaactgc
getgtgetgg
catcagcctg
caggagagtt
gtgatttcct
ggaggagcta
agctccggag
cacgagggac

tggctgaagg

Thr
10
Gln

Arg Thr
Glu
25

Ala

Gly

Asp Ala

Glu Pro Leu

Glu Ala
75
Gln

Pro

Gln
90
Val

Phe

Val
105
Ala

Lys

Gly Asn

Asn Pro Val

72

ccceectggg
tgggaaaggg
gaggacctga
aagccatcga
ttacaaggca
accagcagct
tgagaggcaa
ctgtggggaa
ataggctggg
gagctggagce

Leu Asp Ser
Glu
30

Val

Leu His

Val Glu
45
Met Gln
60

Ile

Cys

Glu Glu

Glu Ser Phe

Phe Glu
110
Ala

Gly

Lys
125
Ile

Pro

Pro Leu

caaactggag
cactagcgcce
gccactgatg
ggaatttcce
ggtgetgtgg
ggctgetetg
tccagtgcca
ctattctggg
aaagcctgge

tacctcagga

Pro Leu
15
Ile Lys

Pro Ala

Thr Ala

Phe Pro
80
Thr Arg
95
Val Ile

Ala Arg

Ile Pro

120
180
240
300
360
420
480
540
600
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130 135 140
Cys His Arg Val Val Cys Ser Ser Gly Ala Val Gly Asn Tyr Ser Gly
145 150 155 160
Gly Leu Ala Val Lys Glu Trp Leu Leu Ala His Glu Gly His Arg Leu
165 170 175
Gly Lys Pro Gly Leu Gly Gly Ser Ser Gly Leu Ala Gly Ala Trp Leu
180 185 190
Lys Gly Ala Gly Ala Thr Ser Gly Ser Pro Pro Ala Gly Arg Asn
195 200 205

73
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200

150

100

50

0
102 103 104 105
IL13
3B
N
N
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MGMT

Actin
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IL2 (pg/ml/2x108 4H} )

IFNy (pg/ml1/2x106 Zaf )

900
800 1
700 1
600
500 A
400 1
3004
200 A
100 1

TMZAL# 5 FRTL2

H

4000~

30004

2000+

1000

T T
w/o TMZ + TMZ
K 5A

TMZAL ¥ j5 FTFNyY

—_—

: .
w/o TMZ + TMZ

4|58
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IL13CAR-P140KMGMTFIDNAF5] SEQ ID NO:1

GGA TCC| GCC ACC| ATG|CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA f
CTG GGC CTCATG GCG CTT TTG TTG ACC ACG GTC ATT GCT CTC ACT e
TGC CTT GGC GGC TTT GCC|TCC CCA GGC CCT GTG CCT CCC TCT ACA

GCC CTC AGG GAG CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC

CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTATGG AGC ATC AAC

CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAATCC CTG ATC AAC IL13(WT)

GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTG AGC

GGA TTC TGC CCG CAC AAG GTC TCA GCT GGG CAG TTT TCC AGC TTG

CAT GTC CGA GAC ACC AAA ATC GAG GTG GCC CAG TTT GTA AAG GAC

CTG CTC TTA CAT TTA AAG AAA CTT TTT CGC GAG GGA CAG TTC AAC

[ CCT AGG|AAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG

CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG | &t

CCA GCG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GCC

[ CAA TTG [CTC TGC TAC CTG CTG GAT GGA ATC CTC TTC ATC TAT GGT GTC ™
ATT CTC ACT GCC TTG TTC CTG AGA GTG [GTT AAC[TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AAC ATG ACT CCC CGC cD28
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCA CGC
GAC TTC GCA GCC TAT CGC|TCC ACG |CGT AAG TTC AGC AGG AGC GCA GAC
GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAAGGC  |CD3C
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC
ATG CAG GCC CTG CCC CCT CGC|TAA |CAG CCA] GCG GCC GC|A]GAG GGC AGA|A2
GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT|CCA
TGGJATG [GAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAG ATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCA GTG [AAAJATC CTG ATT
COC TGC CAC AGG GTG GTG TGT AGC TOC GGA GCT GTG GGG AAC TAT TCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GBGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT
TGA[CGG CCG]

P140K
MGMT

K 7A

82
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IL13CAR-P140KMGMTRIBEFES] SEQ ID NO:4

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA| SPGPVPPSTALRELIEELVNITQNQKAPL 13
CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGFCPHKVSAGQFSSLHVR
DTKIEVAQFVKDLLLHLKKLFREGQFN|PR|KPTTTPAPRPPTPAPTIASQPLSLRPEAC Bk
RPAAGGAVHTRGLDFA|QLILCYLLDGILFIYGVILTALFLRV|VN|FWVRSKRSRLLHSDYM  [TM/CD28
NMTPRRPGPTRKHYQPYAPPRDFAAYRS |TRIKFSRSADAPAYQQGQNQLYNELNLGR _—
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNELQKDKMAEAYSEIGMKGERRRGK ¢
GHDGLYQGLSTATKDTYDALHMQALPPR[STOP|QP|AAA|EGRGSLLTCGDVEENPGP| M |A2
DKDCEMKRTTLDSPLGKLELSGCEQGLHEIKLLGKGTSAADAVEVPAPAAVLGGPEPL |\
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQVLWKLLKVVKFGEVISYQQL
AALAGNPKAARAVGGAMRGNPV[K]ILIPCHRVVCSSGAVGNYSGGLAVKEWLLAHEGH il
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRN|[STOP

K78

83
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IL13(E13Y)CAR-P140KMGMT KIDNAFEF] SEQ ID NO:2

GGA TCC|GCC ACC| ATG|CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA
CTG GGC CTC ATGGCG CTT TTG TTG ACC ACG GTC ATT GCT CTC ACT

TGC CTT GGC GGC TTT GCC|TCC CCA GGC CCT GTG CCT CCC TCT ACA
GCC CTC AGG TAC CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC
CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTA TGG AGC ATC AAC
CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAATCC CTG ATC AAC
GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTG AGC
GGA TTC TGC CCG CAC AAG GTC TCA GCT GGG CAG TTT TCCAGC TTG
CAT GTC CGA GAC ACC AAA ATC GAG GTG GCC CAG TTT GTA AAG GAC
CTG CTC TTA CAT TTAAAG AAA CTT TTT CGC GAG GGA CAG TTC AAC

IL13(E13y)

| CCT AGG|AAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG
CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG
CCA GCG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GCC

Bk

| CAATTG |CTC TGC TAC CTG CTG GAT GGA ATC CTC TTC ATC TAT GGT GTC

™

ATT CTC ACT GCC TTG TTC CTG AGA GTG |GTT AAC|TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AACATG ACT CCC CGC
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCA CGC

CD28

GAC TTC GCA GCC TAT CGC|TCC ACG |CGT AAG TTC AGC AGG AGC GCA GAC
GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAA GGC
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC

CD3C

ATG CAG GCC CTG CCC CCT CGC|TAA [CAG CCA] GCG GCC GC [A|GAG GGC AGA

A2

GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT|CCA

TGGJATG JGAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAG ATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCAGTG @ATC CTGATT
CCC TGC CAC AGG GTG GTG TGT AGC TCC GGA GCT GTG GGG AAC TAT TCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT

P140K
MGMT

TGAJCGG CCG |
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IL13(E13Y)CAR-P14OKMGMTKIBKFE# SEQ ID NO:5

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA] SPGPVPPSTALRYLIEELVNITQNQKAPL |IL13
CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGFCPHKVSAGQFSSLHVR _|(E13y)
DTKIEVAQFVKDLLLHLKKLFREGQFN[PRIKPTTTPAPRPPTPAPTIASQPLSLRPEAC | %24t
RPAAGGAVHTRGLDFAJQULCYLLDGILFIYGVILTALFLRV[VN FWVRSKRSRLLHSDYM |TM/CD28
NWTPRRPGPTRKHYQPYAPPRDFAAYRS [TRIKFSRSADAPAYQQGQNQLYNELNLGR |,
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNELQKDKMAEAYSEIGMKGERRRGK [P
GHDGLYQGLSTATKDTYDALHMQALPPRSTOP|QPAAAJEGRGSLLTCGDVEENPGP [M]A2
DKDCEMKRTTLDSPLGKLELSGCEQGLHEIKLLGKGTSAADAVEVPAPARVLGGPEPL |1,
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQULWKLLKVVKFGEVISYQQL
AALAGNPKAARAVGGAMRGNPV[K]ILIPCHRVVCSSGAVGNYSGGLAVKEWLLAHEGH [MCMT
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRN[STOP
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IL13(E13K.R109K)CAR-P140KMGMTHIDNAFES] SEQ ID NO:3

GGA TcC|Gee ACC| ATG|CAT CCG CTC CTC AAT CCT CTC CTG TTG GCA
CTG GGC CTC ATG GCG CTT TTG TTG ACC ACG GTC ATT GCT CTC ACT

TGC CTT GGC GGC TTT GCC TCC CCA GGC CCT GTG CCT CCC TCT ACA
GCC CTC AGG AAG CTC ATT GAG GAG CTG GTC AAC ATC ACC CAG AAC
CAG AAG GCT CCG CTC TGC AAT GGC AGC ATG GTATGG AGC ATC AAC
CTG ACA GCT GGC ATG TAC TGT GCA GCC CTG GAATCC CTG ATC AAC
GTG TCA GGC TGC AGT GCC ATC GAG AAG ACC CAG AGG ATG CTGAGC
GGATTC TGC CCG CAC AAG GTC TCAGCT GGG CAG TTTTCCAGC TTG
CAT GTC CGA GAC ACC AAAATC GAG GTG GCC CAG TTT GTAAAG GAC
CTG CTC TTA CAT TTAAAG AAACTT TTT AAG GAG GGA CAG TTC AAC

[ _CCT AGG|AAG CCC ACC ACG ACG CCA GCG CCG CGA CCA CCA ACA CCG GCG
CCC ACC ATC GCG TCG CAG CCC CTG TCC CTG CGC CCA GAG GCG TGC CGG
CCA GCG GCG GGG GGC GCA GTG CAC ACG AGG GGG CTG GAC TTC GCC

L CAATTG ICTC TGC TAC CTG CTG GAT GGAATC CTC TTC ATC TAT GGT GTC

ATT CTC ACT GCC TTG TTC CTG AGA GTG |GTT AAC|TTC TGG GTG AGG AGT
AAG AGG AGC AGG CTC CTG CAC AGT GAC TAC ATG AAC ATG ACT CCC CGC
CGC CCC GGG CCC ACC CGC AAG CAT TAC CAG CCC TAT GCC CCA CCACGC
GAC TTC GCA GCC TAT CGC |TCC ACG |CGT AAG TTC AGC AGG AGC GCA GAC

GCC CCC GCG TAC CAG CAG GGC CAG AAC CAG CTC TAT AAC GAG CTC AAT
CTA GGA CGA AGA GAG GAG TAC GAT GTT TTG GAC AAG AGA CGT GGC CGG
GAC CCT GAG ATG GGG GGA AAG CCG AGA AGG AAG AAC CCT CAG GAA GGC
CTG TAC AAT GAA CTG CAG AAA GAT AAG ATG GCG GAG GCC TAC AGT GAG
ATT GGG ATG AAA GGC GAG CGC CGG AGG GGC AAG GGG CAC GAT GGC CTT
TAC CAG GGT CTC AGT ACA GCC ACC AAG GAC ACC TAC GAC GCC CTT CAC

ATG CAG GCC CTG CCC CCT CGC|TAA [CAG CCA] GCG GCC GC|A|GAG GGC AGA

GGA AGT CTT CTA ACA TGC GGT GAC GTG GAG GAG AAT CCC GGC CCT[CCA

TGG|ATG [GAC AAA GAT TGC GAG ATG AAG CGG ACC ACA CTG GAC TCC CCC
CTG GGC AAA CTG GAG CTG TCT GGC TGT GAA CAG GGG CTG CAC GAGATC
AAA CTG CTG GGA AAG GGC ACT AGC GCC GCT GAT GCT GTG GAA GTG CCA
GCT CCA GCT GCT GTG CTG GGA GGA CCT GAG CCA CTG ATG CAG TGC ACC
GCC TGG CTG AAC GCT TAC TTC CAT CAG CCT GAA GCC ATC GAG GAATTT
CCC GTG CCT GCC CTG CAC CAT CCA GTG TTC CAG CAG GAG AGT TTT ACA
AGG CAG GTG CTG TGG AAG CTG CTG AAA GTG GTG AAG TTC GGG GAA GTG
ATT TCC TAC CAG CAG CTG GCT GCT CTG GCT GGA AAC CCA AAA GCT GCT
CGG GCC GTG GGA GGA GCT ATG AGA GGC AAT CCA GTG @ATC CTGATT
CCC TGC CAC AGG GTG GTG TGT AGC TCC GGA GCT GTG GGG AAC TAT TCT
GGG GGA CTG GCC GTG AAA GAA TGG CTG CTG GCT CAC GAG GGA CAT AGG
CTG GGA AAG CCT GGC CTG GGA GGG TCT AGT GGA CTG GCT GGA GCT TGG
CTG AAG GGA GCT GGA GCT ACC TCA GGA AGC CCA CCT GCC GGC CGG AAT

IL13
(E13K R109K)
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IL13(E13K.R109K)CAR-P140KMGMTRI Bk FE#] SEQ ID NO:6

MHPLLNPLLLALGLMALLLTTVIALTCLGGFA| SPGPVPPSTALRKLIEELVNITQNQKAPL |IL13
CNGSMVWSINLTAGMYCAALESLINVSGCSAIEKTQRMLSGFCPHKVSAGQFSSLHVR _ |(E13K R109K)
DTKIEVAQFVKDLLLHLKKLFKEGQFN|PRIKPTTTPAPRPPTPAPTIASQPLSLRPEAC Bk
RPAAGGAVHTRGLDFA|QL|LCYLLDGILFIYGVILTALFLRV|VNIFWVRSKRSRLLHSDYM [TM/CD28
NMTPRRPGPTRKHYQPYAPPRDFAAYRS |[TR|KFSRSADAPAYQQGQNQLYNELNLGR -
REEYDVLDKRRGRDPEMGGKPRRKNPQEGLYNELQKDKMAEAYSEIGMKGERRRGK ¢
GHDGLYQGLSTATKDTYDALHMQALPPR|STOP|QP[AAAIEGRGSLLTCGDVEENPGP |M |A2
DKDCEMKRTTLDSPLGKLELSGCEQGLHEIKLLGKGTSAADAVEVPAPAAVLGGPEPL |,
MQCTAWLNAYFHQPEAIEEFPVPALHHPVFQQESFTRQVLWKLLKVVKFGEVISYQQL | 0
AALAGNPKAARAVGGAMRGNPV{K]ILIPCHRVVCSSGAVGNYSGGLAVKEWLLAHEGH
RLGKPGLGGSSGLAGAWLKGAGATSGSPPAGRN[STOP

K98
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