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(57) Abstract: The invention involves generating a T cell re-
sponse to subdominant antigens and using the cells to thera-
peutically change the cellular homeostasis and nature of the
immune response. In a preferred embodiment, the cells are
generated outside of the patient avoiding the influence of the
patient's immunologic milieu. By stimulating and growing
the T cells from a patient in a tissue culture to one or more
subdominant antigens and the transplanting them into the pa-
tient, if enough cells are expanded and transplanted, the
transplanted cells overwhelm the endogenous dominant T
cells in the response to either break or induce immune toler-
ance or otherwise modify the immune response to the cells or
organism expressing that antigen. When the memory cells are
established they are then reflective of this new immunodom-
inance hierarchy so that the desired therapeutic effect is long
lasting. In effect, the transplantation exogenously generated
T cells reactive to the subdominant antigens is recapitulating
priming and rebalancing the patient's immune response to
target previously subdominant antigens in the cells or organ-
ism to produce a therapeutic benefit.
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MODULATED IMMUNODOMINANCE THERAPY

RELATED APPLICATIONS

[0001] This application is related to provisional application U.S. Serial No. 61/490,505,
filed on May 26, 2011, the contents of which are hereby incorporated by reference in its

entirety.

BACKGROUND OF THE INVENTION

[0002] The present invention relates to a novel therapeutic for cancer, chronic
infections, autoimmune diseases, and transplantation based upon the modification of the

immunodominance hierarch by therapeutic manipulation of cellular homeostasis.

[0003] The clinical management of cancer is specific for each site of origin and, for the
most part, depends upon stage of the disease (i.e., how far the tumor has invaded locally or
spread to other organs by metastasis). Surgery and/or localized radiotherapy are generally the
treatment of choice for the primary tumor with chemotherapy, monoclonal antibody or cytokine
therapy or whole body irradiation being treatment for metastatic disease. Recently, the first
dendritic cell therapy, Provenge, was approved for Prostate cancer with a 4-month progression
benefit. Diagnosis is still based upon histologic analysis of the biopsy. Molecular markers are
sometimes standard if they will be helpful in the selection of a drug (e.g., Herceptin). However,

creating a profile of the immune response has not been done on a routine clinical basis.

[0004] The environment in which a T cell sees an antigen during the primary immune
response determines the nature of subsequent recall response. The initial recognition event and
microenvironment around that primary cell can result in many outcomes. If the antigen is
presented by a nonprofessional APC, only a subset of the epitopes may be released during
processing. If a costimulatory signal such as CD28 or TNF is missing, the T cells may be
anergized. Depending on the microenvironment, the T cell may differentiate into a regulatory T
cell, a T helper cell secreting Th1 cytokine (driving more of a cellular immune response with

proliferation of CD8" CTL effectors) or a T helper cell secreting Th2 cytokine (driving more of
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a humoral immune response with proliferation and maturation of B cells and antibody
production). In addition, the immune response will evolve such that T cells responding to
certain epitopes of an antigen or certain antigens in the milieu will grow at the expense of T
cells in the population which are reactive with other epitopes or antigens in the milieu. Because
of exponential cell growth, as the primary immune response subsides, the ratio of these T cells
is further accentuated and stored in the form of memory such that upon secondary stimulation,
the immune response within that individual is focused on a small subset of the possible
epitopes. While there are multiple mechanisms at work, as an operative model, the T cells that
grow out to dominate the population are those responding to the epitopes or antigens which
come to dominate the immune response. In the primary immune response, they are growing out
at the expense of the T cells responding to subdominant epitopes and, due to memory, dominate

subsequent immune responses.

[0005] Over a period of days after a person’s immune system first sees an antigen, a
dominant population of T cells responding to a limited number of dominant epitopes is
generated and these T cells determine the nature of the response to that antigen thereafter.
While there are multiple types of cells involved, the working model associated with this
invention is that if the T cells responding to the dominant epitope on the dominant antigens
grow out as responsive T cells (e.g. CD4" :TH1, TH2, Treg, T follicular helper, TH17, TH22,
TH9; CD8" CTL’s), a cellular or humoral immune response results. However, if the T cells in
the dominant population are suppressive T cells (e.g., Treg, TH17, anergized T cells), tolerance
is induced. T cells responding to subdominant antigens are overwhelmed by the clonal

population of T cells responding to the dominant antigens.

[0006] In the case of cancer, chronic or latent infections, the local antigen
processing/presenting and costimulatory environment impacts the primary immune response to
the dominant antigens such that the T cell response to the dominant antigens in the tumor or
infectious agent is balanced towards tolerance or ineffective response rather than a potent
effector response. Due to differences in antigen processing and costimulation (CD28 and
cytokines), this could be accentuated in organs where dendritic cells (DCs) are not the

prevalent antigen presenting cells (APCs) unlike the body surfaces where DC are the
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predominant antigen presenting cell. It is also well known that tumors and infectious agents
create an immunosuppressive environment which is not optimal for a strong primary immune
response. Alternatively, if a dominant antigen results in cells which are reacting to self,
tolerance is broken and autoimmunity ensues. Such tolerance could be broken by the presence
of a chronic or latent virus leading to a response (even chronically to weak subdominant
antigens). There are multiple associations of viruses with autoimmunity. The inflammation at
the site leads to release of other antigens while the viral antigens provide help to the T cells
responsive to the organ, causing autoimmunity. After the dominance hierarchy is established in
the primary response and reinforced by memory, the immune system in the patient will

effectively replicate the same response each time the antigen is present.

[0007] An ongoing immune response against a dominant epitope can diminish the
response to a subdominant epitope (Wolpert EZ 1998, Kedl RM 2003). The dominance/
subdominance hierarchy can be somewhat fluid. For instance, deleting or silencing T cell
responses against a dominant epitope can lead to the appearance of a previously undetectable
response against subdominant epitopes (Van derMost RG et al. 1997, Andreansky SS et al.
2005). Similarly, removal of a dominant sequence in an epitope does not eliminate the response
to the antigen but rather results in the host responding more strongly to a previously

subdominant epitope (Allan JE and Doherty PC 1985, Mylin LM et al. 2000).
SUMMARY OF THE INVENTION

[0008] The present invention relates to a novel therapeutic for cancer, chronic
infections, autoimmune diseases, and transplantation based upon the modification of the

immunodominance hierarch by therapeutic manipulation of cellular homeostasis.

[0009] Disclosed is a novel approach to rebalance the immune response to antigens to
provide significant therapeutic benefit in, among others, cancer, chronic and latent infection,
autoimmunity and transplantation. By generating immune responses to subdominant epitopes
and subdominant antigens in a controlled microenvironment, the invention fundamentally

changes the nature of the immune response to the disease to one that provides therapeutic
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benefit. It can change the balance of the immune response before or after a prior immune

response has occurred to the antigen or even if there is one ongoing.

[0010] The present invention features a method comprising identifying a dominant
antigen or epitope and a subdominant antigen or epitope in a patient sample, cultivating a T cell
capable of recognizing the subdominant antigen or epitope, and treating a patient with an

effective number of the T cells to alter the immunodominance hierarchy of the patient.

[0011] The present invention also features methods for altering the immunodominance
hierarchy of a patient comprising identifying at least one subdominant antigen or epitope in a
patient sample, cultivating a T cell capable of recognizing the subdominant antigen or epitope,

and treating the patient with an effective number of those T cells to provide therapeutic benefit.

[0012] In some aspects, the invention further comprises cultivating a T cell in the
absence of a dominant antigen or epitope. In other aspects, the invention further comprises
cultivating a T cell in the absence or presence of agents that enrich suppressive T cells or
responsive T cells. Such agents can include, but are not limited to, growth factors, hormones, or

other immune cells.

[0013] In some aspects, the invention further comprises administering the effective

number of T cells via intradermal administration.

[0014] In other aspects, the invention further comprises pre-treating the patient with a
conditioning agent to reduce the number of endogenous T cells prior to treating the patient with
the cultivated T cells. The conditioning agent can be, but is not limited to, a chemotherapeutic

agent.
[0015] In some aspects, the T cell is provided ex vivo from a patient.

[0016] The subdominant antigen or subdominant epitope is, for example, an antigen or
epitope to which a cellular or humoral immune response is not detectable or is only detectable
at a low level. Alternatively, the subdominant antigen or subdominant epitope is an antigen or

epitope that evokes a weaker tolerance or immune response than that of a dominant antigen or
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dominant epitope. The subdominant antigen is, for example, a viral antigen, a fungal antigen, a
bacterial antigen, a parasitic antigen, a prion antigen, a tumor antigen, or an antigen associated
with autoimmunity, allergy, inflammation, organ transplant rejection, or graft versus host
disease. The viral antigen is, for example, a chronic or latent viral antigen. The viral antigen is
be from EBV, HPV, HSV, VZV, Hepatitis B, Hepatitis C, HIV, HTLV, CMV, RSV, or
influenza. The tumor antigen is, for example, a tumor-associated antigen, a tumor specific

antigen, or an antigen associated with cancer stem cells or metastasis.

[0017] The present invention also features methods for identifying a dominant antigen
or epitope and/or a subdominant antigen or epitope in a patient sample, cultivating a T cell
capable of recognizing the subdominant antigen or epitope, wherein the T cell is a suppressive
T cell, and treating a patient with an effective number of said T cell to alter the
immunodominance hierarchy of the patient, thereby inducing tolerance in the patient for
treatment or prevention of an autoimmune disease, allergy, inflammation, organ transplantation

rejection, or graft versus host disease.

[0018] The present invention also features methods for identifying a dominant antigen
or epitope and/or a subdominant antigen or epitope in a patient sample, cultivating a T cell
capable of recognizing the subdominant antigen or epitope, wherein the T cell is a responsive T
cell, and treating a patient with an effective number of said T cell to alter the
immunodominance hierarchy of the patient, thereby inducing a cytotoxic immune response in
the patient for treatment or prevention of an infection or cancer. The infection is, for example, a

bacterial, viral, parasitic, or prion infection.

[0019] In any of the methods of the present invention, treatment or prevention of a
disease, infection, cancer, or medical condition includes alleviating or ameliorating at least one
symptom of a disease, infection, cancer, or medical condition. Therapeutic benefit includes any
alleviation, amerlioration, improvement, prevention, or treatment of at least one symptom of a

disease, infection, cancer, or medical condition.

[0020] In some aspects, the patient sample is a blood sample.
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[0021] The present invention also features a method further comprising re-profiling of
the patient by assaying for a tolerance or humoral or cellular immune response in response to
the subdominant antigen or epitope to determine if the therapy successfully rebalanced the

immune response.

[0022] Unless otherwise defined, all technical and scientific terms used herein have the
same meaning as commonly understood by one of ordinary skill in the art to which this
invention pertains. Although methods and materials similar or equivalent to those described
herein can be used in the practice of the present invention, suitable methods and materials are
described below. All publications, patent applications, patents, and other references mentioned
herein are expressly incorporated by reference in their entirety. In cases of conflict, the present
specification, including definitions, will control. In addition, the materials, methods, and
examples described herein are illustrative only and are not intended to be limiting.

[0023] Other features and advantages of the invention will be apparent from and

encompassed by the following detailed description and claims.
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BRIEF DESCRIPTION OF THE FIGURES
[0024] Figures 1A, 1B and 1C show the results of a S1Cr release assay.
[0025] Figure 2 shows the results of a >'Cr release assay.

[0026] Figures 3A and 3B show the results of a °'Cr release assay. Figure 3C shows the
percentage of viable APCs.

[0027] Figure 4 shows IFNY producing cells measured by Elispot.

[0028] Figures 5, 6A, 6B, 7 and 8 show the results of a SICr release assay.
[0029] Figure 9 shows a mouse model of chronic hepatitis B.

[0030] Figure 10 shows treatment of the mouse model.

[0031] Figure 11 shows T cell responses to HBs and HBc.

[0032] Figure 12 and 13 show responses by method of administration.
[0033] Figure 14 shows a hierarchy of antigens.

[0034] Figure 15 shows responses by ICS.

[0035] Figure 16 shows a hierarchy of antigens.

[0036] Figure 17 shows immune response following an acute flair, then clearance of
hepatitis.

[0037] Figure 18 shows a hierarchy of antigens following the clearance.

[0038] Figure 19 shows that the T cells completely resolved the patient’s

Hepatocellular carcinoma (before treatment — left; 8 weeks post-therapy — right).

[0039] Figure 20 shows antigens present in a patient’s tumor.
[0040] Figure 21 shows cells responding to the NY-ESO-1 antigen.

[0041] Figure 22 shows antigens present after therapy in accordance with the present
invention.

[0042] Figure 23 shows the rebalancing of immunodominance hierarchy.

[0043] Figure 24 is a CT scan from before and after T cell therapy in accordance with

the present invention.
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[0044] Figure 25 shows post treatment survival, progression free.

[0045] Figure 26 shows a comparison of therapy by the present invention and Rituxan +
CHOP.

[0046] Figure 27 shows a characterization of the T cells administered to the animals.
[0047] Figure 28 shows clinical disease scores for trial mice.
[0048] Figure 29 shows the incidence of arthritis in trial mice.

[0049] Figures 30A, 30B and 30C show the histopathology of a normal rat, a rat

immunized with human proteoglycan and a rat treated with T cells.

[0050] Figure 31 is a schematic of a bioreactor for use with the therapy of the present

invention.
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DETAILED DESCRIPTION
A. Definitions

[0051] The term “antibody” is used in the broadest sense and specifically covers
human, non-human (e.g., murine) and humanized monoclonal antibodies (including full length
monoclonal antibodies), polyclonal antibodies, multi-specific antibodies (e.g., bispecific

antibodies), and antibody fragments so long as they exhibit the desired biological activity.

[0052] The term “antigen,” refers to a compound, composition, or substance that can
stimulate the production of antibodies or a T cell response in an animal, including compositions
that are injected or absorbed into an animal. An antigen reacts with the products of specific
humoral or cellular immunity, including those induced by heterologous immunogens. The term

“antigen” includes all related antigenic epitopes.

[0053] “Antigen presenting cells” or “APCs” are cells of the immune system used for
presenting antigen to T cells. APCs include dendritic cells, monocytes, macrophages, marginal
zone Kupffer cells, microglia, Langerhans cells, T cells, and B cells (see, e.g., Rodriguez-Pinto

and Moreno (2005) Eur. J. Immunol. 35:1097-1105).

29 <

[0054] “Autoimmunity,” “autoimmune disease,” “autoimmune condition” or
“autoimmune disorder” refers to a set of sustained organ-specific or systemic clinical
symptoms and signs associated with altered immune homeostasis that is manifested by
qualitative and/or quantitative defects of expressed autoimmune repertoires. Autoimmune
disease pathology is manifested as a result of either structural or functional damage induced by
the autoimmune response. Autoimmune diseases are characterized by humoral (e.g., antibody-
mediated), cellular (e.g., cytotoxic T lymphocyte-mediated), or a combination of both types of
immune responses to epitopes on self-antigens. The immune system of the affected individual
activates inflammatory cascades aimed at cells and tissues presenting those specific self-

antigens. The destruction of the antigen, tissue, cell type or organ attacked gives rise to the

symptoms of the disease.
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[0055] The term “cancer” refers to a disease or disorder that is characterized by
unregulated cell growth. Examples of cancer include, but are not limited to, carcinoma,
lymphoma, blastoma and sarcoma. Examples of specific cancers include, but are not limited to,
lung cancer, colon cancer, breast cancer, testicular cancer, stomach cancer, pancreatic cancer,
ovarian cancer, liver cancer, bladder cancer, colorectal cancer, and prostate cancer. Additional

cancers known to those of skill in the art are also contemplated.

[0056] “Dominant antigen” or “dominant epitope” refers to an antigen or epitope that
evokes a strong tolerance or immune response, which may be characterized by the presence of
T cells specific for that antigen or epitope in an amount greater than about 70% of the total

number of responding T cells.

[0057] The term “epitope” refers to a set of amino acid residues that is involved in
recognition by a particular immunoglobulin, or in the context of T cells, those residues
necessary for recognition by T cell receptor proteins and/or Major Histocompatibility Complex
(MHC) receptors. In an immune system setting, in vitro or in vivo, an epitope is the collective
features of a molecule, such as primary, secondary and tertiary peptide structure, and charge,

that together form a site recognized by an immunoglobulin, T cell receptor or HLA molecule.

[0058] “Hepatitis” refers to a medical condition defined by the inflammation of the

liver.

[0059] “Human Leukocyte Antigen” or “HLA” is a human class I or class II Major
Histocompatibility Complex (MHC) protein (see, e.g., Stites, et al., IMMUNOLOGY, §TH
ED., Lange Publishing, Los Altos, Calif. (1994).

[0060] An “immune response” refers to a response of a cell of the immune system, such
as a B cell, T cell, or monocyte, to a stimulus. In one embodiment, the response is specific for a
particular antigen (an “antigen-specific response”). In one embodiment, an immune response is
a T cell response, such as a CD4+ response or a CD8+ response. In another embodiment, the

response is a B cell response, and results in the production of specific antibodies.
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[0061] Immunodominance is the observation that in spite of a large number of possible
epitopes (antigen fragments) in an antigen, the immune system focuses its response on a limited
number of epitopes and can be ordered as a reproducible hierarchy (Sercarz et al. 1993).
Immunodominance holds true for immune responses to artificial antigens, human viruses
including influenza and vaccinia, and intracellular bacteria (Chen WS 1994, Belze GT et al.
2000, Chen W 2000, Tscharke DC 2005). The final outcome of immunodominance is
determined by a number of steps, including MHC binding affinity, efficiency of cellular
processing to generate appropriate MHC binding peptides, availability of TCRs to recognize
complexes between the MHC binOding peptides, and MHC followed by cellular
immunoregulatory mechanisms (Yewdell JW 2006, Sette A et al. 2009).

[0062] “Lymphocytes” refers to a type of white book cell that is involved in the

immune defenses of the body. There are two main types of lymphocytes: B cells and T cells.

[0063] “Major Histocompatibility Complex” or “MHC” is a generic designation meant
to encompass the histocompatibility antigen systems described in different species, including

the human leukocyte antigens (“HLA”).

[0064] “Subdominant antigen” or “subdominant epitope” refers to an antigen or epitope
that evokes a weaker tolerance or immune response than that of a dominant antigen or

dominant epitope.

[0065] The term “treatment” refers to a clinical intervention made in response to a
disease, disorder or physiological condition manifested by a patient or to be prevented in a
patient. The aim of treatment includes the alleviation and/or prevention of symptoms, as well as
slowing, stopping or reversing the progression of a disease, disorder, or condition. ‘Treatment”
refers to both therapeutic treatment and prophylactic or preventative measures. Those in need
of treatment include those already affected by a disease or disorder or undesired physiological
condition as well as those in which the disease or disorder or undesired physiological condition

is to be prevented.

11
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[0066] “Tumor” refers to all neoplastic cell growth and proliferation, whether

malignant or benign, and all pre-cancerous and cancerous cells and tissues.

[0067] “__-mer” refers to a linear sequence of __ amino acids that occur in a target

antigen.
B. Assays that recognize/distinguish the subdominant epitope from the dominant one

[0068] The patient’s tumor or infection is first assayed for the presence of a panel of
tumor associated, viral or other antigens. This is generally done by immunohistochemistry on
the tumor biopsy or FACS in the case of hematologic malignancies. The patient’s tumor or
infection is assayed for the presence of a panel of tumor associated, viral or other antigens. This
is generally done by immunohistochemistry on the tumor biopsy or FACS in the case of
hematologic malignancies. The patient’s blood is drawn and tested for both humoral and
cellular immune response to the antigens which are present. The antigens to which the immune
response is not detectable or detectable at a low level are proactively selected to grow T cells in
vitro. After these T cells are grown, they can be tested for response to the antigens re-infused,
and the patient’s blood can be assayed for the response to the antigens. In this way, the
patient’s immune response can be effectively rebalanced to provide therapeutic benefit. In a
preferred embodiment, the assays of humoral immunity can include but is not limited to an
ELISA assay. In a preferred embodiment, the assay of cellular immunity can include but is not
limited to Intracellular cytokine staining for cytokines (ICS), including but not limited to
Interferon y (IFNy)and Tumor necrosis Factor ot (TNF). The subsets of T cells responding
(e.g., CD8, CD4, Treg) can also be assayed in this assay. Alternatively, the assay of cellular
immunity can include but is not limited to ELISPOT assay for IFNy or TNFa. In an alternative
embodiment, the Elispot or ICS can assay for IL-4, IL-12 (TH2 and TH1), IL-10 (Treg) or IL-
21 (T follicular helper cell subset). In still another embodiment, the cellular immune profiling
assay can be Intracellular Staining (ICS) for these or other cytokines. The antigens tested can
be full antigens, antigens with epitopes deleted or dominant or subdominant epitopes. In the
case of epitopes, bioinformatics software can be used to predict epitopes which would bind to

the patients MHC and these epitopes are then assayed. In one embodiment, this software is the

12
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Net MHCpan or the consensus epitope immunoinformatics software described in the assay
section. In the case of epitopes, tetramer binding can be used as an alternative assay to quantify
the CTL providing one knows the HLA type. Tetramers including the peptides are combined
with the cells and cells stained and FACS used to determine the % of cells recognizing each
tetramer. This is useful if the patient is of a known HLA type such as HLA A2. However, the
preferred method is the ELISA for humoral response and ICS or Elispot for the cellular
response. In a preferred embodiment, the CTL’s are generated from peripheral blood.
Alternatively, the CTL’s are generated from the tumor infiltrating lymphocytes (TIL) or from

the DTH surrounding the injection site.

[0069] DTH infiltrating lymphocytes can be prepared by taking a 4 mm punch biopsy
from the skin minced in RPMI medium 1640 with 10% FCS (CSL). Single cell suspensions
were stimulated with 1 pg/ml phytohemagglutinin (Sigma) and cocultured with irradiated
autologous PBMC’S with 10 IU/ml IL-2 (Cetus) and 10 ng/ ml IL-7 (Peprotech, Rocky Hill,
NJ). Medium was replenished each 2-3 days.

[0070] For humoral immune response profiling, serum from the patient is serially
diluted 1:4 from 1/100 to 1/100000 and used in a standard ELISA with purified recombinant
tumor antigens (generally made in E. coli). From 2 to 10000+ antigens can be assayed. One
microgram of each purified protein is absorbed to microwell plates (Nunc) overnight at 4
degrees C. Plates are washed with PBS and blocked with 2% FCS/PBS. Patient serum is diluted
in 2% FCS/PBS and added for 2 hours. Plates are washed and goat anti-human IgG-AP
(Southern Biotechnology Assoc) is added. Plates are washed, incubated with Attophose
substrate (JBL Bioscientific) for 25 min, and immediately read (CytoFluor 2350, Millipore).
Readout is UV Absorbance.

[0071] There are two methods for cellular response profiling. The first method involves
the Enzyme-linked immunosorbent spot (“ELISPOT”) assay for IFNY. Ninety-six well
polyvinylidene diflouride backed plates (Millipore, Bedford, MA) are coated with 5-15 pg/ml
of anti-IFNy monoclonal antibody 1-DIK (MABTECH, Stockholm, Sweden) at 4 degrees C

overnight. The wells are washed and blocked with 5% human AB serum (Valeant Pharm).

13
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5%10° PBMCs (or 5x 10° CTL’s when the assay is performed post in vitro expansion) are added
per well with peptide mixes 2 UM each from each of the antigens. Incubate overnight (18
hours) at 37 degrees C 5% CO,. Cells are discarded and the wells are washed with PBS
containing 0.05% Tween 20. 1 pug/ml biotinylated anti-IFNy monoclonal antibody 7-B6-1
(MABTECH) is incubated for 2- 4 hours at room temperature followed by streptavidin
conjugated alkaline phosphatase (MABTECH or Sigma Aldrich) for 2 more hours. This is
followed by a 30 minute reaction with 5-bromo-4-chloro-3-indolyl phosphate and nitro blue
tetrazolium from the alk-phos substrate kit (Bio-Rad Richmond, CA). The spots are to be
counted using a dissection microscope (SZ CTV Olympus microscope). Spots can also be
counted on an AIDELISPOT reader (Autoimmun Diagnostika, Strassberg, Germany). Each
spot is a cell reported as spot forming cells (SFC)/ 10° PBMC’s. 10 mg/ml PHA can be used as a

positive control; cells alone without peptide can serve as the negative control.

[0072] The second method involves intracellular cytokine staining for IFNYy and
TNFo. 5x 10° PBMC’s (or 5x 10° CTL’s when the assay is performed post in vifro expansion)
are plated in 100 ul PBS 1% FCS 96 well plates together with the peptides(lO'5 to 10™ M final
concentration) for each of the epitopes or antigens being studied. After 6 hours of incubation in
the presence of IL-2 (150 U/MI), 50 uM [ mercaptoethanol and brefeldin A (1 pg/ ml) or Golgi
Plug (BD Biosciences, San Diego, CA) (both of the latter components to increase accumulation
of IFNy or TNFa in responding cells), cells are pelleted, washed in 200 ml PBS 1% FCS and
then labeled with stain for surface antigens (CD4 fluorescein isothiocyanate and CDS8
allophycocyanin 0.25 pg/ml (Pharmingen, Becton Dickinson) for 30 minutes at 4 degrees C
(for 30min on ice). After a wash, cells are permeabilized with Cytofix/Cytoperm for 20 min on
ice and then stained with a phycoerythrin conjugated anti-IFNY (0.4 pg/ml) or anti-TNFo (0.8
pg/ml) antibody (Pharmingen, Becton Dickinson). The cells are then washed, fixed and
resuspended in PBS 1% FCS and tested on a FACScan flow cytometer and analyzed using Cell
Quest software. Alternatively, FACS Canto (Becton Dickinson) can be used. Other cytokines,
including but not limited to IL-12 and IL-4, can be assayed to measure TH1 or TH2 subsets.
Cytokine panel to give a broader assay of T cells could measure IL-12, IFN g, IL-4, IL-10 and
IL-17. T follicular helper cells can be measured as CD4", CXCR5", ICOS™ cells. B cells can be
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measured as CD19" and B220" cells. IL-21 in the T cells should be associated with B cell
activation and affinity maturation of antibodies so this could be used to study this as well. As
an alternative for profiling IFNY, IL-4 (BD Biosciences) IL-12, IL-10, IL-17 (R&D Systems),
and IL-21 antibody (R&D systems), ELISPOT can also be used. ICS actually profiles the % of
CD8 or CD4 T cells responding to different antigens or epitopes. Other cell subsets can be
analyzed as well including Treg. A cytochrome labeled CD25 monoclonal antibody can be used
as a surface marker of most Tregs. Alternatively, cytochrome labeled Human FoxP3
monoclonal antibody clone 259D/C7 from BD Biosciences is used to stain the cells post

permeabilization to measure % Treg cells and their status. IL-10 can also be assayed.

[0073] NetMHCpan is a bioinformatics method for quantitative predictions of peptide
binding to HLA-A and -B (Nielsen M 2007). A consensus epitope prediction approach has also
been developed (Mouaftsi M 2006). These methods can be used to sort all of the potential
MHC I epitopes for an antigen and rank the top 1% of peptides and thus predict epitopes. These
predicted epitopes would then be synthesized as 9-10 mer peptides and tested (e.g., to patient
PBMC:s or in a transgenic mouse for the HLA type of interest).

[0074] Tetramers with specific MHC (e.g., HLA A A2) are synthesized together with 8
mer peptide epitopes (in the case of class | MHC and 15 mer peptide epitopes in the case of
MHC Class II. The cultured T cells are stained with the tetramer diluted 1/200 at room
temperature for 20min; anti CD8 antibody was then added and stained for a further 30minutes.
Cells were then washed and 100,000 acquired on FACS Calibur (BD Biosciences) and

analyzed with Flowjo software (Tree Star).

[0075] Following therapy, the patient is re-profiled by assaying for a tolerance or
humoral or cellular immune response in response to the subdominant antigen or epitope to

determine if the therapy successfully rebalanced the immune response.
C. Rebalancing the immune response

[0076] In one embodiment of the present invention, the immune response can be

rebalanced by growing T cells from a patient ex vivo to a subdominant antigen or subdominant
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epitopes on an antigen followed by infusion or administration of these T cells into the patient. T
cells to subdominant antigens or epitopes are grown in tissue culture, ex vivo (away from the
patient’s immunoregulatory milieu). After growing enough cells to overwhelm the previously
dominant cells, the cells are re-infused into the patient to skew the cellular balance and
therapeutically switch the dominance hierarchy. In a further preferred embodiment, this number
of T cells introduced de novo as therapy is greater than 5% of the T cells responding to the
antigen, infectious agent, tumor or organ. The ratio can be further skewed to favor the infused
cells by pretreatment of the patient with conditioning agents which reduce the number of

endogenous T cells (i.e., chemotherapy).

[0077] The present invention involves methods to optimize the growth of T cells to
subdominant antigens in tissue culture. In one embodiment, the cells are grown in the absence
of dominant antigens. This is accomplished by selection of a professional antigen presenting
cell which has not been exposed to dominant antigen and the modification of the antigens to
eliminate dominant epitopes or other components which limit the ability of an antigen to be

processed.

[0078] As the therapeutic method requires T cells to be enriched for and ideally fully
responsive to subdominant antigens/ epitopes, efficient methods for the growth of such T cells
are important. The growth of other T cells to dominant epitopes and antigens increases the time
in culture required to generate enough specific cells to skew this ratio. Moreover, the cells
growing out to dominant epitopes is working against the achievement of the proper ratio upon
reinfusion. Therefore, T cell culture methods which specifically limit the introduction of
dominant antigens or epitopes have been developed. For example, while the method is broadly
applicable to all tumors, it has distinct advantages for EBV malignancies because it does not
use EBV transformed B cells (which express the EBV dominant antigens/epitopes). It is also
more reliable when administered to cells in which a significant % of the CTL’s are responding

to subdominant antigens/epitopes.

[0079] Monocyte-derived dendritic cells are generated in vitro from peripheral blood

mononuclear cells (PBMCs) from a patient. In a preferred embodiment, plating of PBMCs for 2
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hours in a tissue culture flask permits adherence of monocytes. In an alternative embodiment,
CD14" magnetic beads can be used to isolate dendritic cells from PBMC’s (Miltenyi Biotec,
Auburn, CA). At this point the nonadherent cells are removed and frozen at -80 to later serve as
a source of T cells. Treatment of the adherent monocytes with interleukin 4 (IL-4) and
granulocyte-macrophage colony stimulating factor (GM-CSF) leads to differentiation to
immature dendritic cells (iDCs) in about a week. Subsequent treatment with tumor necrosis
factor (TNF) or macrophage conditioned media for 2 days further differentiates the iDCs into
mature dendritic cells. These cells are then pulsed with a peptide or a plasmid containing a
subdominant antigen for 2 hours and then the PBMC’s are thawed and added to the pulsed
dendritic cells. After a few hours, the cells are pooled and resuspended in media containing IL-
2 or IL-15 (with IL-15 being preferred) to generate in vitro expansion of the T cells which have
recognized the antigen. For certain protocols, IL-7 and IL-15 are added to increase T cell
survival. For other protocols, culture conditions are adjusted to optimize growth of certain
subsets of T cells. For example, IL-12 can be added to polarize to TH1 cells. Alternatively, IL-
4 can be added to polarize to TH2. In certain protocols, IL-6 can be added to prevent the
growth of Treg. In still another variation which is useful in autoimmune or organ
transplantation applications, low level IL-2" rapamycin can be added to accentuate the growth
of Treg. More detailed protocols are outlined in the various examples and in vivo comparison of
the cells produced with protocols to polarize the cells to certain T cell subsets is described in
Example 3, Figure 3. If the T cells are grown in a tissue culture flask, media must be replaced
at day 14 and day 21. However, in a preferred embodiment, a bioreactor can be used to mitigate
this need, e.g., a gas permeable bioreactor such as Grex (Wilson Wolf) or Hyperstack
(Corning). Generally, enough cells to be administered to a patient can be generated within 2 to

6 weeks as opposed to 12-24 weeks with traditional methods.

[0080] In another embodiment of the invention, the inventors have developed T cells
for adoptive transfer against antigens which have been deleted for their dominant epitopes and
demonstrate that more T cells are generated to subdominant epitopes. Such proteins or
corresponding DNA vaccines can be used to generate T cells with a broad immune response

against subdominant epitopes. This approach should be broadly applicable across a wide range
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of diseases to achieve a balance of the immune response towards subdominant epitopes
including but not limited to EBV, cancer, HIV or hepatitis. In another embodiment, the antigen,
or a plasmid/ recombinant vaccine encoding it, is used to vaccinate the patient to induce a de
novo broad immune response to the subdominant antigen. In another embodiment, the
subdominant reactive T cells can be administered followed by a vaccination with the
subdominant antigen to boost the response. In still another embodiment, the approach could be
used therapeutically or prophylactically wherein a patient’s immune profile can be determined
to measure risk of coming down with diseases and the patient can then be primed to appropriate

subdominant antigens using any of the approaches disclosed herein.

[0081] In an alternative embodiment, the grown T cells induce tolerance to prevent or
treat an autoimmune disease, allergy, inflammation, organ transplantation rejection, or graft
versus host disease. Depending upon the type of T cells desired, culture conditions can be
modified to preferentially grow, or enrich for, the relevant subset including but not limited to
CD8, CD4, TH1, TH2, or Treg. For example, T cells can be grown in presence or absence of
certain growth factors, cytokines, drugs, small molecules, or other immune cells. In a preferred
embodiment, subdominant antigen reactive T cells are generated from Peripheral Blood
Mononuclear Cells (PBMC’s) in tissue culture in the presence of a stimulated professional
Antigen Presenting Cell (e.g., monocyte derived dendritic cell, macrophage or EBV

immortalized B cell).

[0082] In another embodiment, various techniques are used to modify antigen
processing to favor subdominant epitopes. In one embodiment of the invention, this is
accomplished by modification of the antigens to eliminate dominant epitopes, regions which
inhibit antigen processing, or to limit the number of dominant or subdominant epitopes
presented at one time to an antigen presenting cell. These modifications increase the response
and diversity of subdominant epitopes recognized (Example 1, Figure 5). In an alternative
embodiment, the modified LMP1, LMP 2 and EBNA-1 sequences can be delivered to the APC
using a viral vector such as adenovirus or vaccinia virus. In the case of other antigens (LMP1
and EBNA-1), eliminating regions of the protein which lead to poor antigen processing greatly

enhances the immune response to subdominant epitopes on those antigens (Example 1, Figure
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6). The modified LMP1, LMP2 and EBNA-1 sequences can be delivered to the APC using

peptides, proteins, plasmids or viral vectors such as adenovirus or vaccinia.

[0083] In an alternative embodiment, a proteosome antagonist may be added to the
APC’s and antigen during CTL production to increase the number of subdominant epitopes
recognized and enhance the response to the subdominant antigen (Example 2, Figure 7). There
are many available proteosome antagonists having different mechanisms (e.g., bortezomib,

clioquinol, lactacystin, epoxomycin, MG-132, MLN9708, carfilzomib (PR-171)).

[0084] In an alternative embodiment, an antigen may be administered in complexes
with antibodies having various isotypes regarding responses to subdominant determinants
(Example 3, Figure 13). The antigen is injected with an antibody binding a determinant
flanking the intended T cell epitope to target professional antigen presenting cells and direct

antigen processing to the flanking epitopes.

[0085] In another embodiment of the present invention, plasmids containing
subdominant epitopes or antigens re used to generate T cells which are administered or are
directly administered into the patient either directly by various routes of administration, in
combination with IFNY, IL-21 or other cytokines or on pulsed dendritic cells to induce a
response to subdominant antigens. IFN-gamma or other cytokines may be induced before T cell
stimulation to increase T cell responsiveness to subdominant epitopes and modify the

immunodominance hierarchy.

[0086] In another embodiment, the route of administration is modified to alter the
immunodominance hierarchy. The route of administration of a vaccinia response determines
the degree of dominance of the dominant determinant. It has been found that when
administered intraperitoneally, the dominant determinant accounted for only a quarter of the
response as opposed to half, as was the case with intradermal administration (Tscharke DC et
al. 2006, Tscharke DC et al 2005). As shown in Example 3, Figure 11, administration of
antigen by the IM route develops a stronger response and broader response to the subdominant
epitope than does IP or IV routes. Thus, modifying the route of administration is another in vivo

mechanism which the inventors claim to modify the immunodominance hierarchy. In a
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preferred embodiment, the T cells cultivated are delivered by intradermal administration. By
targeting different APCs (e.g., macrophages, dendritic cells), the route of administration

changes the dominance hierarchy (Example 3, Figure 12).

[0087] In a preferred embodiment, the antigens are viral antigens particularly latent
viral antigens or chronic viral antigens with subdominant epitopes on them. For example, the
viral antigens are from a virus selected from the group comprising: EBV, HSV, VZV, Hepatitis
B and C, HIV, and HTLV. The viral antigens are, for example, EBV LMP1, LMP2, EBNA-1,
HPV E6, or HPV E7. For example, the viral antigens are associated with EBV, HSV, VZV,
Hepatitis B and C, HIV, and HTLV, CMV, RSV, or influenza. In another embodiment, the
antigens are antigens on other chronic and latent infectious agents, for example, agents
associated with, bacteria, fungi, parasites, or prions. In still another embodiment, the antigens
are tumor antigens including but not limited to: tumor associated antigens, tumor specific
antigens, antigens associated with cancer stem cells or metastasis. In other embodiments, the
antigens are associated with autoimmunity, allergy, inflammation or organ transplantation

rejection or graft vs. host disease.

[0088] In one embodiment, the immunodominance hierarchy of a patient is altered by
identifying a dominant antigen or epitope and a subdominant antigen or epitope in a patient
sample, cultivating a T cell capable of recognizing the subdominant antigen or epitope, and

treating a patient with an effective number of the T cells.

[0089] In one embodiment, the immunodominance hierarchy of a patient is altered by
identifying at least one subdominant antigen or epitope in a patient sample, cultivating a T cell
capable of recognizing the subdominant antigen or epitope, and treating the patient with an

effective number of those T cells to provide therapeutic benefit.

[0090] In another embodiment, the T cell is a responsive T cell, and treating a patient
with an effective number of said T cell to alter the immunodominance hierarchy of the patient,
thereby inducing a cytotoxic immune response in the patient for treatment or prevention of an

infection or cancer. The infection is, for example, a bacterial, viral, parasitic, or prion infection.
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[0091] In any of the methods of the present invention, treatment or prevention of a
disease, infection, cancer, or medical condition includes alleviating or ameliorating at least one

symptom of the disease, infection, cancer, or medical condition.

D. Therapeutic methods
1. Cancer

[0092] Work Flow of Clinical Use of Immune Profiling of Dominant and Subdominant

antigens

Step 1: Tumor Biopsy (Immunohistochemistry) or Blood (IHC,FACS or Elisa) Antigen 1, 2, 3,
4,5,6,7,8,9,10

Result: Antigens 1, 2 &6 on tumor, others in panel not

Step 2: Immune Response Profiling

Humoral Profile Cellular Profile
ELISA on Serum Elispot or ICS (for IFNg at least, also IL-10, IL-4
and IL-12, IL-21 to assay T cell subsets) on PBMCs

stimulated with each antigen

Result: Antigen 1 strong response (dominant); Antigen 2&6 No/ Modest Response

(subdominant)
Step 3: Grow T cells (CD8 and CD4) to Subdominant antigens in vitro
Result: T cells responsive to antigens 2&6

Step 4 (optional once therapy is well established): Confirm >5% T cells grown respond to

subdominant antigens using Cellular Immune Profiling (Elispot or ICS)
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Result: 25% of the T cells respond to Antigens 2 & 6
Providing at least 5% of T cells respond to subdominant antigens, proceed to step 5
Step 5: IV Infuse cells into patient with or without prior conditioning (e.g., cyclophosphamide)

Step 6 (may become optional once therapy is well established): Isolate PBMC’s from Blood 2-

3 weeks post infusion and Profile Immune Response

Result: Cellular Profile Antigen 1 No/Moderate response; Antigens 2 & Strong

response (dominant) to at least 1 of the antigens

Step 7: Assess Clinical responses
RECIST (CR, PR); Survival or Progression Free Survival
Result: Improved response rate and survival

[0093] In Example 4, this systematic method is used to treat melanoma. In Example 5,
the method is applied to treat lymphoma with the multiplasmid LMP2. In fact the T cell therapy
changes the natural course of lymphoma from one that is relapsing remitting to one that is a
durable remission. This antigen as well as deleted LMP1 and EBNA-1 can also be used to treat
other tumors that include EBV antigens including Nasopharyngeal carcinoma, Burkitts
Lymphoma, CLL, Hodgkins, and some gastric cancer among others. In Example 3, a similar
method is used to treat Hepatocellular carcinoma. These examples are incorporated into the
invention by reference and demonstrate that rebalancing of the immune response towards

subdominant antigens is broadly applicable to all forms of cancer.

2. General use of a large number of subdominant antigens on a tumor to produce a pan

tumor type therapy

[0094] In another embodiment, the inventors propose that if enough subdominant
antigens can be identified for a particular type of tumor, that that type of tumor could be treated

with T cells to multiple subdominant antigens without the need to test the patient. Similarly,
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targeting multiple antigens on the same tumor would decrease resistance, €.g., combination
chemotherapy. For example, the ability to develop a single T cell line targeting the
subdominant antigens EBV LMP2 which is on 40% of lymphomas and surviving (which is on
50% of lymphomas) would allow one to target approximately 80% of lymphomas with a T cell
line specific to these 2 antigens. Clinical testing of the Pan-lymphoma product is demonstrated
in Example 5. By year 3, progression free survival of patients treated with the Pan lymphoma
product is comparable to the product where antigens were tested before therapy. This could be
because, like combination chemotherapy, the response of CTL’s to multiple antigens on the
same tumor could decrease the likelihood of escape. The ability to treat all lymphoma (not
having to only treat that subset which is positive for a single antigen) with a single T cell
product is a novel product concept. In other embodiments of the invention, the inventors also

claim similar Pan-cancer products for virtually any cancer.
3. Chronic Infections
Hepatitis and Hepatocellular carcinoma

[0095] In patients with chronic Hepatitis, HBs antibodies are not generated but HBc
antibodies are (Ganem D et al 2004). In patients with acute hepatitis, antibodies to both
antigens are generated. >90% of neonates and 30% of children ages 1-5 develop the chronic
form while adults acutely clear the virus >90% of the time. 95% of Hepatocellular carcinoma is
associated with chronic infection with Hepatitis B virus and. HBsAg often is on the cell surface
of HCC. Given these observations, the inventors chose to study whether HBs was subdominant
in hepatitis and hepatocellular carcinoma patients and if the growth of T cells could generate
CTLs to HBs antigen which could rebalance the immune response to subdominant antigens and

be therapeutic.

[0096] Based upon this finding, we administered the CTL’s grown to HBs Ag to treat
chronic hepatitis in an animal model of hepatitis and ultimately in HBV associated HCC
patients. In the animal model, HBVtgRAG cells were administered and the tested. In the animal

which received control cells, chronic Hepatitis developed. Furthermore, when the animal
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developed hepatitis and received CTL’s to subdominant antigens, the animal developed acute

hepatitis but cleared the hepatitis virus (Example 3, Figures 9-11).

[0097] Given the encouraging animal data, patients with hepatitis were treated with the

T cell rebalancing therapy.

[0098] Work Flow of Clinical Use of Immune Profiling of Dominant and Subdominant

antigens

Step 1: Immune Response Profiling Hepatitis Surface Antigen and Hepatitis Core Antigen

Humoral Profile Cellular Profile
ELISA on Serum Elispot or ICS (for IFNY at least, also IL-10, IL-4
and IL-12, IL-21 to assay T cell subsets) on PBMCs

stimulated with antigen
Result: Hbc strong response (dominant); Hbs No/ Modest Response (subdominant)
Step 2: Grow T cells (CD8 and CD4) to Subdominant antigen in vitro
Result: T cells responsive to HBs antigen

Step 3 (optional once therapy is well established): Confirm >5% T cells grown respond to

subdominant antigen using Cellular Immune Profiling (Elispot or ICS)

Result: 25% of the T cells respond to HBs Antigen

Providing at least 5% of T cells respond to subdominant antigens, proceed to step 4
Step 4: IV Infuse cells into patient with or without prior conditioning (e.g., cyclophosphamide)

Step 5 (may become optional once therapy is well established): Isolate PBMC’s from Blood 2-

3 weeks post infusion and Profile Immune Response

Result: Cellular Profile HBc No/Moderate response; HBs Strong response (dominant)

24



WO 2012/162620 PCT/US2012/039605

Step 6: Assess Clinical responses
Result: Clearance of Infection

[0099] Immune profiling was conducted on 5 patients with HBV and HCC. As
expected, ELISA demonstrated high titers of antibody to hepatitis B core antigen (HBc Ag) but
not to hepatitis B surface antigen (HBs Ag) (Example 3, Figure 17). However, when PBMC’s
were induced into dendritic cells, pulsed with hepatitis B core antigen (HBc Ag) and hepatitis B
surface antigen (HBs Ag) and used to grow CTL’s from PBMC’s from the same patient, a
surprising result was observed. By frequency of IFN  producing T cells on Elispot a hierarchy
was observed: no-antigen (10 sfc)<HBsAg(15 sfc)<HBcAg(45 sfc) (Example 3, Figure 14).
This indicates that Hepatitis B surface antigen was indeed subdominant relative to Hepatitis
core. Furthermore, it appeared that one epitope (FLL) of HBs was dominant by Elispot
(Example 3, Figure 14) and by ICS (Example 3, Figure 15). The peptide containing this epitope

was excluded from the pepmix that was used to grow cells from that patient.

[00100] In patients with HCC, 3/5 patients who received the T cells to
subdominant HBs (Example 3, Figure 16) cleared the HBs antigen and demonstrated CR’s to
the HCC following a transient elevation of Alanine transaminase (ALT) in Liver Function
Tests (Example 3, Figure 17 & 19). When PBMC’s from those patients were tested 2 weeks
post administration, the dominant response was to HBs rather than to HBc and to the previously
subdominant epitopes of HBs (Example 3, Figure 18) indicating that the patients had
rebalanced their immunodominance hierarchy. As a result of the therapy and the switch in

immunodominance hierarchy was providing the therapeutic benefit (Example 3, Figures 17 &

19).

[00101] Thus, T cell adoptive immunotherapy to subdominant antigens can be
used to eradicate chronic viruses and to treat cancers on which they are present. Further,
immune profiling to direct the production of T cells to subdominant antigens and epitope opens

a novel therapeutic avenue in multiple diseases.
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[00102] Virtually any viral, bacterial, fungal, prion, parasitic or other infectious
disease can be treated including but are not limited to Hepatitis C virus and HIV virus. Other
chronic infectious disease can also be treated using rebalancing. For example, Mycobacterial
tuberculosis is a chronic infection in many patients but only reactivates when the immune
system is repressed. In its dormant state, it is contained by a granuloma usually in the lung.
Recent studies of the proteome of the mycobacterial phagosome indicate that MTB represses
antigen presentation in dendritic cells to a greater degree than macrophages (Li et al. 2011). To
this end the inventors proposed that rebalancing the immune system to respond to subdominant

epitopes is a broad therapeutic approach for virtually any cancer or infectious disease.
4. Autoimmunity

[00103] Epidemiological studies demonstrate that the risk of patients developing
multiple sclerosis correlates with EBV antibody titers. By following hundreds of thousands of
individuals before they were infected with EBV and following up with them for several years
post initial infection, Ascherio et al. were able to study the 305 patients who developed MS.
Their risk increased sharply following EBV infection (Ascherio A et al. 2010). Memory CTL’s
responsive to EBNA-1 400-641 were elevated in MS patients relative to other EBV antigens
when compared to healthy individuals who were also EBV carriers (Lunemann JD et al. 2006).
EBNA-1 specific Thl cells appear capable of sustaining autoimmunity by cross recognition of
auto-antigens or bystander mechanisms. Further, transgenic mouse studies suggest that B cells
expressing LMP2a bypass normal tolerance checkpoints and enhances development of
autoimmune disease (Swanson-Mungerson M 2007).As such, while we have studied T cells
reactive to EBV subdominant epitopes as a treatment for EBV and EBV related cancers, T cells
reactive to EBV subdominant epitopes may also be useful in reinstating balance in
autoimmunity. By growing and introducing the T cells responsive to EBV latent antigens
(EBNA-1, LMP1 and LMP?2), the inventors propose that the immune response can be
rebalanced, reinducing tolerance in the autoimmune diseases with an EBV association. The
same would hold true for other viruses associated with other autoimmune disease. For example,
Picornaviruses such as Coxsackievirus B3 cause myocarditis/ dilated cardiomyopathy, type 1

diabetes, encephalitis, myositis, orchitis, hepatitis.
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[00104] In still other embodiments, T cells can be generated against antigens
associated with organs in which organ specific autoimmunity is developed. Because the
phenomenon of immunodominance involves epitopes from all of the antigens which are being
processed at any one time, there is not a completely required need to know the exact
autoantigen which is driving the autoimmune response at that time. For example, generating
and introducing T cells to reactive subdominant epitopes of collagen into the inflamed joint of
rheumatoid arthritis patients, the ongoing immune response will be rebalanced and tolerance
will be reinstated. It is contrarian and unexpected to think that introducing active T cells into an
inflammatory site would be beneficial, but according to our operative model, the rebalancing of
the immune response in that site will reinstate appropriate control over the aberrant immune

response. The treatment of autoimmune diseases is another embodiment of the invention.
5. Treg in vitro expansion

[00105] One of the principles of immune regulation is the balance of Tregs to
other subsets of T cells. Another embodiment of the invention is polarizing the ex vivo T cell
growth towards Treg cells. In this case, instead of targeting subdominant epitopes, Treg to
dominant epitopes are generated as another way to rebalance the immune response. In one
embodiment, the Treg T cells so generated are used as the therapeutic product alone. In another
embodiment, the Treg subset is used in combination with T cells from other subsets grown to
subdominant epitopes or subdominant antigens While Tregs have been expanded in a non
antigen specific way using FACS sorting followed by expansion with anti-CD23 and anti-
CD28 coated beads (Putnam et al. 2009) , to date no one has expanded Tregs in an antigen
specific way for adoptive immunotherapy. Described herein are methods which are useful in
the establishment of Tregs specific for different antigens especially those which are dominant
in the immune response observed in autoimmune disease, graft vs. host disease or transplant

rejection.

[00106] Tregs were isolated from PBMC’s of autoimmune or Transplant patients
by FACS sorting (BD FACS Aria IT high speed cell sorter) using an aseptic technique in a
GMP clean room using CD4-PerCP( SK3), CD127-PE (hIL-7R-M21), CD25 APC (2A3),
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CD45RA-PE.Cy7 (L48) and CD45RO-PE.Cy5 (UCHLI). CD4*CD127 *"CD25" and
CD4*CD127 " T cells were sorted and collected in 3ml X-Vivo 15 media (Lonza,
Walkersville, MD) containing 10% human heat-inactivated pooled AB serum (Valley
Biomedical, Winchester, VA). (Alternatively, Tregs can be separated using magnetic beads
coated with the same antibodies (Miltenyi Biotec, Auburn, CA). These cell were plated at
2.5x10° Tregs per well in a 24 well plate (Costar, Cambridge, MA), each well containing
dendritic cells prepared from the PBMC’s (as described for T cell stimulation above) which had
been pre-pulsed with dominant antigen at a Treg: APC ratio of 1:5. Following 18 hours
incubation, cells received rapamycin (100ng/ml; Wyeth, Madison, NJ), from dayl to 7 in
culture. At day 2, culture volume was doubled and 300 units/ml IL-2 was added (Chiron,
Emeryville, CA). Cells were resuspended and fresh media and IL-2 were added days 2, 5,7, 9
and 12. On day 9 cells were restimulated with peptide pulsed dendritic cells. Alternatively,
anti-CD23/anti-CD28 coated microbeads (Invitrogen, Carlsbad, CA) can be used for this
second stimulation. Further, the gas permeable bioreactor (such as Grex) can be used to
perform this cell growth with fewer manipulations in a closed system and improve the kinetics
of growth. In another variation IL-10 is added at the time of stimulation with the coated beads
to drive further differentiation of the Treg to Tregl which secrete high levels of IL-10 and
regulate TH1 and Th2 responses.

[00107] Work Flow of Clinical Use of Immune Profiling of Dominant and

Subdominant Antigens in Autoimmunity

Step 1: Immune Response Profiling

Humoral Profile Cellular Profile
ELISA on Serum Elispot or ICS (for IFNY at least, also IL-10, IL-4
and IL-12, IL-21 to assay T cell subsets) on PBMCs

stimulated with each antigen

Result: Antigen 1 strong response (dominant); Antigen 2 No/ Modest Response

(subdominant)
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Step 2: Grow T cells (CD8 and CD4) to Subdominant antigens in vitro; Grow Treg to dominant

antigens in vitro

Result: T cells responsive to subdominant antigens; Treg responsive to dominant

antigens

Step 3 (optional once therapy is well established): Confirm >5% T cells grown respond to
subdominant antigens and Treg grow to dominant antigens using Cellular Immune Profiling

(Elispot or ICS)
Result: 25% of the T cells respond to Antigens

Providing at least 5% of T cells respond to subdominant antigens and/or at least 5% of

Treg cells respond to dominant antigen, proceed to step 4
Step 4: IV Infuse cells into patient with or without prior conditioning (e.g., cyclophosphamide)

Step 5 (may become optional once therapy is well established): Isolate PBMC’s from Blood 2-

3 weeks post infusion and Profile Immune Response

Result: Cellular Profile Antigen 1 No/Moderate effector response; Antigens 2 & Strong

Treg response (dominant)
Step 6: Assess Clinical responses

In autoimmunity (MS- flare ups decrease, Rheumatoid Arthritis- joint swelling reduced,
Asthma- number of attacks decreases, Early Type I diabetes, pancreas is maintained), In

transplant- organ rejection rate and Graft vs. host disease decrease
Result: Improved clinical outcome
6. Administration of Tregs to dominant antigens in autoimmunity or transplant

[00108] In still another embodiment, Treg against dominant antigens could be

combined with T cell of the TH1, TH2 or CTL subsets which are themselves responsive to
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subdominant antigens. Such a combination would more fully switch the balance of the response
towards subdominant epitopes. The inventors have demonstrated synergy between the two

types of T cells in arthritis (Example 6).
7. Transplant

[00109] In an alternative embodiment, Treg are grown using the above Treg
culture conditions from PBMC’ s of healthy donors using dendritic cells(or irradiated PBMC’s
) from other healthy donors. In this way alloreactive Treg lines to each of the MHC are
established and banked. As we discussed above, 80% of the MHC could be covered with Treg
lines generated against 20 to 50 MHC haplotypes. Each of these lines could be frozen in single
dose aliquots at —80 degrees C. When an organ or BMT is performed, 5x107 cells /m* Treg
reactive to the mismatched MHC are also transplanted into the patient. In this way, the

allogeneic rejection or graft vs. host disease is mitigated.
8. Automated Immune profiling assays and Closed system cell culture Device

[00110] Gas permeable membrane devices are a preferred embodiment of the
culture techniques. Because the membrane is gas permeable, the scale of the culture is
determined by the surface area of the membrane and the volume of media required to grow the
cells. Examples of these gas permeable devices include Hyperstack (Corning) or Grex (Wilson
Wolf). One of the useful features of this type of bioreactor is that the cell culture process is
linearly scaleable. As part of the standardization of our approach, we have designed versions of
bioreactors which slide into standard CO, incubators for use in production suites. In a separate
embodiment, we have designed bioreactors which fit into standard stacks for warm rooms in an
automated production facility The bioreactors intended for automation are made in two sizes:
one for growth of autologous cells for an individual patient and a second larger version for the
commercial production of allogeneic T cell lines. In an improved method, the cell culture
devices are modified for automation into a rectangular shape so as to slide into the slots on a
standard CO; incubator. This is a significant advantage as the gas permeable membrane is on
the bottom of the flask and hence is blocked if it is sitting on the shelf. By having the flask be

the shelf, there is better airflow to the membrane. A key attribute is the flanges on the side of
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the flask which allow them to hold the weight of the bioreactor. In one embodiment, the
bioreactor sets into a stainless steel frame which forms slides into the shelf supports. In another
embodiment, they are molded as part of the plastic. In one of the embodiments, they have the
footprint of an entire shelf. In another embodiment, they comprise %2, %4 or 1/3 Or 1/5 of a shelf.
In a preferred embodiment, the incubator is made by New Brunswick, Forma, ThermoElectron,
Nuaire, ESCO. In a preferred embodiment, the incubator can be air or water jacketed or other
design. In still another embodiment, they fit within a shelf which is a metal frame or on a flat in
a warm room. In another preferred embodiment, the flat is moved and processed robotically. In
still another embodiment, the bioreactor fits various commercial processing equipment
including but not limited to a rocker which brings the cells back into suspension prior to

harvesting.

[00111] Each bioreactor is a closed system with access ports to introduce media,
components and cells and from which to harvest the cells for freezing and quality control. In a
preferred embodiment, these access ports are tubing which ports fluids and cells in and out of
the bioreactor the cap for which has integrated solid tubes which reach the bottom of the
bioreactor. In an alternative embodiment, the access port is a sterile sheet of rubber through
which a needle or other probe can be inserted into the bioreactor to inject or remove fluid cells
or other reagents either manually or using an automated robot. The devices are bar coded in
order to track them so that each patient and each cell line will have its own dedicated
bioreactor. The bioreactor is disposable after it has been used. The bioreactors are also sized to
fit standard robotic automation equipment in automated cell culture including but not limited to

stacks, transporters and rocking agitators. Figure 31 is an example of such a bioreactor.

[00112] Like the bioreactors, commercial multiplexed immune profiling assays
are also designed to enable processing of measuring titers of antibodies and T cell responses to
panels of antigens. In order to do this, the ELISPOT assay is used as standard 96 well plate
format can be applied. In a preferred embodiment, the AIDELISPOT reader (Autoimmun
Diagnostika, Strassberg, Germany) is used to count the spots. Alternatively, the 96 well plate is

used to input cells into the FACS for the ICS assay. In any event, each patient has their own
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dedicated 96 well plate which is bar coded and all plates are disposable. These commercial

assays and manufacturing processes are embodiments of the invention.
E. Examples
1. Example 1: EBV latent infection, lymphomas and Nasopharyngial carcinoma

[00113] 90% of the world’s population has been exposed to EBV ( the causative
virus in mononucleosis) as measured by antibodies in the blood. EBV becomes latent in B cells
and shuts off the majority of its proteins but express very low levels of latent antigens LMP1,
LMP2 and sometimes EBNA-1. These proteins are weakly immunogenic but are required to
maintain the virus even in its latent state. Because they derive predominantly from B cells, 40%
of lymphomas test positive for EBV latent antigens. Thus, these antigens can serve as targets
for the generation of CTL responses in adoptive cell therapy. In addition, Nasopharyngial
carcinoma also expresses EBV latent antigens as do other tumors (e.g.-10% of gastric cancer).
While CTL’s have been used to treat EBV lymphomas, the current production methods are
time consuming (3-6 months) and cumbersome using B cells transformed with EBV as repeat
stimulation. Further, CTL’s made in this way to LMP2 produced T cell batches only half of
which had a detectable response to LMP2 post production. The inventors believed that the
reasons for this were due to the presence of dominant epitopes from EBV proteins in the EBV
transformed LCL cells which generated CTL’s which outgrew the cells against LMP2 50% of
the time. In patients with bulky tumors, 52% of the patients treated with CTL’s produced by the
traditional process had a complete response. While the prior art considered all CTL’s
equivalent regardless of the presence or lack of response to LMP2, the inventors felt that this
may be one reason for the variable clinical response. Furthermore, the operative model of the
invention predicted that this was indeed the case. Hence increasing the efficiency of CTL

generation to LMP2 may be clinically important.

[00114] While other methods of CTL production are also embodied in the
invention, the following methods were used to create the following experimental data: 40 ml to
100 ml of peripheral blood was collected from the patients in Vacutainer tubes. Peripheral

Blood Mononuclear cells (PBMC’s) were isolated by centrifugation on Lymphoprep
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(Nycomed, Oslo, Norway), resuspended in RPMI 1640 (Gibco, Grand Island, NY) including
2mM L glutamine, 100 IU/ml penicillin, 100 pg streptomycin/ ml, with 10% Fetal calf serum
(FCS) (5x10° cells/ml) and seeded onto 6 well plates (Costar Corp, Cambridge, MA) at 10’
cells/well. After 2 hours at 37 degrees C, nonadherent cells were removed and resuspended in
FCS with 10% polyethylene glycol (PEG) placed in test tubes, frozen on dry ice and stored in a
-80 freezer. The adherent cells still in the 6 well plate was cultured in RPMI + 10% FCS
supplemented with 50 ng of GM-CSF and 1000 U of IL-4 per ml. Half of the media was
replaced with fresh media including the same growth factors described above on day 2 and day
4. On day 6, the media was completely replaced with the media described as well as the
addition of 25% volume of macrophage conditioned medium to stimulate maturation.
Macrophage conditioned media was produced by PBMCs adherent to immunoglobulin coated
plates (prepared by immunoglobulin in PBS, plating and incubating at 4 degrees C overnight)
for 24 hours at 37 degrees C in RPMI 10% FCS, harvesting the supernatant, filtration through a
0.2 mm pore size membrane (Acrodisc, Gelman Sciences) and storage at -20 degrees C for up
to 8 weeks before use. Nonadherent cells were harvested 2 days later and used as a source of
dendritic cells. Immunofluorescence staining with monoclonal antibodies for surface markers
including CD54, CD80, CD83 and CD86 was performed to assure dendritic cell quality (>50%

of cells +).

[00115] DC stimulators were preexposed for 2 hours at 37 degrees C to proteins
at a concentration of pg/ml (50 for peptides) in serum free RPMI 1640 supplemented with
human (32 microglobulin at 3 pg/ml. They were then washed and seeded at 10° cells/ 2 ml well
in RPMI 10% FCS supplemented with IL-7 5 ng/ml. 2 x10° PBMC’s were added to each well
for a responder to stimulator ratio of 20:1. The cultures were restimulated (and split into
additional wells, if necessary) on days 14 and 21 with autologous peptide loaded dendritic cells

in RPMI 10% FCS supplemented with IL-2 at 20 U/ml.

[00116] Release testing of CTL’s to be used for treating patients included
viability of >70%, negative culture for bacteria and fungi after 7 days, endotoxin testing less

than 5 EU/ ml, negative results for Mycoplasma, less than 20% killing of recipient
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lymphoblasts at a 20:1 ratio in *ICr release assays, less than 2% CD19" B cells, less than 2%
CD14" monocytes and HLA identity.

[00117] Polyclonal T cell populations were harvested and used as effectors in a 5
hr chromium release assay. For the chromium release assays, monolayer cultures of fibroblasts
established from skin biopsies of CTL donors and exposed to recombinant vaccinia virus (2x
10° cells per 9 cm petri dish) Cells harvested 18 hours post transfection and labeled for 1 hour
with 51CrO4, washed three times, and used as targets in a S hour chromium release assay.

Supernatants from the assay were harvested into 1% formaldehyde before counting on a y

counter.

a. Experiment 1: The relative frequency of T cells responding to subdominant
epitopes is enhanced when Dendritic cells or activated Macrophages are used as
antigen presenting cells instead of LCL

[00118] T cell lines were prepared from 10 patients using 3 different antigen

presenting cells as stimulators: EBV transformed lymphoblastoid cell lines (LCL) presentation
and expansion; Dendritic cell (DC) presentation with cytokine expansion; IFNY Macrophage
(MAC) presentation with cytokine expansion. Each of the 3 were stimulated during antigen
presentation with a mixture of 3 plasmids expressing subdominant epitopes of EBNA-1
(EBNA-1 with deletion of aa 90 to 325), LMP1 ( LMP1 with deletion of aa 1-43 and aa 260-
315) and LMP2 (LMP2A in 2 plasmids one expressing aa 1-399 and the second plasmid
expressing aa 400-497). The T cell lines so generated using the protocol of the invention were

then studied in 7'Cr release assay.

[0100] Figures 1A and 1B: S1Cr release at two different effector:target (E/T) ratios, 20:1
and 10:1, respectively, (CTL line: HLA matched fibroblasts) HLA matched fibroblasts pre-
pulsed with peptide mixes from the indicated antigens, CTL’s expanded from representative

patient using different indicated APC’s to grow CTL line.

[0101] Conclusion: Dendritic cells (DC) and Macrophages (MAC) more selectively
stimulate the growth of CTL’s to subdominant antigens than EBV transformed B cells (LCL’s).
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[0102] Figure 1C: SICr release at three different effector:target (E/T) ratios (CTL’s:
HLA matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptide mixes from the
indicated antigens CTL’s from PBMC’s of the same patient directly after blood harvested

(before culture).

[0103] Conclusion: Patients have some response to EBV dominant antigens but at

significantly higher E/T ratios than after T cell culture

[0104] Figure 2: SICr release at 20:1 effector:target (E/T) ratios (CTL Lines: HLA
matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides representing specific
HLA A2 restricted subdominant epitopes from LMP2 with CTLs made from the same patient

using three different methods as above:

[0105] Conclusion: Dendritic cells and Macrophages both lead to a response to a
broader number of subdominant epitopes & higher levels of CTL activity than does LCL and
the magnitude of the response to different epitopes is different between the Dendritic cells and

Macrophages

[0106] Figures 3A and 3B: S1Cr release at 20:1 effector:target (E/T) ratios (CTL Lines:
HLA matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides from LMP2: LCL
Stimulation in Figure 3A and DC/MAC stimulation in Figure 3B.

[0107] Conclusion: Dendritic cells and Macrophages lead to CTL Lines in 90% of the
patients, in contrast to the LCL which only led to 50% of the CTL lines from the patients
having a detectable LMP2 response. Therefore, the DC/MAC process is more robust and

reproducible for generating T cells to subdominant antigens and epitopes.

[0108] Figure 3C: % of Viable CD3" Cells which are CD4", CD8" and CD25" in CTL
Lines grown using Macrophage, Dendritic Cells or LCL cells as Antigen Presenting Cells.
Lines were stained with antibodies for CD3, CD4, CD8 and CD25 and analyzed by Flow
Cytometry.
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[0109] Conclusion: While all methods establish CD8" cells and not Tregs, the use of
Dendritic cells and macrophages as APC’s appears to increase the % of CD4" cells relative to

that produced with LCLs.
ELISpot Assays:

[0110] Elispot assays were performed to determine the number of T cells produced to
particular antigens. Elispot Y IFN 96 well polyvinylidene diflouride backed plates (Millipore,
Bedford, MA) were coated with 15 pg/ml of anti-IFNY monoclonal antibody 1-DIK
(MABTECH, Stockholm, Sweden). 5x10° PBMCs were added per well with peptide mixes 2
UM each from each of the proteins and incubated overnight at 37 degrees C 5% CO.. Cells
were discarded and 1 pg/ml biotinylated anti-IFNY monoclonal antibody 7-B6-1 (MABTECH)
was incubated 2- 4 hours at room temperature followed by streptavidin conjugated alkaline
phosphatase (MABTECH) for 2 more hours. After a 30 minute reaction with 5-bromo-4-
chloro-3-indolyl phosphate and nitro blue tetrazolium from the alk-phos substrate kit (Bio-Rad
Richmond, CA), depending upon the number of samples, the spots were counted either using a
dissection microscope or on an AIDELISPOT reader (Autoimmun Diagnostika, Strassberg,
Germany). Each spot was a cell reported as spot forming cells (SFC)/ 10° PBMC’s. In these
assays, the positive control was cells + 10 pg/ml PHA and negative control was cells alone

without peptide.

[0111] Figure 4: IFN  producing cells (SFC’s) / 105 T cells grown in vitro as

measured by Elispot

[0112] Conclusion: Dendritic cells and Macrophages more selectively expand T cells to

subdominant antigens than LCL
Optimizing antigens to establish responses to subdominant epitopes

[0113] LMP2 was chosen for optimization as it is a subdominant antigen relative to
EBNA-3 and the majority of EBV subdominant epitopes recognized appeared to be on this

protein as identified using consensus software and PBMC testing. In an effort to increase the
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number of subdominant epitopes recognized, LMP2 was split onto two or more plasmids. The
following plasmids were constructed in the p shuttle or pUC19 plasmid under control of the

CMYV promoter and artificial ATG and poly A:
Plasmid 1 LMP2B (aa 1-497)

Plasmid 2 LMP2A 1% exon (aa 1-119)
Plasmid 3 LMP2A 2™ exon (aa 120-497)
Plasmid 4 LMP2A (aa 120-399)

Plasmid 5 LMP2A (aa 400-497)

Plasmid 6 LMP2A (aa 120-440)

Plasmid 7 LMP2A (aa440-497)

Plasmid 8 LMP2A (aa 1-399)

Plasmid 9 LMP2A (aa400-497)

[0114] All plasmids were generated using standard procedures in SCS110 bacteria
strains (Stratagene, La Jolla, CA) and purified with Endo free Plasmid Maxi kit (Qiagen,
Hilden, Germany). Antigen presenting cells were transfected 24 hours after maturation using
the Amaxa DC Nucleofection Kit (Amaxa, Koeln, Germany) with 2-20 ug plasmid DNA per
10° cells.

[0115] T cell immunosubdominant epitopes on LMP2 include but are not limited to:
LLW 329-337 LLWTLVVLL HLA A 2.01
CLG 426-434 CLGGLLTMYV HLA A 2.01

IED 200-208 IEDPPENSL HLA B 40.01
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SSC 340-350 SSCSSCPLSKI HLA A11.01
TYG 419-427 TYGPVFMCL HLA A24.02
LLS 447-455 LLSAWILTA HLA A2

LTA 453 461 LTAGFLIFL HLA A2

FLY 356-364 FLYALALL HLA A2

[0116] Peptides for these epitopes were synthesized and used to test CTL responses in
31Cr release assays on HLA-A2 expressing fibroblasts isolated from skin of PBMC donors.

[0117] Figure 5: SICr release at 20:1 effector:target (E/T) ratios (CTL Lines: HLA
matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides from LMP2: CTL Lines
established with LMP2 spliton 1, 2, 3 or 4 plasmids (1P: 497 aa LMP2B; 2P: LMP2A 1* exon
(119 aa) on 1 plasmid, LMP2A 2™ exon (378 aa); 3P LMP2A 1% exon (119 aa) on 1 plasmid,
LMP2A (120-399 aa) on plasmid 2 and LMP2A (400-497 aa) on 34 plasmid; 4P: LMP2A 1*
exon (119 aa) on 1 plasmid, LMP2A (120-399 aa) on plasmid 2 LMP2A (400-440 aa) on 31
plasmid LMP2A (440-497 aa) on 4"h plasmid; 2P 2: Plasmid 1 (aa 120-440), Plasmid 2 (aa 440-
497)

[0118] Conclusion: Splitting the LMP2 into at least two plasmids one containing aa 400
to 497, the other containing residues before 399 results in stronger responses to a greater

number of subdominant epitopes

[0119] EBNA-1 amino acid 90 to 325 corresponding to Gly Ala repeat domain were
deleted from the EBNA-1 sequence and inserted into the p shuttle plasmid under the control of
the CMV promoter. This sequence was selected for deletion because it was demonstrated to
inhibit peptide processing. The following HLA-A2 restricted peptide was used to assess
response: VLK 574-582 HLA A2.

[0120] Furthermore, LMP1 sequence was prepared with aa 1-43 deleted (to prevent its

aggregation/protection from proteosome processing) and 260-315 deleted (5 copies of 11
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amino acid tandem repeats). These sequences were constructed in the p shuttle plasmid under
control of the CMV promoter and compared with wild type LMP1. To assess breadth of
response, the following HLA-A2 restricted epitopes of LMP1 were prepared and tested:

YLL 125-133 YLLEMLWRL HLA A2
YLQ 159-167 YLQONWWTL HLA A2
TLL 166-174 TLLVDLLWLL HLA A2
LLV 167-175 LLVDLLWLL HLA A2
LLL 92-100 LLLIALWNL HLA A2
RLG 132-140 RLGATIWQL HLA A2

[0121] Figures 6A and 6B: S1Cr release at 20:1 effector:target (E/T) ratios (CTL Lines:
HLA matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides from EBNA-1 or
LMP1: Comparison of CTL Lines established with EBNA-1 wild type vs. EBNA-1 deleted and
LMP1 wild type vs. LMPI deleted.

[0122] Conclusion: Deletion of certain regions of proteins which evade antigen

processing results in stronger responses to a greater number of subdominant epitopes
b. Example 2

[0123] In the following experiments, T cells were grown in the same way as outlined in
Example 1 above, with different variations designed to enhance antigen processing to favor T

cells reactive with the production of subdominant epitopes.

[0124] Figure 7: (SICr release) Cr release at 20:1 effector:target (E/T) ratios (CTL
Lines: HLA matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides
representing Dominant antigen (EBNA-3A), Subdominant antigen (LMP2) and specific HLA

A2 restricted subdominant epitopes from LMP2 with CTLs made from the same patient using

39



WO 2012/162620 PCT/US2012/039605

two different methods : one with 100nM to 300nM bortezomib added during antigen

presentation, one without.

[0125] Conclusion: Addition of the Proteosome antagonist bortezomib during CTL
antigen presentation modifies antigen processing to generate CTL’s to a broader number of

subdominant epitopes with a modest decrease in the response to dominant epitopes

[0126] Figure 8: (°'Cr release) Cr release at 20:1 effector:target (E/T) ratios (CTL
Lines: HLA matched fibroblasts)HLA matched fibroblasts pre-pulsed with peptides
representing Dominant antigen (EBNA-3A), Subdominant antigen (LMP2) and specific HLA
A2 restricted subdominant epitopes from LMP2 with CTLs made from the same patient using
two different methods : one with 10 ng/ml Interferon y (IFN7y) added 12 hours before and

during antigen presentation, one without.

[0127] Conclusion: Addition of IFNY during CTL antigen presentation modifies antigen
processing to generate CTL’s to a broader number of subdominant epitopes with a modest
decrease in the response to dominant epitopes. The effect is more dramatic in Macrophages

than in dendritic cells.
c. Example 3: Hepatitis and Hepatocellular carcinoma

[0128] A mouse model of chronic hepatitis has been recently developed which allows
the study of the primary and secondary immune response in hepatitis B (Publicover J et al.
2011). This HBVtgRAG mouse is a cross between HBV-replication transgenic mice (HBVRpl)
in the C57BL/6 background for 15 generations which constitutively allows viral replication and
release of virions and RAG-1 deficient mice making them unable to generate T and B cells.
When 10° spleenocytes are transferred from C57BL/6 mice, the immune system is reconstituted
and the primary immune response to hepatitis infection is modeled. If one administers the
spleenocytes to young (3-4 week old) mice, the animals (similar to young children infected
with Hepatitis B) develop chronic Hepatitis. Like the humans, they clear HBc but HBs remains
at high levels in the serum (Figure 1). This model of chronic hepatitis was used in the following

experiments.
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[0129] Alanine aminotranferase were measured using ALT-L3K kit (Diagnostic
Chemicals Ltd) on a Cobas Miras Plus analyzer (Roche diagnostics). HBs Ag was measured
using ETI-MAX 2 Plus (Diasorin; HBs Antibody was measured using ETI-AB-AUK-PLUS
and ABAU standard set (Diasorin). HBcAB was measured using ETI-AB-COREK-PLUS

(Diasorin). Assays were read on ELx800 (Biotek Instruments) wavelength 450nm and 630 nm.
[0130] Figure 9: HBVtgRAG mouse model of chronic hepatitis B.

[0131] T cells were grown to HBs ex vivo using our protocol and injected by tail vein
injection 3-4 weeks post transfer of the original spleenocytes. A titration was performed from
1x10° to 1x10® cells with plateau achieved at 1x10° cells. As can be seen below, our T cell

rebalancing therapy clears chronic hepatitis in the HBVtgRAG model.

[0132] Figure 10: Treatment of HBVtgRAG model with T cells reactive to HBs Ag

lead to acute inflammation and clearance of the previously chronic infection.

[0133] When IL-4 or IL-21 were used as a supplement to the medium during antigen
presentation, the amount of T cells required to achieve plateau effect was 5%107 and 7x10%,
respectively. This number of cells is more than a log lower than T cells expanded in the
standard IL-15 protocol and indicates that polarization during culture towards T follicular
helper cells and TH2 cells is advantageous. On the other hand, polarization with IL-12
increased the number of cells to 1x10’ required for plateau and polarization to Treg with IL-2

and rapamycin eliminates the response to therapy.

[0134] Different Culture conditions result in polarization to different T cell subsets and

different numbers of T cells to reach plateau in clearing Hepatitis in the HBVtgRAG mouse

Culture Conditions Number of T cells to Reach Plateau
IL-15 1x10°
IL-15+1L-4 5%10°
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IL-15+1L-12 1x107
IL-15+1L-21 7x10%
IL-2+rapamycin No response

[0135] Therefore, polarization of the T cells to different T cell subsets has important

therapeutic effects.

[0136] To determine the effect of T cell therapy on the frequency of T cells to different
epitopes, the % of IFNY producing epitopes to different epitopes was determined by Elispot. At
week 6 post transplant, spleenocytes were collected from HBVtgRAG mice who were
untreated or treated with plateau levels of T cells raised to HBs Ag. The spleenocytes were
pulsed with Hepatitis Core Antigen (HBc), Hepatitis Surface Antigen (HBs) or two Kb
restricted peptides of HBs: ILS or WWL.

HBs Ag 190-197 VWLSVIWM K°
HBs Ag 208-215 ILSPFLPL K”
The following results were observed:

[0137] Figure 11: Treatment with HBs T cells rebalances the immune system to a new

dominance hierarchy.

[0138] As can be seen, T cell lines produced using our protocol generated a
significantly higher T cell response to HBs and a slightly decreased response to HBc. The HBs
response was driven predominantly by a de novo response to a previously subdominant epitope
(WWL). Thus, the dominance hierarchy within HBs was switched by T cell rebalancing
therapy as the response which exists in untreated animals (albeit weak) is against the dominant
epitope (ILS) switching the overall balance of the HBV response in favor of the previously

subdominant HBs antigen relative to the previously dominant HBc antigen.
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[0139] The HBVtgRAG mouse model was also used to investigate whether in vivo
methods could also rebalance immunodominance hierarchies. In one approach, the inventors
injected HBs Antigen in Freund’s adjuvant by tail vein injection (IV) , intramuscularly (IM) or
intraperitoneally (IP). Alternatively, 100ug plasmid DNA was administered per mouse (data

not shown).

[0140] Figure 12: The IM route of administration results in a broader response to

subdominant antigens as dose treatment with a protease inhibitor during vaccination.

[0141] As can be seen, a 4 X stronger response is generated by IM administration
relative to the other two and this is associated with a response to the subdominant epitope.
Furthermore, when this mouse was treated with the proteasome antagonist bortezomib, and the

antigen was administered IM, the response to the subdominant epitope was further accentuated.

[0142] In a second, set of experiments the response alone and in complexes with two

HBs reactive murine antibodies of different isotypes (IgG1 vs. 1gG2a):
Monoclonal antibodies to HBs Ag

10-HOS Murine IgG1 HBsAg (Fitzgerald, Concord, MA)

10-HOSA Murine IgG2a HBsAg (Fitzgerald, Concord, MA)

[0143] Figure 13: IgGG2a monoclonal antibody but not IgG1 antibody specific for HBs
Ag results in a different dominance hierarchy and significantly better antigen presentation by

the IV route.

[0144] When the antigen antibody complex was administered intravenously and IM, the
IgG2a complex generated more of a response to the subdominant epitope. Further, this protocol
developed a near comparable level of immune response by IV administration to that achieved
by IM administration indicating that IV administration of Ig(G2a immune complexes may be

able to rebalance the immunodominance hierarchy in vivo.
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[0145] The inventors hypothesize that the likely mechanism for this observation is that
IgG2a binds the high affinity FcR which is preferentially expressed on dendritic cells and thus
targets the HBs antigen to dendritic cells. Additionally, as HBs Ag a determinant first loop (aa
124-147) 1s the major epitope for recognition by neutralizing antibodies and the ILS epitope is

further away, it could be that antigen processing for ILS is enhanced.
Clinical trial of T cell rebalancing therapy in HBV associated Hepatocellular carcinoma

[0146] 5 patients with HBV and HCC who were HLA-A #0201 were immune profiled
for their Humoral and cellular immune response. Pretreatment clinical laboratory testing
demonstrated high titers of antibody to hepatitis B core antigen (HBc Ag) but not to hepatitis B

surface antigen (HBs Ag) (Figure 10).

[0147] PBMC’s were induced into dendritic cells, pulsed with hepatitis B core antigen
(HBc Ag) and hepatitis B surface antigen (HBs Ag) and used to grow CTL’s from PBMC’s
which were tested by Elispot for IFNY.

[0148] Figure 14: Number of Spot forming cells in 10° PBMCs from Patient 3.

[0149] By frequency of IFN vy producing T cells on Elispot a hierarchy was observed:
no-antigen(10 sfc)<HBsAg(15 sfc)<HBcAg(45 sfc). This indicates that Hepatitis B surface
antigen is subdominant relative to Hepatitis core antigen. Additionally, 3 peptides of HBs

(FLL, GLS and ILS) were studied:

HBs Ag 20-28 FLLTRILTI HLA-A*201

HBs Ag 185-194 GLSPTVWLSV HLA-A*201
HBs Ag 208-216 ILSPFLPLL HLA-A*201

[0150] The FLL peptide appeared to be slightly dominant in what little response to HBs
was detectable but, because of the weak response, the dominance hierarchy was confirmed by

ICS assays:
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Intracellular cytokine staining (ICS)

[0151] 5x10° CTL were resuspended and incubated for an hour in 100 ul of 1XPBS 1%
FCS with peptide (107 to 10™ M final concentration) Golgi Plug (BD Biosciences, San Diego,
CA) was then added , cells were incubated at 37 degrees C 5% CO, for 5 hours, pelleted,
washed in 200ul PBS 1%FCS and stained for surface antigens (CD4 fluorescein isothiocyanate
and CDS8 allophycocyanin(Pharmingen, Becton Dickinson) 30 minutes at 4 degrees C.
Following resuspension in fixation and permeabilization solution, cells were stained with anti
human IFNY phycoerythrin (Pharmingen, BD) 1/20 dilution on ice for 30 minutes, washed once
and resuspended in PBS 1% FCS and analyzed on FACS Canto (Becton Dickinson)

[0152] Figure 15: ICS Analysis of response to HBs epitopes.

[0153] Although the responses detectable by ICS weren’t strong, the FLL epitope did

again appear dominant relative to the other two epitopes.

[0154] 5x10° PBMC’s were isolated from each patient and T cells were grown as per
our protocol using HBs 15 mer peptides mixes as the stimulating antigen with the peptide with
the exclusion of peptide 15-30 (to eliminate FLL). IL-4 + IL-15 were used during the

expansion. 1x10" T cells were obtained and frozen with an aliquot taken for Elispot testing.

[0155] Figure 16: HBs Cells are the majority of the T cells which are administered to

the patient and these respond to previously subdominant antigens.

[0156] As can be seen, the CTL line generated was almost exclusively reactive to the
previously subdominant HBs, a response which was primarily driven by the previously
subdominant epitopes. CTL’s were dosed by IV Infusion at 5x10” to 1x10°® cells /m” and the

patients were monitored.

[0157] Figure 17: The patient has an acute flair and then clears the hepatitis.
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[0158] After developing acute hepatitis, the patient resolved and completely cleared the
hepatitis. On day 14, PBMC’s were again collected and a profile of the cellular immune

response was re-determined.

[0159] Figure 18: The patient’s immunodominance hierarchy has been rebalanced to
the previously subdominant antigen (HBs) and the previously subdominant epitopes on that

antigen.

[0160] The immunodominance hierarchy has been successfully rebalanced by the T
cells grown by our process. In addition to clearing the chronic hepatitis, the patient also had a

complete response to his Hepatocellular carcinoma.

[0161] Figure 19: The T cells completely resolved the patient’s Hepatocellular

carcinoma.
d. Example 4: Systematic method for treating cancer

[0162] The clinical diagnosis and therapy of cancer involves the biopsy and imaging of
the tumor to determine its tissue of origin, differentiation and extent of local and systemic
metastasis. While diagnostics to genetic defects in oncogenes or tumor suppressor genes and
assays to determine sensitivity to chemotherapeutic or biologic agents is sometimes performed,
generally patients are treated with a combination of surgery, chemotherapy and radiation
depending upon their specific cancer and stage. Similarly, while the immune system in various
patients has been studied using different techniques, this information has not been used in the
clinical management of the patients. With the advent of their cellular therapy to rebalance the
immune system, the inventors had to establish the use of immune profiling in the management
of the cancer patient. The inventors have developed a standardized immune profiling
methodology which is used to select antigens which are subdominant in that patient and can be
used to grow T cells in vitro which can be reinfused into the patient to rebalance the immune
response to a tumor. Following therapy, the patient is reprofiled to determine if the therapy

successfully rebalanced the immune response. Such a therapeutic method is novel and can
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result in clinical response and enhanced survival. The same approach can be used infectious

diseases and autoimmunity and organ transplantation.

[0163] The first step is to identify which tumor associated antigens are present on the
patient’s tumor. This is generally done by immunohistochemistry on a biopsy from the patient’s
tumor. The panel antigens tested will depend on the type of tumor. For example, in melanoma
antigens included NY-ESO-1, SSX-2, Melan A, gp100, MAGE A4, MAGE A1, Tyrosinase and
would be supplemented as new tumor associated antigens were described. Not all tumors will
express all of the antigens in the panel. For the antigens, which the patients tumor has, a
baseline immune profile to the different antigens is determined using the systematic profiling
for humoral and cellular immune response described above. Elisa is used to determine antibody
titer to each antigen in the serum and the % of T cells responding to the antigen is determined

by IFNY ICS or Elispot. In this way, a base line profile is determined.
[0164] Figure 20: IFNY ICS to a Panel of Tumor Antigens in Patient 1

[0165] In Patient 1, the patient’s tumor had NYESO-1, SSX-2, Melan A, and MAGE
A4. ICS demonstrated a strong response to MAGE A4 but modest/ no response to NYESO-1,
SSX-2 and Melan A. The NYESO-, SSX-2 and Melan A antigens are thus chosen to grow and

expand CTL in the in vitro culture using the following protocol:

[0166] 5%10° PBMC’s are isolated from the blood. Monocyte-derived dendritic cells
are generated in vitro from peripheral blood mononuclear cells (PBMCs) from a patient by
plating of PBMC:s for 2 hours in a tissue culture flask to permit adherence of monocytes. At
this point the nonadherent cells are removed and frozen at -80 to later serve as a source of T
cells. Treatment of the adherent monocytes with interleukin 4 (IL-4) and granulocyte-
macrophage colony stimulating factor (GM-CSF) leads to differentiation to immature dendritic
cells (iDCs) in about a week. Subsequent treatment with tumor necrosis factor (TNF) further
differentiates the iDCs into mature dendritic cells. These cells are then separated into 3 separate
flasks (or however many antigens to which one desires to grow T cells) in RPMI 1640 media

supplemented with 45% Click’s medium (Irvine Scientific, Santa Ana, CA), 2mM Glutamax 1
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and 5% human serum. Each flask is pulsed with one of the 3 plasmids (or pepmix) containing
the coding sequence for the antigen of interest (in this patient 1 containing NY-ESO-1,1
containing SSX-2 and the third containing Melan A). The cells are stored at 37 degrees C for 2
hours. In the meantime, PBMC’s are thawed and added to the pulsed dendritic cells at a 1:20 to
1:100 PBMC to Dendritic cell ratio and incubated at 37 degrees C for 18 hours. The three
flasks of cells are then pooled and resuspended in the same media, containing IL-15 (5ng/ml) to
generate in vitro expansion of the T cells which have recognized the antigen. A Grex gas
permeable bioreactor is used (Wilson Wolf Manufacturing Minneapolis, MN) obviating the
need to change media and enabling exponential growth kinetics. Generally 3x10® to 1.5x10"

cells are obtained within 3 to 6 weeks enough cells to be administered to a patient.
T cells grow in Gas Permeable Bioreactor

[0167] T cells grow as a layer on the gas permeable membrane for excellent gas

exchange and have a volume of media sufficient to grow to the required density.

[0168] At the end of in vitro culture, T cells are assayed in the ICS assay with the same
antigens: NY-ESO-1, SSX-2, Melan A, gp100, MAGE A4, MAGE Al, Tyrosinase.

[0169] Figure 21: ICS Assay Patient 1

[0170] Based upon the assay, the % of the cells responding to each subdominant
antigen/ epitope is determined in this case, NY-ESO-1, SSX-2 and Melan A. The total number
of cells responding to each subdominant antigen or epitope can be calculated using this % and
the number of CTLs in the culture. In the case of patient 1, 61.4% of the cells were responding

to NY-ESO-1 (Figure 21).

[0171] Based upon this, a known dose of CTLs responsive to the subdominant antigens

can be administered to the patient. CTL’s were dosed at 5%10° to 2x10° cells /m?,

[0172] 2 -3 weeks after infusion into the patient, PBMC’s were again collected and a

profile of the cellular immune response was re-determined by ICS:
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[0173] Figure 22: Cellular Immune Profiling by ICS post therapy- Patient 1

[0174] Figure 23: Humoral Immune Profiling by ELISA- Patient 1 (Reciprocal titers of

the humoral immune response are plotted below).

[0175] As can be seen from the Cellular and Humoral Profiles from the Immune
Hierarchy Assays, the immunodominance hierarchy was rebalanced to favor the previously

subdominant antigens.
Clinical Findings:

[0176] Clinically, the patient was a 52 year old male who was diagnosed with Stage IV
metastatic melanoma. He had failed to respond to a combination regimen of Dacarbazine

(DTIC) and Temodar (Temolzolomide) chemotherapy drugs in combination with IL-2.

[0177] Two years post T cell therapy, the patient is alive and has undergone a complete
response. As can be seen in the Chest CT Scan the metastasis in the lung completely resolved

within 6 months of Immune rebalancing Therapy and has remained stable.
[0178] Figure 24: CT Scan Pre and Post T Cell Therapy
e. Example 5: T cell therapy of Lymphoma

[0179] 150 adult patients with relapsed aggressive Non Hodgkins lymphoma were
randomized into 3 arms: A: Rituxan + CHOP; B: Testing for EBV LMP1 & LMP?2 antigens in
tumor, followed by EBV LMP1 & LMP2 T cell rebalancing and C: Pan lymphoma: No assay
for antigens; Therapy with T cells grown to respond to EBV LMP1, LMP2, surviving, MAGE
A3. 40% of lymphoma biopsies test positive for EBV LMP2, 50% test positive for surviving
and 15% test positive for MAGE A3. Standard of Care R-CHOP regimen was used and 5x10’

to 2x10° T cells were dosed per m”.
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[0180] Figure 25: Progression Free Survival

[0181] As can be seen, T cells responsive to the tumor provide superior response rates
to the current standard of care. While failures occur in year 1, post year 1 the CTL maintains
patients in remission. This is evidence of a properly functioning immune system post
rebalancing. Finally, while initially the EBV LMP T cells provide a better response, by year 3
the Progression Free Survival has approached that of the Pan lymphoma product. Furthermore,
lymphoma today is a relapsing remitting disease with patients generally relapsing within 18
months to 2 years. CTL rebalancing therapy changes this course: once a patient’s immune
system is rebalanced, the patient develops a memory response which maintains a long term
remission. Thus, unlike other therapies of lymphoma, T cell therapy provides a durable

remission.
[0182] Figure 26: T Cell Therapy Changes the Natural History of Disease
f. Example 6: T cell therapy of Autoimmune Diseases

[0183] The collagen induced arthritis model (CIA) is a model of Rheumatoid Arthritis
(RA) that can be induced by immunization with heterologous collagen II (CII) in DBA/ 1 mice.

[0184] DBA/1 male 6-8 week old mice were obtained from Jackson Laboratories (Bar
Harbor, ME). 100 pg of bovine CII (Chondrex, Redmond, WA) emulsified in CFA containing
4 mg/ml M tuberculosis (Chondrex) were injected subcutaneously in the tail. By week 5 post

injection, 80-100% of untreated mice showed fully developed disease.

[0185] T cells were grown to the following peptides using the protocols described for

the in vitro growth of T cells.
[0186] Collagen Type II
263-270 immunodominant peptide used to stimulate the growth of Treg (IL-2 + rapamycin)

286-300 subdominant peptide used to stimulate growth of T cells (IL-15)
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[0187] 5x106 cells were administered to each animal on Day 20 post induction alone or
in a combination of equal parts. See Figure 27. CD25 is a marker for Treg cells. Control

animals received PBS. See Figure 28.

[0188] Mice were scored for clinical disease three times per week using a score of 0-3
for each limb for a maximum total score of 12 possible: 0-1 Normal; 1 mild redness or swelling
in single digits; 2 significant swelling of ankle or wrist with erythema; 3 severe swelling and
erythema of multiple joints. The percent of animals with arthritic lesions in the group represent
incidence of arthritis. Average clinical score in the group reflects severity of the disease. See

Figure 28 and Figure 29.
Histopathology of Joint

[0189] Figure 30A shows a normal rat, Figure 30B shows a rat immunized with human

proteoglycan and Figure 30C shows a rat treated with T cells.

[0190] As can be seen, the T cell therapy significantly decreased the incidence, severity
and amount of inflammation in the joint of animals. There appeared to be a synergistic effect in
rebalancing the immune response between T cells raised to subdominant epitopes and Treg

grown to the dominant epitope.
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What is claimed is:

A T cell capable of recognizing a subdominant antigen or epitope in a patient for use in a
method of altering the immunodominance hierarchy of the patient.
A T cell for the use according to claim 1, wherein the T cell is obtained by:
a. identifying at least one subdominant antigen or epitope in a sample obtained from
the patient, and
b. cultivating a T cell capable of recognizing said subdominant antigen or epitope.
A T cell for the use according to claim 1 or 2, wherein altering the immunodominance
hierarchy treats/prevents/alleviates an infection, cancer, inflammation, organ transplantation
rejection, or graft versus host disease in the patient.
Use of a T cell capable of recognizing a subdominant antigen or epitope in a patient in the
manufacture of a medicament for altering the immunodominance hierarchy of the patient.
A use according to claim 4, wherein the T cell is obtained by:
a. identifying at least one subdominant antigen or epitope in a sample obtained from
the patient, and
b. cultivating a T cell capable of recognizing said subdominant antigen or epitope.
A use according to claim 4 or 5, wherein altering the immunodominance hierarchy
treats/prevents/alleviates an infection, cancer, inflammation, organ transplantation rejection,
or graft versus host disease in the patient.
A T cell population for use in altering the immunodominance hierarchy of a patient
obtainable by identifying at least one subdominant antigen or epitope in a sample obtained
from the patient and cultivating a T cell population capable of recognizing said
subdominant antigen or epitope.
A T cell population according to claim 7 for use in therapy.
A method comprising the steps of:
a. identifying a dominant antigen or epitope and a subdominant antigen or epitope in a
patient sample;

b. cultivating a T cell capable of recognizing said subdominant antigen or epitope; and
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c. treating a patient with an effective number of said T cell to alter the
immunodominance hierarchy of the patient.
A method comprising the steps of:
a. identifying at least one subdominant antigen or epitope in a patient sample;
b. cultivating a T cell capable of recognizing said subdominant antigen or epitope; and
c. treating a patient with an effective number of said T cell to alter the

immunodominance hierarchy of the patient.

. The method of claim 9 or 10, wherein said subdominant antigen or epitope are antigens or

epitopes to which a cellular or humoral immune response is not detectable or is only
detectable at a low level.

The method of claim 9 or 10, wherein said subdominant antigen is a viral antigen, other
infectious agent antigen, tumor antigen, or an antigen associated with autoimmunity,
allergy, inflammation, organ transplantation rejection, or graft versus host disease.

The method of claim 9 or 10, wherein step (b) further comprises cultivating a T cell in the
absence of a dominant antigen or epitope.

The method of claim 9 or 10, wherein step (b) further comprises cultivating a T cell in the
the presence or absence of agents to enrich either suppressive T cells or responsive T cells.
The method of claim 9 or 10, wherein step (c) further comprises administering the effective
number of T-cell via intradermal administration.

The method of claim 9 or 10, further comprising a step prior to step (c), wherein the patient
is pretreated with a conditioning agent to reduce the number of endogenous T cells.

The method of claim 9 or 10, wherein said T cell is a suppressive T cell, and wherein step
(c) further comprises inducing tolerance in the patient to treat or prevent an autoimmune
disease, allergy, inflammation, organ transplantation rejection, or graft versus host disease.
The method of claim 9 or 10, wherein said T cell is a responsive T cell, and wherein step
(c) further comprises inducing a cytotoxic immune response to treat or prevent an infection
or cancer.

The method of claim 9 or 10, further comprising profiling the tolerance or humoral or
cellular immune response to the subdominant antigen or epitope to determine if the therapy

successfully rebalanced the immune response of the patient.
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BT R RERE T

[0001]  AHOGHIIE

AHIEW KAE 2011 4F 5 H 26 HERAZ K3 EIER 75 61/490, 505, Hpy 7818 it 5
FHEEAR AL
[0002] & BHE 5%

ARH K I T IR AL Chierarch) B 40 M I F& S VA T 3t , T
P e IR PR B A S A A R R R R T T
[0003] i[9I PR BN 8 o A6 Y0507 2 PR S 2 1 » I LA B2 1R A T s [T By
Bt CBY, fhiid C AR RS LRI R Bl H B A B2 AT ) . W%, TR/ 8k
SRR RO 2 IS R IR B A T IR B ALY B SRR B AR B AN ML TR T A e A B R 2
H B IIRTT « B, 1 I S 4I Muy T 1%, Provenge, St + /1710 e, L BAA
Sl A AaEal. 2WE FIR AR A AR 0. 4 TAr &Y A B2 esiE,
Felsaa T2 (B, SR387T) kR, SR, MARAE T B PRIEAL b 58 Bl S S5 N %
R ) 2 % o
[0004]  FEHJIR G N TR, T 40 M0 RIPUR KIS g T e 8L ML A L. YIah
YU S RZA B A A ORI D= AR 2 25 3t . Wi U it HE Elk APC 233,
FEN TR T B R AL T8 . a0 SRR 5, 49 40 CD28 B TNF 2K, ) T 41 funl B
A R R o B TR, T 4R AT A0 i 5 ME T g0 439 Th AR R/ T 4iBh4n
Mo (ERBh 2 [ BA CD8" CTL A NI MG TH 4 J S BE N 25 ) » B4l Th2 4R e R+ T
A e (ERzh 82 i HAA B 40 i RS TR R R L R AR A AR S B N ) - RS,
P25 NN R R 5 T ASE Ko A5 P (R SR (1) 5 e (67 BR R U R ARt 25 1 T 4l i AR G, 1
A DU AR 1 oy BRI A (1 At R A7 B S oA SNV IR T 48 B A AR 1 o ERLA 25 20 4 i
A, BT UK G35 2 IR 0E , X6 T 40 o () Le 4 0E — 20 3G a0 LAz i e R0 A7, 6 45
FE B MR I S NS HPIE T BERALI D T4 b RUEH 2 FLEI R FEER,
P AT AR RS, A K e A rb (D S0 T 40 R X kg S B 8 I B PR A BT Rk
H N RIR LS . FEMTIR R N, EATT LA N2 AR AR AL T 4l e 9 A 14T 2R K
I H., FH T dZ A F SR G B2 S e N 2
[0005] RISz R 48 ORI G BRI b, 7= A VA PREE 53k
BT 40 ML S50 14, IF HOX S8 T4 HhoE T B JE DL IR 0 A IR it R 2 Rl
AN 25, (05 AR A G TAEBL AL, W R R ABUR L3RR AL A H N 25 (1)
T 40 M A pl ok O S T 4m B (48401, CD4" < THI. TH2. Treg. JEJE T 4diBh40 ., TH17. TH22.
TH9 ;CDS" CTL) , M7= 25 20 M Bl A S JE R 25 o AR T, A0 R AE PR FAE (A Y T 40 a2 30 )
T4 (4N, Treg THIT LR T 4008 ) , W SN 52 o PR AP H N ZF ) T 40 He
BT FAPT JE A I T A0 ) e R B A L o
[0006]  7FJE A2 M BB AR G IS LR, JREBHUR N T/ 52 36 ML ) SR 15 52 e o
IR IR T N, A1 XS I8 sl ety b R L FABUR IR T 40 i Y 25 1Y i 1) T i
B ICRIN S AR BRIV N .t THURn ALl (CD28 e A+ ) H i
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Ze 5t IR AE RS AIML (DCs) AR i HT R 2B 4 (APCs) (IXAF FIL A4l
M TR PUR 2G40 B AR ) WA TN IR, R R R ) S
FNHIE IR BN TR IR N B A R A 1. 80, WERAE 40 i b = AR L AP AT 5
LA By N, DO 52 Vel RO B4R & A2 B B S e Pk o IR RS 52 Pk ] A A7 A0 IR S BN 2
(WS IREARATTR T 2R ) 8 M s R RN . WS A SRR rEh £ E
Fro LEFTIRFAL IR Z0E T BOLALYUR KR BN TEUR A N TR 28 B I T 40 o defit
H, SRR S RN EVIRNE PR S (hierarchy) Hil i idfZuib)5, S5
P ) S 9% R G AT BRI B A 7 AR NG 280 55 A R A 2

[0007]  IEFEHEAT BIET ST PR RAT 1R Fe e . 25 B 92D AR R A I Y% (Wolpert EZ
1998, Kedl RM 2003) . L%/ WARRAEHA— e LW SCR . B, HERediER
EERTLARALRY T 408 2%, 7] DL 35 IR D0 JT JE V88 0 A 0 AL 3R A7 1 R (Van
derMost RG 2§ A,1997, Andreansky SS %5 A,2005) . Z8MiHh, IR AL P IIL 3 F5) %
A BRX FTR PR R, 1M A2 T B EXTIERT R WAL AR AL B SR NZF (Allan JE and
Doherty PC 1985, Mylin LM Z& A, 2000) .

ZAAE

[0008] AN B B ik 1 A B A B At 2 PO A8 U 30 1o 0 R )R A TR T PR B A, T RIE

TR B A B R AR BT T7 ik

[0000]  AKHI I T HL T EEH- - B 6 DL I 0 S 95 A5 A 4% » LAY ol A AE JRE - 1 2

ARG« B 5 e MR A A 4R 00 B2 AT an Ak o BN PO R ALk

REFEA DU LS N A B AR AR R R 1) S 8 B2 A M e A o R

I7 AL Al & BEMSAEXT DU O R AEIAE G R N 2 BT B e, B B R AE S

B IEATREAT BTG 00T, D838 G e I 25 H) P-4

[0010] A BIIRFALAE T By 32, FOARLAE 3 8 A8 B B b i 03Bt S R AL AT AR

APURBERAL, Fi T B0 YU Pk WAL B BT I s A 1) T 48 1, FVAs A 288 10 T 40 e

T B LA i A I e A2 4

[0011] A BRI I AE T 5088 B 0 S e DU FA S S 77 2%, SUAAG 3 /B A P
D — PTG R BRAL, 517 BE U U P I8 M ARSI B AL 1 T 4R I, A AT 2%

O RS T 4677 ik B LR AR st At

[oo12] 2L i, A W i — DR EAFAE NS DUR SRR O 78 T 4.

AE A5 1T A W — 20 B AEAE AN A B AR W BRI T 2 MR 5 T n i
R oL B REIR T 4. BRI Al R ARANBR T, AR DR 7 B s A S e 4
[0013] B L8751, A Bk 2D A F e B N A A R i) T 4 i

[o014]  {EH ATy, A K B RE— D ARRAEAE TR 72 (0 T 4 e v Ty /B S Wi, A1 75 )

TSGR BTk S LU AR T 20 i TR 750 m] DA (EANBR 475
[0015]  {E—LL751H, Frid T MMM B JehINERN (ex vivo) $24K.

[0016] P WAL i B AC S A0 2, 8 4, A R 2207 st E A, 1y 4 M 4 98 S 22

B AN DN AR ACE R I T IR Bk AL B0, ATk ALt I s AL Bk A 2 5L #

PR B RALAR L, FOR 859 I 52 B e B (M L IR SR AL o BT AR ST 52, 61
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W, RIS LR PUR A PR AR BB omESUR s bUR BS B & et AR
BN RNRE 28 B A H R B Pt rE ERAE S IPUR « Pl s 5T IR A2, 51 4, 1 Bk
W EDUR. PR EHUE SR 3 EBV.HPV.HSV. VZV., Z A4 L A B 48 JHIV HTLV . CMV
RSV BV . IR s B, 040, B AH OGP IR s e e B, B 5 e T 40 e sl
AR BIPTR
[0017] AU IRFAEIEAE T — Mo iZs, oA T2 g FE i P AR S PR s R AR / 8K
WARAPURBER AT, 3555 REM8 UM BT IR WAR AR SR AL T 408, Fodh Bridk T 41 2 $0
PET 40 M, FUAS A 2R Bk T 40 M vty i DA o il s 35 () e e A A S 4, 1 IR AE P
R B RS R LG IT BT B A R B RS RO RAE s B R HE R S M)
LA F i o
[0018] AUk BIIRFAEIEAE T — Moy iZs, oA T2 2 g FE i P I AR A B IR s GR A R/ 81
WARADUR B AL, 3577 REWE UM PR WAR BT 8K AL I T 40 B, Hor Bridk T 40 i W%
PET 40 i, RS A 2E I TR T 40 M ey s DO I B 3 1) S e AR 35S 4%, AT AE
R S AN B R S 9% S N DLV YT BT IR BT o TR B, A, A 9
Rk B A BT R
[0019]  FEATRIIAS R BH I J5 2, s « TR it BB 47 TR UL (K 9 97 B TS A 0 4B i sk
UCHE R B I B T ARSI 22 D RER o VAT an A B RE S | B R B TR
BH R D —FRER BT 22 A D ok PR Bl 7
[0020]  FE—2L 5 [H], BT IR B8 2 MLV o
[0021] AR IR AE IR AE TP U7 v, gk — A0 436 18 ik I 5 i <2 1 BT i ik WA e
iR B AT M) S PR A VAR S T R G T2 I 2258 T A e S AU MR, » DT R 72 T IR R A I
AT B 22 Y 2 B PAAT
[0022] [k S o S, 75 AR SCAE FH I P i RS2 AR TR B 5 AR 3R T J& A )
RN Sl T HEAAHF S o TR TSGR EL, R85 AT iR £
BRI 7 VAR B AT DU A48 R B St o ASSCER B BT H R B0 il & R A
LA 22 SOk I i bl Ik 5 AR IEN o FEPR SIS 0 T, DLAS U B, AL o OAHE.
AR, ANSTT IR BRI R T3 320 S A9 3R 0 B P - ELAS 2 B B o
[0023] A< Jx B AR AR R AR s AR T 95 B8 T8 SO R4 i Ut BB RRUR 2R 45
[0024]  [ff [l faTids

Bl LAVIB F1C BoR T *Cr BN 25 R
[0025] [ 2 B/R T *'Cr BRI 2 4 3
[0026] [ 3A 1 3B Wbon T 'Cr BN E (145 1. 1 3C WoR T 45 APCs [HH 4 L.
[0027] P 4 &R 7@ BLISPOT (BEEC A BT Ay WEKF=4: TN Y FI4n.
[0028] K] 5.6A.6B.7 F1 8 fiLsrn T *'Cr B E (145 R
[0020] K& 9 R T8 LR 1/ FRAR A,
[0030] &I 10 WoR T/ BB R R TT
[0031] P& 11 §7R T XF HBs Fil HBc [¥) T 40 v 2.
[0032] & 12 1 13 R T B H BN 2
[0033] K 14 BoR THIRMIZED .
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[0034]  [& 15 7R T ICS IR
[0035] & 16 R T HLR A% S,
[0036] & 17 /R TAEAMERAME (Flair), BEJEiE R AT 25 M N &
[0037] & 18 R T AEVE bR Ja HIPTR IS4,
[0038] ] 19 WoR T T4l se vt T B M iuse (VT ai— /A2 3897 )5 8 —4
K.
[0039]  [&] 20 7n T AFAE T &3 e b B
[0040]  [&] 21 W TR NY-ESO-1 HL R 4l R 2
[0041] & 22 WoR T FEMRIE AR H G TT JRAF R PR .
[0042]  [&] 23 WoR T AR RE LI SR G R BB
[0043] ] 24 BAFMRIEA KR WK T 40 AT Z ATRIZ J5 1K) CT 433
[0044] & 25 BoR T V697 IR AP0, TTib .
[0045] & 26 Won T LA K BG5S A%Z & 51 (Rituxan) + CHOP [RIEEER .
[o046] [ 27 Won T HEHA SN T A HIRE .
[0047] & 28 W.ox 1A TRES /) BRI R IR 15 57 o
[0048]  [&] 29 IR T AERREE /N B BT R R
[0049]  J¥] 30A.30B 1 30C For 1 IE W KB A E BRI KA T 4 a7 1K
FNINEAERAAE Rk =
[o0s50] & 31 &M TA KRG IT A RNV AR ER .
[0051]  RHEHITFA

A EX

ARG “Hufk” 2 U)o S, F HRAR e A VAR (BN ) SRS
sEBUR (AR KR TR ) 2 SRR 2R R BRI SR R B ) R
R B R e B R A 1
[0052]  ARIE“PUIS” SEFG RS RIBPTIA = L s B 1 T 0N B AL &4 4L
T, BLFE ST s RIS P A S ). DUR SR e P AR VR B 40 e 5 1 ) (LA
PRRPE T FRIIBLE ) RV AR “HU” BHE A A R BT s HER AL
[0053]  “HiJl F I A 7 BE “APCs” 22 FH T-1n) T 40 i 52 388 B (1) S 2 RS 4l . APC
A5 W 5 41 M B A% A0 T Tk 0 L 320 2% (X Kupffer 40 MO /)N IS 5T #0228 40 | B 1G4 il
T 40 A1 B 4000 ( 2 W, Hli0 Rodriguez—Pinto and Moreno (2005) Eur. J. Immunol.
35:1097-1105) ,
[0054] RGP ARG 7 B AR SR BRI B¢ IR S R e S R
Go P AR AR R — A FF M (048 B R 7 ME BUR G MR IR PRIE R BUAEAG , BT IR S0 (1) 3 R3S
B R IAR B AR A PE (autoimmune repertoires) W@ PER / BoE EEMARE. H
A G B2 5 () P A R R A B AR S N5 3 I S5 M B R R R IR S5 S o B AR e
PR I RFIELE AR (B, TR S0 ) i fie (B0, g0 ieErE T IRE gl e S0 ), 5k
X EAARPUR R AL PR AR B [ S N A B o S R MR B S R TS TR ) 2
T IX B et A R BIR BAH B A 2R 28 B o A2 B TR L A 2R Al eSS T B B I
TREER 5 | 295 PRI AR o
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[0055]  ARUE“JEE” 2 FRE A2 45 1 40 ML AR AR AE R B A2 o T hE ) SE B 45, (1
ANBR T8 R CL98  BRAE M e AR o L A0 1K) S AP A, (AN BR T, e« 45 e L LI
Jei s S ALY R IR LS | O B MR B D & B AR A e . R T AR ATEEE RN
T C A AR AR TR N .

[0056]  “ARAABLIR” B PLIAK AT S FR IR BRIV 52 1 B e A R BT IR Bk A7, HomT 3%
TEA PR BER AR e ) T 40 MR AAAE & X T ME T 40 M) S B0 70%.

[0057] Rif“FKAL” 218S 5 B A QB E DR —H 2 R E, BUE7E T 40
BT, BT T el kdmaf / sl AL AENRE &k MHC) ZARR R b 75
HIIREETREL o FEMSP BN B Sz RGEHE Seb, RO L AR G e 3R B T 42
PRE HLA 73 AR R 7 1 R85 IR AR, 9 ) 4 — R — G TR 45 ) M LA o
[0058]  “JH-4” 2% HHHF I 20k o I = 2R D

[0059]  “ AN E A fadi)s” B “HLA” & A T BBk 1T B LALLM AR A4 MHCO) HH
(Z W, il Stites 2 A, IMMUNOLOGY, STH ED., Lange Publishing, Los Altos, Calif.
(1994)) .

[0060]  “HuRE NV TR e ARG I AN, 40 B A M. T 40 i sl A A MY, XS ) (R A,
o BT =T, Pk NAXT T AU R IR CPURR RN o 7B
SEWETT R, RPENAS S T 4 N, 0 CDA+ A B CD8+ WA, TR — ALy &,
PR N2 B 4 MO, - B S BURE e B AR 7 Ak

[0061]  FyiF o L M AR R EAEDUR T A RER T RERAS (LR B, (H
T RAKG NG TA R E KRN, I HRet 2 H AT EIRM SN (Sercarz FEN,
1993) o X T AN THUR AWEE, SRR LRI A4-957 , LA 40 P 40 B 17 S 88 3 25 38 128 S e AL
((Chen WS 1994, Belze GT%%A,2000, Chen W 2000, Tscharke DC 2005) o A #A i i
Jagi R 2 DR, AR MHC 2562880 07 40 B hn T DAL= A2 18 24 1) MHC &5 & IR R0R
U MHC 454 K5 MHC 22 [R] 11 =570 1%) TCRs ¥ ] 457 « Bl J5 A2 40 e 50 25 PR 5 L] (Yewdel 1
JW 2006, Sette A Z5A,2009),

[0062]  “IWRLL4HML” EFe S S WM BB — S E 4. A P 3= Y 1ok 40
JHo B AT T 40 i

[0063]  “EWHLUHANMERE G A7 MHC” & B 7E B & TEA R P b i FIZ 2UH B bt
SRR SR PE A RR, AR AN B4 iPTs ( “HLA”) o

[0064]  “NPALIAPUR” B ALK AL” 248 5 INBDUR SPLHRATAH EL , B 59 N 52
B N (KDL R BER AT o

[0065]  ARTE“IGIT” A ¥e g N BRI BCA £ T B2 rh 1T i35 5 A2 B4R FHRR O
MEHT IR RT . 16971 B R FEZEAEART / BTG ER, LA A IS « L b B 5 i
ARG EE o “YRTT 7R TR VR TT PEIR T AN TIUR, P s S E R i = . SRR AR A,
15 L8 52 B B AL AN R AR BRAR DLz e (R T8 2, DL R rp, A5 4% T TR Pk 92 93 2%
g AZ AN R AR FUR I 0

[0066]1 IR~ J2& ¥ FT A 198 40 M AR KR AT, e i A2 A T Ik 2 R PRI, LT 1
i TSR 40 L R 4 21

[0067]  “ - FAR” Z¥RAE HbrPUR PR AN D IERIN N,
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[oo68]  B. HA/ X WALHKAL SRHRAL I 2

T 5, AT R B R B W — 2 R A DG o T P B AR A AR . X
i T R TR AR e bR S e A 2Rk A 5 R, BT S I YR S I FACS 58 e AT
TR A IR R, I s — ZEL MR A S T 9 A s A P R A AE . IR I8 o
RS LR 0 G e A RN 2 SE G BAE S MR IV P, T FACS 52l FE AR 35 1 I
T, FERAZ AR BT PR R A VRO 40 e S e N — 3 o Bl BB R K S e B B AN AT
R 0 B AP AR A S AG I e D, AZEAR MK T 40 M. 7388 T 40 ot 1K, T e 1 1% T
SR BRI N, I BT SR B BN T B R (RN o 3l T X Rl Ty 5K A A
BT A B B N DR LR T R Ak . AEARIE IS 7 S b, ANV S e PR DA T AR
{HASFR T~ ELTSA W€ o AEARI% 1 S 77 8 o, 40 0 Sy P (R0 5 W] AL A5 (R AN PR 00 T4 g
PR - 14 40 Jf PN 48 e IR~ S € (TCS) , AR EANR T 4% v (IFNY) FIHEIRZEA F «a
(INFa). NZMET 20 RE (10, CDS. CD4. Treg) A ZEIIIE T EATINE . 8K,
S . 5 T 10 S AT L R B BR T F T IFN Y B INF a [ ELISPOT Y52 o A5 ] 326 1) 52t 5
27, ELISPOT 8¢ 1CS n 5% 1L-4.1L-12 (TH2 1 TH1) JIL-10 (Treg) BR IL-21( J&¥M T %
Whan RS ) o 75 S —ANSET 7 Z2 40 M S 43 Bl o mT LA F T e el Lt 48 B R (1)
MGt (16S) o AR P IE AT LU AP A MR B, s34 8O LA 24
PERAT NG LT, ] A AEYE B 2= AT PN n] 5 8B 3 1 MHC 254 R4, JF B, B 5 0 e
XA o 7E—DSEHE T T, XA AR Net MHCpan BRAE I 5 375 R A e H s
BIRSHAT TERALMITEOCT , VYRR Z AR AR AL CTL (KWl e , A e 2 HLA A0 2
CLAN T o TSR R VU 28 1 b5 At O 2 FLRF Al i % €1, 3 BLAE H FACS 52 TR s A DY SR 44 1)
MY %o A0 H HR S EUA VAN HLA 2RAY, B0 HLA A2, 3K K. 4R, AR i v 1
TRV N 2B 1) ELTSA FILFH T 40 Mo fY 225 189 1CS &, ELISPOT o A 012 (1) S2 i 5 22 7P, A AI L ifn 7=
A CTL. w3, MR Rk i e (TIL) sV 83847 F Bl i) DTH 7= 2F CTL.
[0069] T LLEIIAEGL S 10% FCS (CSL) (1) RPMI B5 I UIREIG 4 mm M BZ R AR B 3 21
2, 2% DTH 32k 4 e 6T 1 1nog/ml AHAGEEE R (Sigma) HINR A0 EGE, 548
IR B4 PBMC PA A 10 TU/ml TL-2 (Cetus) 110 ng/ ml IL-7 (Peprotech, Rocky
Hill, NJ) d&¥59%. & 2-3 Rabskigedk.
[0070] X 1AV T 9% S BE A I 23 A ke B AR IR I S E4T M 1/100 42 1/100000 1) 1:4
TSR RE, HF HH T g B Mg h st (Il 78 KAt bl 28 ) bR ELTISA H,
AL 2 F1 4 10000+ TR 4 1Ak s i AR R Al Ak 2 W B BT LAR (Nune) , £ 4° C it
o AR PBS VEUE AR I 2% FCS/PBS HHH . B & MIELE 2% FCS/PBS H R RE IFis
2 /NI o EVEEAR IR NI ZEPT A TeG-AP (Southern Biotechnology Assoc) . J&¥E AR,
I+ 5 Attophose &Y (JBL Bioscientific) ¥ & 25 7380, JF v BI2EL (CytoFluor 2350,
Millipore) . BEHXIFIA& UV IRIERE .
[0071] A MR T4 M B R OL 73 BT 5 BB — PP T BEE T TRN Y IR IEE S 7%z
WP BE = ( “ELISPOT™) WE. E4° C,f#H 5-15 wg/ml BP0 IFNy FIgfEHLA 1-DIK
(MABTECH, Stockholm, Sweden) 048 5 fhi % £ 4 J5 15 1) 96 LM (Millipore, Bedford,
MA) . TEVESL, FEAE 5% A AB 1% (Valeant Pharm) #}041. &L I 5X 10° 4~ PBMCs
( SR AE RSN B8 S5 AT I, 50 5x 10° A CTL) Rk B REFIBURMIAR G4 2 v,
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fE37° C,5% CO, FHLE X (18/M) o FFF41ML, FFAFH A 0. 05% Tween 20 [f) PBS i
Peflo 1 wg/ml MR IFN Y HogBEPiik 7-B6-1 (MABTECH) 7EZE FHLE 24
AN, B G T S B SE A R A A M E RS RS (MABTECH % Sigma Aldrich) ¥&5 2 /N, B
J&, 53k A alk-phos MR F£ (Bio-Rad Richmond, CA) (K] 5- ¥R —4— & —3- W[ R IR S
FOGHZEE W DM 2 B 30 7380, A ARSI WdE (SZ CTV Olympus microscope) BEATHE &ith
. A LLZE ATDELISPOT 1124 %% (Autoimmun Diagnostika, Strassberg, fE[E ) FiH4T
BE RS BB AR AN, H S B S 4T (SFC) /10° /> PBMC, AT 10 1 g/
ml PHA A 4 BE 6 B 2 IR IR SR 4 mT e > B PRt L

[0072] 5 —Rh 7R HE T IEN Y RTINF o fR 40 M N 4 i R 7~ e 0. b T B BTl 5%
(R AL BB R, K 5X 10° A PBMCs - ( 8RR AE PR 38 JE EAT IS, 5x 10° A CTL) L ik—ie
(2R 10° 2 107 M) “E4R% 96 FLEY 100 w1 PBS 1% FCS o, 78 IL-2 (150 U/M1) .
50 M B FRELEEMAAEIEEFEZA (1 vg/ ml) B5{Golgi Plug (BD Biosciences,
San Diego, CA) (JGPHRRZLZy T340 IFN y 8l TNF o« B BP0 A i 2 A7 R
E 6 /NS 4R MITUE 77 200 ml PBS 1% FCS WhiEvk, 3 ARG 47 4° CAR % £ M
PRI YRl (CD4 SaiE e b= CD8 Wi 45 0. 25 1 g/ml  (Pharmingen, Becton
Dickinson)) #ric 30 8P ({fEVK L 30 43%h )« ¥EPESG, ] Cytofix/Cytoperm 41 fi ¥
UK B 20 38D, FEHBE S HERAEOHEAMPL IFNY (0.4 wg/ml) BiHL INFa (0.8
1 g/ml) PiiA (Pharmingen, Becton Dickinson) Heth., BlJS, /S HE4R fY, [H & B IFALE PBS
1% FCS 1, 3 HAE FACScan it A4 fa 3 _EIIRK, FRAEH Cell Quest A4 HT. B, nIAEH
FACS Canto (Becton Dickinson). WA A4t b8+, BAH(HABRE T~ IL-12 F0 TL-4, L
I THL 8% TH2 MEAF. 25 HE T 48 M ()62 58 0 52 I 40 B PRl - 4 mT A & TL-12.IFN g IL—4.
TL-10 Fl TL-17. & T S BY4H AT 4E % CD4', CXCR5', T1COS™ 40 ol &, B 4 n] /£ K
CD19" 1 B220" 4 Al 2 T 4 AR () TL-21 I 24 5 B 41 B s AL AN B AR 1) 57 R0 e A 5,
W, XA DL FAFSY . fE 087 IPNy . IL-4 (BD Biosciences) IL-12,IL-10. IL-17
(R&D Systems) FH IL-21 Fifl (R&D systems) MR 453577 &, n]{di ] ELISPOT, ICS =&
B 43 B HA X AS TR BE R B A e v R 25 16 CD8 8% CD4 T 40 M ) % Mo o AR A 43 B EG Atk 4 i
TEEE, F4E Trego AT LAS FH 40 i (0 2 AR I0 ) CD25 3T HUAE I K Z U Treg IR TIARIC.
s #, ffHK B BD Biosciences M4 bric A FoxP3 B 5 % 51 K 7 B 259D/C7, % Tl
TG AN BT Y LU & Treg 4088 % M HORZS . BT I5E 1L-10,

[0073]  NetMHCpan & HH T+ HLA-A FI -B 555 K IR & BP0 1) A= 49015 8.7 7712 (Nielsen
M 2007) o T A HFEA RALTOM /775 Moualftsi M 2006) o XL 75 vEm] H+ X 41
SR AT BIPEAT I MHC T 2R, FEHEFPRT 1% B, FF th I SN 2R A7 o B S , RT3 2 F0 ()
RALE A 9-10 FRARRIRIFIEA (140, T 835 1) PBMC, BUfEEE LB/ B T B AR
HLA 871 ),

[0074]  EHAFRFMEMHC (FllnHLA A A2) VUMY 8 BARIIIRRAT — G (78 1A
MHC 1L ), HAE 1T 2 MHC s 0L T, 5 16 IR — & hlie 7R3 FEH 1/200
MR T VY SR A 15 2 I A L s €5 20 438 s B S, AN Nt CD8 Po ik FaE— 2P 4y a 30 438 Bl
JG, TS PEA e JF 45 FACS Calibur (BD Biosciences) .

[0075]  ¥RYTJG , A8 Ik W S i 25 A RO MV R It B A7 PR 7 Y 3 440 L 2 25 1) B
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MTHTIR BB RO, LU B 18T A2 15 B Dy AT G 3% N2 BT~ F- 165 o
[0076]  C. EEHT V- S e N

TEAR B — AN 77 S0, Al E i e AR PR B0 L3RR A S M a1 85 5k
BB T 0, B SR 28 T 40 fa A S0 FH 20 ik S5 b, =R O e N . AT
WAL BERAT 1 T 48 fm] R 25 F2 W b e RS 5 AR P AR (I B8 A 25 ) G e I 1 3R
B3 o 1R3G5 08 1) 40 W LAV S b AT I 5540 W i, 4 40 T B e 38 1k o DA 4
PRI PEH AR A SR . (R D AR S T B, VR ATR T AR B I A IZE R
()T 20 R A B K T 25 IR P S A ey e st B 1) T 40 JHL %) 5% nT 28 et A FH )k
DN T AR MO ECER R T RN BT IR s AT GRS CBR, A7 ) Tk — 2 B X A~ L i LA
AR T 4 .
[0077] A& EHA REARAL R X 22U T8 v AR bt DR A T 4l i i 2B K vk o AE—A s
T, R A AR RAPUR RO B K. KRB R Y B TSP
TV 5 3 40 M RRE B S 2 00 LAV B A 5 i 8 PR A0t S in T 88 ) 1y At 4 23 i 56 e o
[0078] 1 T¥R97 ik TR B m S T WAL R / R4 H B AR R b i / e fr 584
VR T 4008, BT DA TI6E T 40 A KA 802 . HAMLRR AR IR
(PJ LA T 40 ()7 K3 0 T AE 35 72400 A 7= A A Ry S MR 40 i DA 5o e A5 BT R R B TR
AR, A HH RO T S A 1) 48 W iy A BB e o IE A B9 I S8 BRLG, 9 R i RE
S Ve H PR OC AP SRR AL I T I T 40 s 5% 7. i, Bz kg N H T
A, AHE X T EBV M ieg B BH 2 P05 PO & AMEH EBY 56401 B 40 i ( Rk
EBV ALAPUIR / RAT ) » A HA 535 % (1) CTL J2 A AR ABUIR / AT 40 Mo, il
BT A,
[0079]  FEARAN, MK B B FH 4 A I S A% 40 i (PBMCs) 7 AF 5 1% 4l AT A= IR0 58 48 JH o
TEALIE B S T 22, 4 PBMC 74 2R 85 R e i rh B A 2 /N ik DL /F B 4 ORGP o 7P T ik
R SE i 77 &b, WIS R CD14° 8k M PBMC 45 B A5 40 e (Miltenyi Biotec, Auburn, CA).
G, B 5 ARG B 48 B, R AE -80°  C VR LML 4 0 T A M i) sRysAs o A5 e/
-4 (IL-4) MUK - B ge AR v IR 7 (GM-CSF) AbBEAL BV S A% 4H e, R B
L JEIWN A AN A S0 . B i {8 FH PR SR ZEERL 1 (TNF) R B R4 B 45 AH 5 R AR
T 2 R, ¥ 1DC HE— 25 3 A A A IR S Al o B S, A3 R AL 5 AR BAPT Jm (R) DR B Bk )
TXLCA W AT kP AR 3 2 /N INE, 3 HL Bl SR PBMC R JF S N2 ik o b BRI S8 40 i . 28
NI S K 40 B R SR B BIF AR TL-2 B IL-15 (it TL-15) (3 gRdir, LAfEfRSE
P AR TR T ARG . TR T S, Ui TL-T A TL-15 DAge i T 4 fury
e A HAD T &, WS R A DAULAR T 40 M ) e AR (¥ AR o 0, T n TL-12 LA
WAL RS THL 40 M. BRE, ATV A0 TL—4 A4k s TH2 . AESEeb 5 %2, RN 1L-6 LABHIE Treg
Pt FERT T B AR e 8ias B A N T i X — AN A, RN IR P TL-27 &
A8 2= LU Treg A, FEVRANIN 7 AV AR 2 A sl of, 3 H St 3. &l 3 Hrdth
T A A A0 bR A RS T A R T S AR A B A AN BOES . an R T gl A AR
MR FER, WA ZRAESE 14 HAm 21 H 720k . AR, fEI0IE Sty Z&h, i i
A s N 2 LAy /D ax pp T o, ol , SR IE IR R AR I N gs B AT Grex (Wilson Wolf) X
Hyperstack (Corning) . M8, 5AEHES 1L 12-24 FIAHLL, "I 7E 2-6 J& A 7= AL ) JR 3
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it FH P A2 % 1) 40

[0080]  FEAKBHIR) I — AL T rf, AR ANCH R T H T i R85 0 AR L A7
CLARMIBR BT IS IE T 48 0, I HAESE ™ A2 58 2 A ALK AL T 400, W] 43 FH 2k
7 1 BlORH R 1) DNA 932 1 DAL= AR S AR 3R A oA T 2 e e N T 4l sk Fh 7 vE R T
12 b T 22 RS AR DL ST AR A7 1) S0 58 N AT, AL FEAH AN FR T EBV 3
BEVHIV B 280 A8 0 — ANt 7 7, [ BUs slidnhd e W poks / S22 Pk 28 % 10FAT
PR A LI S AP )2 e RN . 1B 55— AN b, W LR AR A AL
PG ) G R S5 T AR s N T 40 j LA i ik i %5 . 78 X —ANSE T &b, ]
Y6 T T BCTST P b A R TR 7325, L AT DA i AR 1) S e O LA I & R % AU, - HL
It i mT LIS FH A SO T B TART 5 3 LATE 24 B AR AP JE 0 B ik f8 38 AT 90 % (prime) o
[o081]  FER] LM SEHE Ty e, AT T 4 M5 i 52 Mk LA IR BRG YT B AR S e i 22
BN RN A B EHDF S HUE T Bk THIEER T 40288, nl i o8
S UL B K B R AH DG A, B FE(E AR T CD8.CD4 . TH1 . TH2 BX Treg. 1, T 4 fiun]
TEAFAT BUAAF AR R K R 7 A M DR L 25900 /) 73 B Ath A e 40 e A5 o0 - AR K. 7R
DLW St T 2, FEAPAE 2 RN Tl b b 2B 40 M (0 o, i 40 AT A IR 5 40 i
EIE 20 e 5 BBV 7K A4k B 40 ) ARSI R, AZR 2 54 b i 40 & I 2 k% S i (PBMC) 7= /1=
ARG S P T 48

[0082] 7R 53— NSt /7 G, A S AP B R LR S BT I T, AN R T WAL a4 78
AR AN STt 7 2, X i AE B s LI B AL AR AL  FP B 0N TR X s, 35 PR il
[FIIN 22 388 22 0 D S st 40 B P D A L3 3R ) 5 i i SR o I A 4 iy 1 TR AR
ARALI NN ZAENE (St 1, B 5) o TR e St Ty S b, WIS s 22800, 181 A i
BREA I T, BB LMP1 . LMP2 1T EBNA-1 J7 413815 22 APC, fEHABPLIE (LMP1 FITEBNA-1)
PTG L TR ECA R0 T R A AR R 5 1 X e Ji b i Jn #3407 1)
G N (SRR 1, B 6) o mI AT K B 1 ook s B A, 491 a0 B B s B G
TRy LMPL. LMP2 i1 EBNA-1 FEZ383% & APC,

[0083]  7EW] 1L ) SEJE 77 S v, WIAE CTL 7 A= S 1R] vy APC FUHT JGU s 0 £ F B AR 45 B %1 LA
0 A AR B R AL i A F FLE s AR AP N (SERER 2, | T) . ARA
ASTRIHLH AR 22 W45 1 8 B PR RSBmO an, BB e oK R e AL &= A E R
(epoxomycin) « MG—132. MLN9708. R4k (carfilzomib, PR-171),

[0084]  fF W] LK) SEHl Ty 4, ALt FH S HUAAE B S0 BUR, FrR B T4 5 AR
PPOEFER NS B A AR FERE, SHUR—&ES Pk &0 T 40 a4 i FZ i
s g LR o) Tl B 5 40 B, 35 | S50 38 38 A7 (B Jsuim T

[0085]  fEA KB IR I3 — AN K 7 S8, AT AL & AR F SR AL sht i B BORE ™ AR B T
AN, BB B AR AR AL BUHT Pk B R SR @ s 5 TFN v | TL-21 B
gH B R 72 A B, s AE 2R ik rp AL B A S Al e L R HE A LLE S5 B bR
PN . PURLE T AR AT S TFN Y sl HAhal g 85, ARGSm s WAL FASRAT 1 T 41
W s S, I ESR S B LA o

[o086] 7 55— NSty & vy, i Bl A A 42 LA S e AR AR . A 0 v I 25 1) e T
BALYOE TIRA e BT o ORI, 78 BRI N it FH I, PR3 de A N IR DY 43 2
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— MR, fE R P R DL T, R e 1 A I —2F (Tscharke DC %% A, 20086,
Tscharke DC %A ,2005) o Qisjifg] 3 K 11 s, 5 1P 8 IV @240 L, 18k TV 42
HBUE =42 T W A A RA () B A N 2 AN T R AT, TR IR R A R B
TR TR R B AR T — MR AL . AEARIE RS2t Ty S b, ad I B P it P
IERETER T 40, JE ISR A AN APC (A, AN B SN ) , M IR AR 0 T B
S (St 3, B 12) 6
[0087]  FEALIERISEHE 7 b, FrR Bl 2w sE P ey, Fe e by G AR 243 47 it R
TRERPUR BB MR EEDUR . 10, Pk s de sk Bk B8 LUR 4L EE <EBV, HSV,
VIV, ST R AR B2 JHIV FHTLY . RERDUR S, 1 EBV LMP1.LMP2 .EBNA-1.HPV E6
8¢ HPV E7. 5000, ik 55915 &5 EBVL HSV. VZV., Z BT % FO P B4 o HIV, Fi HTLV . CMV,
RSV BRUBAH G o 55— AR TT P, Frid Bl 2 72 HARAE AR AL Jed ()40 5 40
P LR B AR R BUPO B A SR EGR ) BRI 7R AN ST R, IR B A2 e
PR, AFEAEAPR T R AH SCHUR IRE s e R DUR 598 T4 M sl R AH G I PR o 723
st 7 e, BriR P s 5 ARG M RS RN | 280 Bl 3 B H I HE R s R B
FER
[oo88]  fE—ANSEE A &b, ik %5 e AR AR S TR AR A bR sk A AT L A b I sk R
7, 15 5 RE A YU BT W ALFADT R B AL IR T 40 e, A R RO W I T 40 M vhyr 83,
T 50 P R 3 T S e A S
[0089]  fF NS /7 S, ik g AR AR T ) 2 b — R AR B A, B IR RE
W R PR AL AU IR SR AL I T 40 B, RS A R 28 T 40 f v o s i3 ke le
R A ARG, NG T i Ab
[0090] 755 —ANSEHE T S, BTl T 40 M s VP T 40 i, I HAT A ZE R Tk T 48 i
TBIT BB L T id B8 35 1) S e IR A5 4, th ks 5 i 28 3 v 16 40 5 1 8 1 25 DA
THART BT B B o PTIR R A, A, A0 B T R B AR e R
[0091]  FEATRIIAS R BH I J5 2, s « TR it BB 47 TR O (K 9 97 B TS A 0 2B i sk
U0 T IR T SRS JeE B T RS 1 2 D — e R
[00902]  D. V&I 5V

L. JdE

PEAFIE A AT ) G2 MR 53 B R0 PR A FH 1) AR

AR RER (A ZUb S ) s (THC.\FACS 8 ELISA) HiJR 1.2.3.4.5.6.7.
8.10

SR CHUIR 1.2 A0 6 AEPR b, 2 rb i At DU ASAE g

. PR RIS R

PR 53 B

XTI ) ELTSA

2 o MR 73 B

X FHARR BRI SR PBMC HE4T ELISPOT 8% 1CS ( & /b5 T 1FNg, 47 1L-10, IL-4 F1
TL-124 TL-21 LA T 40 M )

SERHUR 1 ERMNE (BB PUR 2 R16 8/ RN (WALH)
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IR 3 ACARSI R IR WARFPUR K T 483 (CD8 F1 CD4)

SR T AN BUR 2 6 N

IR A (— BRI e, WEATIE R ) A8 F 40 B a3 Mo 73 B (ELISPOT B 1CS)
e >5% MK T 40 M A A Jm By 2

gEIL25% 1 T AU XS HUIR 2 Fi1 6 R

PEREEHEAT IR 5 2 0, 428520 5% X AR S BTIE N B T 40

IR S AERIAT BOARNBEAT TG (B, SRR BERE ) IO DL T S KA TV 4 B R
aE

IR 6 (— BIRIT A0S, WO ATIEN ) AESE S 2-3 JA ALYE 43 25 PBMC F43 87
o 5% N RO

SR AMRESL M PR LG/ PN BUR 2& AR D —APURE RN (L
#)

IR T VPR R N

RECIST (CR, PR) ;473 Bl il A7 IE

GE L O IR N R AT

FESLHER] 4, fF AT RV VEIG T BEOER . ESLHER] 5 T, Kz o7 i H
Z 0N IMP2 YR 97 IR ELI8 o SEFR b, T 40 HRYA T SO T R B8 I RAR R, B R — iR
FEUL AR AR LR . IXFP PR BLA AN R IY) LMP1 AT EBNA-L B AT LR T8 77 4045 EBV
BB H A R, 55 SRS AP R TR L CLL L A7 i MR b A — S B s 4%, 7F
SEHER 3 A, AF A 5 A T AT A e . XL sl Bt 5 1 R AA R B, HF HAESE T
G 5 N2 ) SEAR BT R BB~ ] ) 2 N T B R T X
[0093] 2. — A H MR b K E AR AR L= A3 (pan) R R (1367

TF 55— SR 7 28, AR BN S G SR e 465 5 0 HL RIS 20 (3 Jifvee 1 2 8 1)
PEBABTIR, TIm] LIAE XS 2 P WAL AP R T 40 M va 7 12 2 8 1 g » it I 7 A f e ik
AT o ZALLHE, S0 ) AT B8 b 22 R P ok BRAR B, T an 464077 o 9, JF A B )
WARABUR BBV IMP2  ( HAE 40% [RS8 ) Fiq7ys (HAE 50% Hbk e b ) fp—1T
S ML ZR R D7 H VA A IR PR AN BT U e TR IR T 40 M 3R 1) £ 80% [tk 008 o SitEfa 5
FRIESE T V2 W LR S TR R IR . 220 3 4F, A 2 R EVR = vy I R S ok Ay
TG AT RIAPTR B AR Y X ] DO R, 5 A AT 2L, CTL XS EAH [R] e -
(1) 22 Rt Jo R R 285 mT g D R I (R W] ek o ST RS2 — T 48 M ia T A Wk g idse o (A
ST IIAIETT W AU B IR ) B I A e FEAR R B O — A2y &,
A B NIE 2k H 2 bs LA asie FO2 S s o
[0094] 3. 18Ry

RF R FNAT 40 e

NS BT 4 3 T, ASP2 4 HBs Fid 1 7242 HBe Fifk  (Ganem D 28 A, 2004) . 7F =k
BT B A, P AT AR PR PR . >90% FI3HT2EJLAT 30% [ 1-5 % i LEE R e g e
2, 10 >90% F A G 20 M35 19 BT iR e 25« 95% R AT 40 o 55 2 BT 75 A 18 Mk I e A o5 .
HBsAg 18 ¥ 7E HCC AN MR T o 25T IR 2L 52 45 8L, A B N L $EIIF9T HBs 72 28 AR 41 i
S R R R WAL, DLR T 4 M i) AR K2 15 Be s 7= AR 514 HBs L) CTL, JLRE &
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BB T AR RABUR I e N, IF B DL VRTT PR .
[0005]  JET-aX AR, A BN FHER 6 HBs  Ag 377 1%) CTL, LAVGIT R B 2 b i
P ERT 4, I HiR&9R77 5 HBV AHSCH HCC B TR MR TEAT 48 o CEShIASS AL, it FH 03K
T HBVtgRAG 4l o 7EFE52 0 BRI sh A, 18 I 28 e o R4, SA3hil) i Fe M 96 5 L%
ZEF R AR SAPUR K CTL B, sh & e Sk BT B35 B T AP 7 (SR 3 B 9-11)
[0096]  JET-Frdk¥Rdr L sh &R, A T 48 B iZa i IF R R .
[0097]  AREAFINEAL AP 1) G2 MR 73 BT BRI PR A T A T AR iR

AR R R IR 2% 0P ) G Ny B0 73

W AT 44 a3 B

SFIME R BLISA X H$T R M) PBMC #E4T ELISPOT Bk ICS ( £/bX)F IFNY ,if
H IL-10. IL-4 F1 IL-12, IL-21 LAJUSE T 40 f 0 7 )

51 Hbe MNVE (L) sHbs B/ RNV CIEARH)

IR 2 ACARSI R FREF X WAR BRI T 40/ (CDS i1 CD4)

SEIR T 4R HBs iR A2

IR 3 (—HIRYT e, WAL IR ) A8 F 40 B e 3 M 73 B (ELISPOT B 1CS)
WhsE >5% BN T 4 s A St s By &

GEIR :25% (1) T 4 o Xt HBs PR

PEREEAT IR 4 207, 280 5% X AR BUR N B T 40

IR A AEHAT BT TS (o, AR ) MO0 T K di i TV 4y B R
aE

B S (— BBy s #oe, WA TR ) AESE )G 2-3 JA IR 2 25 PBMC F-4>
AR RIS RN

SER AT sHBe o/ R HBs SRV (fREA)

IR 6 VP IR R N

SEIR R HE R

XTHEA HBV HTHCC [ 5 44 28 & AT e MO0 3 #r o A T UMK, ELTSA UE SEXT /&7 &
[RIEEXT SR R A PUR (HBe Ag) IIPLIA, (ABAE A QBT R K MR (HBs Ag) L
szt 3, B 17) o SR, 76 PBMC 5 3 B S8 41 i, 18 FH SRR R AZ Bt JEL (HBe Ag)
ORI R R PR (HBs Ag) BHATHkih ab B, 3+ T MK B AH [F] 235 1) PBMC ZE K CTL I,
MR B TR BI85 0 Wit/ TN 1 T 40 i fF ELISPOT b4, MER RIS an R -8
PLIR (10 sfc) <HBsAg (15 sfc) <HBcAg(45 sfc) (=Lt 3, I 14) » iXZREH, AHX T H R 1%
DR, SR 5 R PR O & PR . BhAh, Bk ELISPOT (S 3./ 14) HiE
ik ICs  (sEjtif) 3K 15) , @R HBs I— AR AL (FLL) 201 A& XA RAL IR
M85k B B E QR R A HERR .
[0098] 7 HCC M F ™, B A AL HBs  ( SLJifsl] 3, ¥ 16) 1 T 40 3/5 A& E
BT HBs PR, I HAESSAEAT D Be A A 2R FL 2 G  (ALT) W22 5, X HCC ¥ CR
(St 3, B 17 F019) o HIRAE I FH fa 2 JAk B 3K 48 2855 (1) PBMC I, PR3 N 254146 HBs
AN A2 EF AT HBe, I HAT O JLAT HBs MR R AL (SEitif) 3, K 18) KRB FH CLEH T
15 7 AT R B ARG . AR IR TT RGN 5 R, P20 Ty T aa k. ( SEi
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1 3, & 17 11 19) .
[0099]  [RIk, EFXF P ALFABUE I T 40 M i 4k 50 93 16557 v LU R BRAR ks 25 9 1697 3 1
AP VR B PR AE . R4, $8 SN WAL RADURFIRALI T 40 B =25 i e 7 i 2
R 40 TR RGsT I8 B .
[0100] SR b, W] LLVA YT ATAA 05 55 40 1« B 5 Do 5%« 2 AF B s EL A A Yo , A0 5 H AN
PR TR BT 98 3 A0 HIV i 5 A8 FH B30 T4, ) m] LAYR YT JLARIS PE AL dlpg o 49, &5 4% 0
R o 2 TR 2 B3 T e YRR, (0 VAR RARZ B R FIB KR 3530 B RIS
o, AL S AR R ZE I B AR ST, SRR B AR AR IR HE LA ST A B, MTB
P4 T LR R AR KT ERA I (L 55,2010 o ik, AR BH AR H T 0P
o5 F 48 AN WAL AR A2 F T 58 B AT e B B9 1 12 1897 71
[oto1] 4. B kG

WAT TR 2E SIS, (R R AR 2 R ML I RS 55 BBV oA BEAH D¢ . 38 Ik 78 L sk
EBV 2 ATERER L+ 7 AN, 31 BAERI ARG 5 6 A EBE U7, Ascherio 28 AR LABFSUR 4
MS [ 305 44 . A AT XS 7R BBV Y5 I 2142 51 (Ascherio A %5 A, 2010) . 7E5A
FER EBV 455417 4 IR AR LU I, AHRS - HoAth EBV BT, MS JE35 hF X EBNA-1 400-641
N HENZ CTL 381 (Lunemann  JD %5 A, 2006) « FAZ2K, EBNA-1 ¢ 51 Th1 40 filufe g id
o B ARBLR RS SCR A B M AL 4 fr B AR e e BbAb, SRR IR R B, Rk
LMP2a 1) B 4H B %5 1ok 1E T 52 TR 25 0, HEumib B A SR 5 I R i (Swanson—Mungerson
M 2007) . K, R AR BIN CEMIT T 5 BBV SEAR AR S N PE(K) T 40 a4 4 % EBV Fll
EBV AH IR AE IG5 (ET BBV MEPLSAZRAT S PR T 4l i th vl A Tk R B A o 3 1 A 11
ST JEI IR I INAE XS EBY ARFURE (EBNA-1.LMP1 T LMP2) R T 40y, A< & B A
PEH, T DL T e BV 2, 76 A EBV ARSI 1 B A S e 5 th R S NI Sz e R
55 HA 7R ¢ 1 HeAth, B AR G s 2 itk . 90, MR BRI 75, 151 G0 2 e R R 7
B3 SECLNLE / Fak AL T U8 R G 2, 98, SE ALK, HTF R .
[0102]  #E S —ASEhli g i, n DU AT N S5 38 B AT S PUR A T 40 i, 76 FTik 2 5
RAETZHER A S R BT RBENAMG T A EAT W Z0N LR HUR R A,
PRI S A e 7E A8 — B 09K 3 B & G B ERA 16 B G BUR AR 5 R0 IR B, 74
B X e LR R R P AR AR A 1 T 4 B 5 | N 2R 8 MR T R R R R GT I
TESEAT B e N5 TR P I BB KRN 2 o AH R BRI AR A I NS TER T
0 W 22 58 PR 2 A R AEAR TS RATV AR AE R, 7R 1200 b S i BV 25 1) o 3~ A o
X B S B IS A A T B B R R VA T A AR R B ) 5 — AN S T
[0103] 5. Treg (&K~ 1

G RN 22—/ Tregs 5 T AU AR BRI P87 . AR B 7 — ALl 7 2
RN E AN T WML K Treg MR AL . ZEIXFRE LT, FORE AR #3847, 7=/
ST RALI Treg 154 55— P B T e R 7 e 78— DSEilion &b, Bk ker= 4
(%] Treg T 4 FHAERIMBTIGETT 7 o (65— ANSEHETT =0, F Treg WAF 5K A XA
T B W AR HBUE A KA AW RER T 40 gl &4 . R C4 A8 H FACS 2 b6 5 H Bt
CD23 FIHL CD28 A% IR B0 Tregs LLAEFU R k7 X9 18 (Putnam 25 2009) , HE| H
AR AW Tregs AP IREE T E 7 A9 H Fid g0 i097 o A SCHEAR T H F3tr
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S SFPEXT T ARBUR, UHRLE B G R BB 50 S0 R A% 2 16 4
P N A AR IR [ Tregs (M 775
[0104]  Eit FACS 431k (BD FACS Aria TT (R4 e 7 ik43 ) A6 F E B HARTE GMP 35 75 5
7] Py I CD4-PerCP ( SK3) \CD127-PE (hIL-7R-V21) .CD25 APC (2A3) .CD45RA-PE. Cy7 (L48)
F CD45RO-PE. Cy5 (UCHLI) M H Bt 533 sl B 25 3 11 PBMC 173 B§ Tregs. 43k CDACD127
D25 R CDATCD127 7 T ML T 3ml B 10 % AHKRIGIR A AB 5 (Valley
Biomedical, Winchester, VA) [f]X-Vivo 15333 (Lonza, Walkersville, MD) 7, (8k
=, ] LAY FH B4 A R DU R R REER 73 B8 Tregs (Miltenyi Biotec, Auburn, CA)). ¥4iX
SEAN M LL 2. 5X 10° Tregs/ fLER T 24 LMK (Costar, Cambridge, MA) 7, &L 345 M PBMC
2% F B S A M Cln b SR T 40 JRSRIIT IR, Birid PBMC 248 I LA Treg: APC EE 2l 1:5 HI4E
IPUR AU . 18 /NNIEE Ja, B MR | — 7 R FThEZHERESR (100ng/
ml; Wyeth, Madison, NJ). 7E5% 2 R, ¥R RUINIMEFF A 300 #L47 /ml TL-2 (Chiron,
Emeryville, CA). 44 & T HrEsy o2 3idh 704 2.5.7.9 Fl 12 KA IL-2. {045
9 R IR AR v A% 5 40 I P A . B, BT CD23/ B CD28 A T ZR (Invitrogen,
Carlsbad, CA) W] LLAHFIZE M. AL, SMBIE Y I Ny GE U Grex) n] LA+
AT ZAM K, MR AN G DEAE, B EKsh )%, fE5—MRd,
¥ 1L-10 54 R BRAE R — R CLERB) Treg [ Tregl Lokl @K P19 1L-10 Fif
FT THL A Th2 2D B —2 53k
[0105] & fe iz P AT AR Hbt S5 1) S e R0 73 B R I PR A FH ) T AR Re

IR 1 AR N B S B

UG H A0

ELISA 8§ IfiL 375 7 & — Pl J5 ) 34 /%) PBMCs _E i ELISPOT B¢ I1CS ( £ /DXt T
IFNY , 38 IL-10, IL-41 F1 L-12. IL-21 CLIWSE T 48 o RE )

i PR 1 BB (B PR 2 T/ N (EALH

IR 2 RSN ERAE X AL A BUR AT T 4182 (CDS A CDAD 5 (kA KA R A BT R

Treg

iR T AOX WAL TR N sTreg MALBPUR N Z

ABR 3 (— B RIS TIRYT, WHEZED A% FH 40 M S0 Be M 0 73 A (ELISPOT s ICS) g
>5% T 4T WARHAPUR N A4, FF H Treg AMLR PR ALK

ZER . 25% K T g BT HTIR R &

PR WAL BRI 222 5% () T 40 LN A/ s R HAPTR K 222D 5% 1) Treg 40 iU
N, AT DR 4

IR 4 IV 40 Mg E N B s A 7R AT Q90 BRI 1

IR S (—H RIFEN TR, WIRT DL AT - AN 2-3 R iy 43 1) PBMC
FFREAT Ho 5 BRI 53 B

iR AR BUR LR/ PRI PR 2 AR Treg NV LFO

HIR 6 VPR N

1 H B ez (MS— RAE T B, R KT R — KT D, B - RAEECE TR, B
I T BURE RO, IRYERD) , AR T — S8 B HE R R PmE 0 T R
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S5 BRI R 45 A

6. {1 [ B S sl A i AT R F TR Tregs

LEX AN SEETT G, AR APUR K Treg BEWS &5 THL. TH2 8 CTL LA T 40 (3L
B SR EARFBURNED HE . BSRHGR IN7e  3 #N2 I AR A RAL P . AR
AN LR DR BH OGRS T T 40 Mz ) v B[R] (S i) 6 o
[ot06] 7. FAHH

TER] Sy e, A ] F IR Treg Jram 4414 At B A4 1 PBMC ke B EL th i e 3L 1
(I S 40 i (B352SR PBMOORE 55 Trego AP T7 3K, EEAL 1 Rl MHC (1) [RI P S A4 e 3
TE Treg RHHAEAF. W EFRATIT L, FERXT 20 — 50 Ff MHC ST R = A ) Treg R HE
72 80 % 1) MHC. 1K 48 25 () B — PlrREAE DL R & 155 70 AR T - 80 IR . HidkaT
BTN BMT B, 10 5X 107 4 /m” (XS BC I MHC B SO IR Treg BAEAN B EH . DX
P77 2, kG2 1 [RIRR e A e BB R A P rE A
[0107] 8. H 3G A e T T JR G0 40 M o7 i 4%

AAEBIER RS FR R AR E S T %, TR ARTBIER, Rtk 7580
TS FR 5% 55 A T 75 R R R SR T AR RS R IR I AR BRI g o IR S8 SUARVB 7 T 4% 1) S 49 AL i
Hyperstack (Corning) 8K Grex (Wilson Wolf) ., EXBEW R NARIA TG — 24
B R e LU AR . AR A TR T R EAL I 43, T it TAEE
HRASH AT ABRUE CO, 35 7248 W IR A N 28 IAS o ZEMNT ) STt 7 =, FATC & 1%
o T ES TAREA SR TAE B30 A Bt TP IR by A AR R N AR . B A B 3L T
) 2 RSN R /S s T A B I B PR A G, T A R B R R i A T
TR A T MR R AL . RS RTES, e ge 408 T B shitm &
B TR, L AR CO, F5 7248 P RS o X2 B B0 s, IR SRR IE AR IR
R T4 BN ik T . RIS A A, AF AR A IR A . S M2
SR T PR e, e RV EA AR A S AR R AR ST R ARV R VAR TBCE N
ANEEANAE N LR i AN RS R AR o 7B 5 — Sy b K e BOE R . 1R
ST R, EARA SRR . AR AT = B AR A e B 13
8¢ 1/5, LRI sEli 7 &=, B575 %5 B New Brunswick. Forma. ThermoElectron.Nuaire.
ESCO i3 o EPULE I SEHETT =, B 7R AR vl DL S A B sUK B s & A e vk /2 —
AT T, BATE S T8 BRI 28 N SR IE b 1R (R b 7 5 — MU R S5 7
P, 2P A R B I AL AL B o A8 S AN SEHE T B, AR ROV TS T 2 AR A AL
PRV RS, BFGAEAS PR T 7 e B 40 B iy Aot e o] B B RS R 45
[0108]  Rp—RY) RNV A 2B A RS, HBARREE O LGNS 7255 50 T4 g, 3 HLA
R DR I T R RSB  o 7E DU IR St 7 58, 3K 0 1y A4 M 4 ik
H ) S N s (R PO 42 11 ) o B A IR B0/ 400 IO i BTG B — AR B A8 . AE T Ik S
77 ST, B2 2 W AR IR A, B B AAR BT AT DL Hoaim N A=) S v 2 o DL 3 sl A
H AL AR 5 B0 Bt A 4 e sl H At 0] o B8 FH A5 TEAS 4 5 LUK B R, AT
T BF AR A H A B W RN A o &AW I N 2848 s BT 2
Ft. A RN RN N IE S B s s = T bR HENLAE N B 2k i, s
HAR TAE e R s . 8 31 2SS A RN (1) 5541
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[0100] g1 [A] AE 40 [ N gt I 18 it A 22 B B e MR AOL 2 BT I 5 1L ot Dk BRI B B AR 1) %
W FEE BRI T 4 2. A T Ik B, A ELTSPOT Wl , 32X 2 T 1] LA FH bR
96 FLM X LB IE RS2 77 Z 7P, {8 B AIDELISPOT 2% #% (Autoimmun Diagnostika,
Strassberg, Germany) >RitZisi. B, {FH 96 FLBCK A4 e 22 FACS 4T 1CS %€
TEATRIS R S B0 B S 18Em 96 fLiR, A &M S 3+ HATA R 2 —
PR KSR A o R 77 V5 AR B IR SE T 7 56
[o110] Sty

L. SEJM 1 EBV 7R KL | Jb 2983 A 5 M e

1 (] ALY P AR BT I & 1), A TSR TR 90 % TV 48 2 55 T EBV R K% 40 14 £ 9
PIEURE MR . EBV 78 B A f A2 A3 AR 3 HOCH T K e M A (HR IS AR FAKK
SEIE AR LMPL LMP2 K I 61k EBNA-1. X LEHR [ 2 59 S B P 16, (ERE T4 400 55
BERAECHEBRRET 2LTFN. HTFEMFERET B 40y, Fi 40 % [k 2R X EBY
W ORDU R IR R B o PR, 3K et Jg n] DL AR A5 i 4R 4l v 7 o A= CTL N5 IR HE R » 1
A1, B TR e A1, 2 [R) EC A R (9 dar, —10% 1B 9D —FERIA EBY kBl R4 CTL W& i
THRYT BBV WK, {0 B A FHEE Gy EBY VR0 B MIFRR) B 4 M 1817 A T ik A2 FE I (3-6
A HERI . Heah, CUZA 7 5= AR SRS LMP2 () CTL =24 T 4l bR A — 28 7=
A JE R LMP2 HAA RIS RY 2 o AR R B NARME A I B R PRl 2 B T2k B BBV S2 L&
PIAFAET EBV #AL AT A2 CTL ) LCL 40, HAE 50 %6 B R TR il B2 A= AT X LMP2 1) 2 Jfd o
1E A BRI I b, 52 % LB AL 40 753 L) CTL 3 i R e e . R
EIA AR NI CTL T AFAEBEL DX IMP2 [ 8 2 341 R 25 30U, AELAS B A Ry aX m]
DL W] AR PRI R P 5 B — B SR Lo A1, A R B R AR A 2 T A2 L IE IR SR ERL o R, B
BOEEXT IMP2 1) CTL 7= A% m] IR IR F A2 B,
[o111]  J48 CTL il a8 By HAh 7y A5 7R A BH N, (AR DUF 5380k LT S50 4
Pio MAEFE WA 40 m1-100 ml FI4MEIMAE Vacutainer &, B4 M SBZ% 40 i (PBMC)
LA Lymphoprep (Nycomed, 0Oslo, Norway) B S0 40 85, fEALE 2mM L 252 Bkl 100
IU/ml 82100 ng BEFEZ /ml M 10% fa2F My (FCS) (5X 10° 4 fi /ml) fY) RPMI 1640
(Gibco, Grand Island, NY) /P EE &, JFPL 10" 40 i / FLEEFh T 6 FLAR (Costar Corp,
Cambridge, MA) H1. 7E 37 $RIGEE N 2 /NN J, BRR 4 R LB EE TE TIEN
A 10% 58 £ K (PEG) 1] FCS /1, fEF-UK AR IFitA7E T —80 vk HAIE 6 FLAR
(KRG B8 i ZE VR NG 4 m1 50 ng [¥] GM=CSF H1 1000 U f¥] IL-4 [fJ RPMI + 10% FCS %55,
TEHS 2 KA 4 RS ISR R iR e i e — i dt. 72556 KoM
T IR B SR F G B R e A T, RN 25 %6 R 0 41 4% A R R L DA #he,.
0 5 PR 2 ORGP T fh B Rk a0 B A (AR CERFE PBS A i) S e Bk B B AR A 4 8k IG
FE R E 1A 145D LI PBMCs 7 RPMT 10% FCS /1 37 BRIGAE N 24 /N, Ui 46 B3, 40
0.2 mm fL1EE (Acrodisc, Gelman Sciences) iLyEfth#s, JF HAFH AT LAZE —20 BEIG &
T RZ 8 il AT AT 2 KIS BRI AR S840 BRI . JEAT FH & s B iA
X T bR S HE CD54.,CD8O. CD83 1 CD86 114 5 3% % Ve Ye o LUR R A4 S 4l il i 2 (O50% (1)
Y+ o
[0112] ¥ DC FEA AT 37 [ FIE 28 T INA 3 we/ml KA B2 HEkED
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[RJCifiE RPMI 1640 KA v g/ml WEE (A 50) o 2 /Nt Bl fEH EA 105 I
LL10° 4lifite / 2 ml FLEEAP TR0 1L-7 5 ng/ml I RPMI 10% FCS A7, # 2 X 10° PBMC
IONEE— LR B2 4 e, 5 s A B Le 9l 20: 1. R385 14 RFIEE 21 RK¥EGH =M H
TEAS I 20 U/ml {9 TL-2 [ RPML 10% FCS =P () 045547 19 1A JR 1 B8 St L P00 8 (s 2
M)y 2 A AN AL o

[0113]  HF¥AF7 B 1 CTL B AL G 2E A7 0 >T0%7 IR S5 Ao 2 b FHEL 1 16 P PE R 7
5 EU/ml (19 PN 55 200 SR A (14 BH 1 466 2R E ! Cr B0 52 H LA 202 1 ELAA1 (19 52 PRk 2
BEH R/ AR T 20% KT 2% (19 CD19° B AU I T 2% 1% CD14" S RZ 40 o i HLA 5.
[o114] K2 wofE T 4 M RF AR FHAE 5 /NI B0 8 B N0 X TR RS BCI E , A
CTL AR Jg P i 4l 23k 1 A 2 7 i £T e 4 M ) B 2 35 9%, HF H 2 B T E A Wi s (2x
10° 40M0 /9 cm FEFRMD . HYefi5 18 NN M IFH *'Cro, Frid 1 /M, Heig =ik,
Y 5 /NI REJECN 52 AR o £E Y PSS DT, 2 10 EIEROBCEEN 1%
[0115] & SE4G 1 A R4 B4k 1 E Ve 4 AR LCL A AE DT R I 4w i, XL
FAT I T S0 M R A X AT I

[o116] {47 FH 3 FiASIRN (R0 R 52 0 40 AR 0 It R AN 10 7 38 afil 46 T 48 e 3% BBV #%
A UK L BEA M 40 R (LCLD SR A3 WS40 e (DO 20 L4 MRl v 43 ;IFNy B
WRA L (MAC) 3B KA v 4 3G Frik 3 M (R a— e pi R St i FE T H 3 B soki i
TREYRIEE, BTIR 3 Fp ki 31K EBBNA-1 ( 5 aa 90-325 HJC(¥) EBNA-1) \IMP1 ( Hf5 aa
1-43 Fil aa 260-315 H2[1) LMP1) FII LMP2 (LMP2A 7F 2 R stkirh, —Fpkik aa 1-399 31 H.
B PR R K aa 400-497) WAL FRAKAL o H4A5 FH AR & BH IR 7 SR AE 7 A2 T 40 i Z b
JE A *Cr BEON 2 A 5T

(01171 & 1A T 1B 43 5ILL 20: 1 F1 10: 1 FIPIRFAE RN #EAR (E/T) (CTL & :HLA
TG B e £T 44 40 D LEABI 1 °'Cre 655, HLA TR P Rl 4T 4 4l B FH 5K B B B SR I IR VR A5 4 T
o, A F AN [R] )48 7R ) APC PARZRME 38 3 CTL AR 7% CTL &

[0118]  £Eif A SEAHi (DC) AN WS4 i (MAC) b BBV #44L 10 B 40 i (LCL) S 328 £ bt
FEF AL APUR B CTL A

[o119] P 1C: LA=FIASTHMI RN #EkR (B/T) EL (CTL: HLA UGRC AT 4E4T B °'Cr
FEIA, HLA DTG T 4 48 o A ok B I iR AR fa 84S BAHIRL 38 16 PBMC %7 AD BIFR 7R
PR CTL HITRIR A IS ikt

[0120] 4518 R0 T EBV ARG B FELe ) 25, (HAHLL T T4 fe st 5 s HA B B
HIE/T b

lo121] P 2:LL 20:1 FIRL A 58k (B/T) Lk (CTL £ :HLA DUHC 4T 4E4M i) 1 °'Cr B
Ji, HLA VLI R AT 4 40 i AR SR B LMP2 [%FF 2 HLA A2 PR SEAR SR A0 I IR P05 Ak
F H. CTLs A Fik = HlAS 5] 75 12 AT ] 5638 1l il o

[0122] &5 B4 540 RN 5 40 i 28 B LCL S BUEl et 5 K S0 H (1) AR 238 A7 1 . & T B
a1 KT CTL V&M, JF XA [R) AV R R 25 56 B 00 58 40 O A 2 g 4 2 TR) AN [+

[0123] & 3A R 3B - LA 20: 1 N4 48 Fx (E/T) B (CTL & <HLA VGG 4T 4E 40 i) 1
*'Cr BT, HLA UTHC I 2T 4 41 o FH >R B LMP2 [ BE T s ik < LCL #al3/E 1 3A +, 3 H DC/
MAC #ll¥7E B 3B H7
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[0124]  Z5ig AHEL T LCL HA 23 50 % [k H B 1 CTL & HA WA K] LMP2 N2, B
S AT B 4 L3 90 % IR R CTL 40 Mg A ml il %) LMP2 4% . BRI, DC/MAC
AL T S A G HLSEA] E R R AR A AP SRR ALY T 40

[0125] & 3C oAd7 FH = WA 40 o W 5 48 sl LCL 4t A A pi i 2 40 15 221 CTL &P ol
CD4", CD8™ 1 CD25" [IAFiE CD3" 411 % . H¢ ZFH &% CD3. CD4. CD8 F1 CD25 HHi kgL ta It
BT

[0126] it R PTA ik 7 CD8” AR AR Tregs, (A48 AR 5 40 M T 5 W 40 M A
APC AR T LCLs A3 0 T CD4™ A ML % o

[0127]  ELISpot J5E :

JEAT BLISPOT Y52 LA AR e HUE /£ T NS H . I 15w g/ml (9950 IFN
BATTIE 1A 1-DIK (MABTECH, Stockholm, Sweden) f#ffELISPOT y IFN 96 fLEEW 24—
SR Millipore, Bedford, MA). ¥4 5X10° PBMCs &P A% 2 uMPIIKIRESYIN
ANELAT, A 37 HICRE 5% €O, TP A . ErgiM, 74 1 v g/ml AW ZAK) IFN Y
Bg BB 7-B6-1 (MABTECH) 7F =538 FIFE 2-4 /N, BIG IO N BE BB 90 22 4% A it
IR A (MABTECH) P E 2 /. HISKH alk-phos JEAIAF& (Bio—Rad Richmond, CA)
) 5 ¥R —4— G —3— 5| Wl TR R R A s 0 DU A S B 30 38 i, AR 58 O 1, A6 T ) K
% ek AIDELISPOT 32Hi#% (Autoimmun Diagnostika, Strassberg, Germany) %fsiif%.
FF—AN S5 R A BE S R4l e (SFC)/ 10° PBMC (K4 . 701 Syl o v, BH 1 %0f 18 A 41
M+ 10 wg/ml PHA, 3 H I A B AN 25 IR 1) 48 e

Pl 4 < i ELISPOT M & I /RSP 72 1% TEN =40 g (SFC) /105 T 4fd.,

[0128] 4518 W4 S 4H MAT 5 M 40 A EE T LCOL S 3Btk 7 B 5o A B4 I ) T 40
[0120]  DRALILIR LIRS A X AR AR AT O N 25

[0130]  JEFE LMP2 H 404k, 1% 52 BB A2 AH X EBNA-3 (DL At 5, IF Hoanfd A 3L
KA PBMC I BT 46 52 149, AT TR0 ) BBV AR ARAL S P E s b, AT
WM EPAR AR ATE o LMP2 43 RN ECE 2 A R B BT Bk T p 2918
8¢ pUCL9 Jikirh, FEAE CMV JH Bl 7 AN T ATG R 2 5 A IEHI T -

Jiky 1 LMP2B (aa 1-497)

JiURL 2 LMP2A 242 (aa 1-119)

JRFL 3 LMP2A B A E T (aa 120-497)

Jiki 4 IMP2A (aa 120-399)

Jiki 5 LMP2A (aa 400-497)

Jitki 6 LMP2A (aa 120-440)

Jiki 7 LMP2A (aad40-497)

JikE 8 LMP2A (aa 1-399)

Sk 9 LMP2A (aad00-497)

18 I BRUEFE P AL SCS110 YR B AR (Stratagene, La Jolla, CA) W= ki, 3
HHA Endo free Plasmid Maxi iX7l|#% (Qiagen, Hilden, Germany) #fifk. &35 14 H
Amaxa DC Nucleofection Kit (Amaxa, Koeln, Germany) F 2-20 wu g ik DNA/10° 4 fig
AL R SN MY 24 /DR
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[0131]  7E LMP2 B T 4 fu o5 WAL R K AL B FREALR T

LLW 329-337 LLWTLVVLL HLA A 2.01

CLG 426-434 CLGGLLTMV HLA A 2.01

IED 200-208 IEDPPENSL HLA B 40.01

SSC 340-350 SSCSSCPLSKI HLA All.01

TYG 419-427 TYGPVEMCL HLA A24.02

LLS 447-455 LLSAWILTA HLA A2

LTA 453 461 LTAGFLIFL HLA A2

FLY 356-364 FLYALALL HLA A2

B IR LR A IR I 48 1 C B 2 A AR CTL X A PMBC LA [ )57 73 35 i 3R IE
HLA-A2 1] 1T 4 40 i 1 R 2
[0132] P 5:LL 20:1 (RN #ERR (B/T) LL (CTL & :HLA UG A ET 4k 40 i) f¥) 51Cr B
Ji, HLA DGEC ) RCET 4E 40 J A >k B LMP2 BBk Fse ik -CTL R 40 22 1.2.3 8L 4 Ak |
() IMP2 257 (1P: 497 aa IMP2B; 2P: %5 1 BRI BRI IMP2A 25—4N&E 1 (119 aa), LMP2A
B ANE T (378 aa); 3P: EER 1 Ik LA LMP2A B4 E T (119 aa), E3E 2 ki b
i) IMP2A  (120-399 aa) FIAEHE 3 ok LAY IMP2A  (400-497 aa); 4P: TEH 1 JJk:i LY
LMP2A 55— &1 (119 aa), 1B 2 B0k R LMP2A (120-399 aa), 7E55 3 ki bt LMP2A
(400440 aa), fE55 4 JFUbL F A LMP2A  (440-497 aa); 2P 2: Jiki1 (aa 120-440), Jiki
2 (aa 440-497)),
[0133] 4518 oFF LMP2 73 EE /DA IR L (— NS aa 400-497, B —ANEH 399 Z A
(IR ) BT AT SR EL B B AL AR ALY S N 2 o
[0134] M EBNA-1 JFA A MHIBR AT T Gly Ala B8 45 AT EBNA-1 Z L1 90-325, J4
A b FERRITRITE OV G 37~ s &I T o 87 5B 2 B T U E PIEIem T, L
N HLA-A2 BEHIIKF T 3RAl V2 VLK 574-582 HLA A2,
[0185] b4k, il 2 M Bk aa 1-43 (DUEE4 s B / R IP 5% i 58 1 B4R i 1D FO b
260-315 (5 5 DI 11 MEER B BESD 1 LMP1 741 KX L8P HIMETE p R R
RBLFRAE OV E B TFEEH R, 5B AER IMPL e, 8 T VPN 2RI B, 8RR LT
LMP1 ¥ HLA-A2 PRI AL -

YLL 125-133 YLLEMLWRL HLA A2

YLQ 159-167 YLQQNWWTL HLA A2

TLL 166-174 TLLVDLLWLL HLA A2

LLV 167-175 LLVDLLWLL HLA A2

LLL 92-100 LLLIALWNL HLA A2

RLG 132-140 RLGATIWQL HLA A2

Kl 6A A1 6B :LL 20: 1 RN #EFR (B/T) L (CTL F :HLA UCHC A AT 4E 40 DD 1) *'Cr
FEIH HLA UGG RGET 4E AR g SR B EBNA-1 5% LMP1 BRI TS Akl « EUEC A EBNA-1 B A= 7Y
55 EBNA-1 HHIER BT (19 CTL ZR, B A IMPL B AR 55 TMPL BB BTt 3711 CTL F o
[0136] 451 MMk 4 3 0 38E S Bt JsUln T Ay 2 22 X el 5 B0 6 B R H I AL 3 o7 1 5
GRS
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[0137]  b. SZHfH] 2

TEVLR SEES T, o T 4 Mo dn b S s it 1 rp B i Ae 5] 07 85 5%, 9 B A Rz 4L
CLIEsEPUR N T, IR T T 4l 5 AR AR (R A e A2 RO
[0138] P 7:LL 20:1 FIZNA #EAR (B/T) b (CTL £ :HLA UCHC R £F4E 4B 1Y Clcr B
JB0O Cr BETH, HLA VUG IR s 2T 4 4 o AR R AL Fpi i (EBNA-3A) AR RAFTR (LMP2) Fik H
LMP2 [R5 22 HLA A2 PRAIPE VAR H R AL IR S ki, 3F H. CTLs A% H PR AN R 77 75 WAH 7]
BRI A PR 2R AR TP N 100nM=300nM (KRN, S — R A BN
[0139] 451 «AE CTL st 2 1B FE B I N & B B AR RS Hram A K& 4 1 do st T Ly
AET RS2 B AL ARALI CTL, & HAEET ST FARAT i B 25 P 3 B A
[o140] P 8Lk 20:1 RN ¥EAR (B/T) L (CTL £ :HLA VT ) i £ 4k 40 Bl i C'Cr
FETBO Cr BET8, HLA VGG IR 1 2T 4 40 i FH AR SR AR b )i (EBNA-3A) AR (LMP2) Al
KB LMP2 [ Pk HLA A2 BRAIPE LR AT RIS ikt I H. CTLs AT H PRI AR 72
AR BB il — R AEPT R 2302 BT 12 /MR 23 2R N 10 ng/ml TR v
(IFNY) s B UAS I
[0141] %518 AF CTL FiJR S FE o IFN v &40 T HU8E I T oL A4t X 62 5 H
[FIEALFAR AL CTL, I HAEE S PL A3 A7 1 R O B2 FRAIG o 1R AE B A i Bl A2
KAWL HEE .
[0142]  c. SEHEW] 3 : 28 F0 40 Mo

R B & T AR RT 2 0/ BRUBE AR, 3L VP ST PP I R R T R 4k 5 ME S i N
(Publicover J %5 2011). i% HBVtgRAG /] FlJ&7E C57BL/6 ¥ 5t K HBV &1 15 fX 4% SE
/INBR (HBVRpL)  CHGZH e Ml A0 V5 25 2 iR B AR R IO 5 RAG-1 Sl 2/ B, (e vk
FEAE T AN B 4IRS M M CBTBL/6 /MRS 10° JRA T, ) KA E I
FLET o FF 98 B (1) Jr e P e R 5 AR, SRt FH 1A 4 e 2R 4 &0 (34 JRIHR) /NER, I 3h 4
(5 AP E R SR BSR4 . MA—FE, SANEBR IS T §) HBe, {HIMiE b
1) HBs OR B =i KT (B Do Bz VEF R LR ] T LR sese .
[0143]  {# H ALT-L3K ik 57 &= (Diagnostic Chemicals Ltd) 7F Cobas Miras Plus %3
M1 (Roche diagnostics) bl & N & BR %% = M. 1A ETI-MAX 2 Plus (Diasorin)
I & HBs Ag ; fifi il ETI-AB-AUK-PLUS I ABAU #x ¥ 20 (Diasorin) M| & HBs Pi k. 1f
ETT-AB-COREK-PLUS (Diasorin) & HBcAB. J5E7FE ELx800 (Biotek Instruments) &
K- 450nm F1 630nm AbiZEL .
[0144] & 9 AZ I L 1) HBVLERAG /) FRAE A
[0145] A FHERATIII A R ARSI G RN T 4 e k5974 HBs, JEAR R UG IR 4N iR 46 # )5 3-4 1
Wit R FKESR . A 1X10° — 1X10° 4 e BEAT %52, 76 1 X 10° b k2P & . W N
AL, BATTH T 40 MR P VAT IE BR T HBVEgRAG AR Hp 48 I 48
[o146] & 10 X HBs Ag R WPE[ T 4 B db 35 HBVtgRAG 7 3 B0 St 98 9 2 A i)
PR [R5 B o
[0147]  HAEPUR bR TL-4 58 TL-21 B4R R RSS2 s Ind e, I8 3°F & B iy
[ T 40 RE43 3 A 5 X 10° Fl 7X 10", 40 MUK T AE bRt TL-15 7 =y 300 T 40 i
Z T —AXE R HAERE ZE R b vk T 45 Bhan B A TH2 g0 i AL 2B R . 5
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7T TL-12 BRI Ik B G 75 A 1< 107, 3F FLHT TL-2 FIs i as = st
Treg MBI ER T XYY MR

[0148]  fE3% I HBVtRAG /B P (K28 i AN R B R 4 -5 SO AN [R) T A0 I A ) A8 A
AAEZH T 4L 2B

Bkt REIFERT g EH
TL-15 1% 10°
TL-15+1L-4 5X10°
IL-15+1L-12 1% 107
TL-15+TL-21 7X10*
-2+ HRER | LNE

[o149]  [RIUHG, T 40 MOATANIF] T 40 B v A i Ak A B S vy R o
[0150] & T #fe T 40 MoiG T XM XS AN RIZR AL T 40 Me i (¥ /5 A, i@ ik ELTSPOT M52 £
SRR TEN v 7= 0% . B 6 8, W HBYCaRAG /B A R4 I,
& [IBVtgRAG /) AR FH B A1 B 7K AR X IBs Ag AR T 4 Ak 3 . AR RAZLPUR
(HBe) B4 RHUE (HBs) s Hs (AT Kb BRBIM 6 MRS Lot < 1LS 2% WL,
[0151]  HBs Ag 190-197 VWLSVIWM K"

HBs Ag 208-215 TLSPFLPL K"

M| LR 4R

Kl 11 4] HBs T 4 B Ak 44 S e R0 S0 T4 20 ML S5 22
[0152] 4w WLy, A8 BRI 7 R HI &0 T 40 B A7 A2 B 0 8 sy i EE %S HBs 19 T 40 flg i
R A BRI AT X HBe INEF . HBs R 2F 3 BUE i £ X0 AT I MEAN 34 A7 189 M BT N5 i
IKz) (WWLD o (AL, HBs WA SE G0 T 4 M F B a7 I i 4, 1K th TAPAE TR b
HE P N OS89 ZEEAMEFAR AL (ILS), HAHXT T2 At # 8 IBe HtJ5 4%
HBV N2 () A 487 LA T2 BT FIE AR H HBs B
[0183] & A# A HBVtgRAG /> il s 28 DLBIF AR N 77 125 2 103 3 R 6 s A e (0 55 4 0T
5. AE—Fh7 A, AR BB R EF KRS CIVD UL () SRR (TP) 5 5 FAZ571)
W HBs BLlR . 303, B N 100 g JFORE DNA B R B0 o
[0154] & 12 o5 G R i 12 o A P W ) ) F ) A BN, TM a2 i 5 BRI
MABUR )2 N2
[0155] 4 w] LI, AHEC TS AR, il IM 5 A =28 T 445 SE R N, IF HaxX 55
AR KN ARIR . AN, 2 H & A B RS DLl e oK b 2%/ BT BLBTIR e IM it H
I, B AT LR AL 1 N 13— 2D G0
[0156]  fE25 —41SEEe T, AL R B ASFE R AL (TgGL X TgG2a) M HBs S i /)> B
PUARE GHAT VG
[0157]  %F%f HBs Ag 54 vl ik

10-H05 /i, TgGl HBsAg (Fitzgerald, Concord, MA)

10-HO5A /MR, TgG2a HBsAg (Fitzgerald, Concord, MA)

Bl 13 X HBs Ag HF 51t i) TeG2a B yaBEHUAIMAE 1961 PR T A R HIILH S5 H A1
ot TV A2 B 2 S SR
[0158] M PLIRBUA ST G YK IM R I, TgG2a B A4 4 3 2 e AR AR
REHI RN Ak, 207 =R T il IV A I S I i 593 0 L AR A5 1 Sh 5 N 2
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KT, K TgG2a i AW 1V il mT LLRESS S8 7 R ) S i R A4 .
[0159] A B ARG AT BB 1O 8% I HL A2 HH T TeG2a 456 THLSE R TR o84 fa b i
FoE AN ) FeR, FFA L HBs HUREE M 5S4, DEal, HT HBs Ag a HREES —H (aa
124-147) & B AP AHUA IR A ) R B LA, IF HILS R A7 B350, R ] fg 24t T ILS 15t
JE N T AS B3G5 .
[0160] T 40 M 5530 116 V397 76 HBV AH 2% 1 -4 Mo ges o s AR R 6

Xt 5 457 A7 HBV Al HCC 1124 HLA-A %0201 [ 538 1EAT B2 A1 1 (A V3 R0 240 e 9 2 25 1)
PEREOLAM T o Y897 AT IR R S 58 2 IR UE I EF X S Z 0Pt (HBe  Ag) MEESRXT L&
MLl (HBs Ag) Mzt diik (Bl 10D,
[0161] ¥ PBMC if5 A M 540, H % 0PtIR (HBe Ag) FIZRFRPLIR (HBs Ag)
kb, 3F 855275k B PBMC [¥) CTL, Haf ik ELISPOT i3k IFN v .
[0162] [ 14 SR H B H 311 10° PBMCs HFBE T B4 1) %4 B

W i 78 ELISPOT A 7= ZE TFNY B9 T 40 M % S0 =, W %2 3 5% 2% : 6 ot Jit (10
sfc) <HBsAg (15 sfc) <HBcAg (45 sfc) o iXFKHH LR HHUSAHN T CIHZ OB 52 AL
. Bk, BF53 T 3 Bl HBs ik (FLL.GLS Fl ILS) .

HBs Ag 20-28 FLLTRILTI HLA-A%201

HBs Ag 185-194 GLSPTVWLSV HLA-A%201

HBs Ag 208-216 ILSPFLPLL HLA-A%201

SRR KT HBs A S9 B 28 A2 T AU B 0 5 FLL BKABP A0 L2810, (8 B T R i
55, RIIE ik 1CS I 5e K mf e LSS

¥ P 40 i ERT - B4 65, (TCS)D

¥ 5X10° CTL FE&IHAE 100 v 1 FIEA MK (10°-10° MAIKSE) 1 1XPBS 1% FCS i
B 1 /M. BlJGINA Golgi Plug (BD Biosciences, San Diego, CA),¥4HMofr 37 £/
5% CO, TOFE 5 /NN, YLUE, A 2001 1 PBS 1%FCS ¥eidk, H7E 4 8 IR PR PR (CD4 7
TME FE G ZE N CD8 Rl 47 1 (Pharmingen, Becton Dickinson) 4 30 4050, L[ E
MOEMES WP EESS, M Aok /20 MR DL IFN Y #4181 (Pharmingen, BD)
ety 30 435, Yeig— UK, J4E PBS 1% FCS 8 & JF4F FACS Canto (Becton Dickinson) I
G387
[0163] & 15 &1 X] HBs RAL HINE ) 1CS 7

S S TCS ARSI R (R N 25 JEASSE, 8 FLL 2847 (5 26 B0t Ao T oAt i 26 467
L
[0164] £ 5X10° PBMC M BE— B H 285, IRk T 4 i BB A1 75 S {6 FH HBs 15 ik
WRIRA AR A R UR AT 1y 2%, Horbh Ird ikHERR T K 15-30 (BLVHRR FLL) . 723 3 i 1
PAEA] TL-4 + TL-15, ¥ 1X 10" T 40 3REFEA 1, FRE— 2540 AL T ELTISPOT I 5E o
[0165]  [&] 16 :HBs 40 ffd 2 K40 iy A 2 A 1) T 40 i, FF HLI S840 fo i 2 5 AR # 1 Pt I
VRS
[o166]  4nm] WLIKY, ;= A1) CTL & LA 2 B AR HBs B [l M, HO2 32 vt 2 A1
IR ARSI N o B CTL 48 TV By BL 5 X 10°=1 X 10° 41 g /m” 25 24, JF IR R
[o167] & 17 B F BHA S RIEFFRE IG5 1% .
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[o168]  TERJERCEMEN 285, B S I e gk TR . 7658 14 K, FHRICEE PBMC JF
HL PR S 40 W 5 35 N 2 TR AR

[o169] & 18 & FH RPN A G H C L FB - A 2 AT WAL H PR (HBs) FiZpiJi bz
REEAR A B R AL

[0170] ik lERAI T VEREFRIG T 4008 o Dh Hls e s L A S P . B T 1512
MERF 98 2 Ab, 53500 LA BT At 4 B 40 e () e IV 25

[0171] & 19 :T A 5e Ak ff 7 B3 I A e

[0172]  d. JEf 4 3BT EIER RS T i

T A (I R A2 WG 97 05 B I8 s A 28K 7 R0 A%, AR E B AL R IRk IR S 70 ik
SRR A B AL IR T o RV N AT N e 2 T B g 00 st 56 6T v F R g 1) 12 Wi L A T
TE T A A8 T T B8 AR A 3R] KT FRT 5, AFL 8RR RR A ) 5 A e A B, A AR AT
FFAR AT RS 6T AT IHRIT » 20, & C il TAFFEARMG T2
Pl e R, HIX 5 B W OCEH T E IR . FE AT 40 i vy A
TP S R BRI SR R AR A B N AT DL N7 G0 0 MRV 23 BT A e i AR 3 AR B b i T 04
KRN CETF R T FRUEAL IR T e R0 73 1 T 15, R T ez 8 & o2 WAL m bt
JgF Boal UL TARSM R I5 T 48, Brik T 40 M 6888 == 4 N G838 b DA 4 i 8
I RPEN o 0T 5, X BB AT S BERRIL 73 BT AR 5 A2 A 1230 T Gl b 5 52 B 5 2
ST X FERIIGTT TR, O B S B R N AU A . RIFER i T A
Pl A B ez M2 B .

[0173] 55— %@ W —Fi 55 IR AH DG IR BT IR A7 8 T 58 38 I g o ST i o2k
AR P TS AR AR AT e R R S e A I R ZE K AORS T- Irhisg S 2, 4l
1r B, B R AR NY-ESO-1. SSX-2, Melan A. gpl100. MAGE A4.MAGE Al.RRZ RS, I
H YRR 758 R AH S B R IN A b 78 o FRARRTA MR &R R IE W KT A PR X T
AR Il T LG LR, A5 FH b B T A YR 40 i S P A ) 2R e MR O 40 BT e
XA [FIT R P FE R S B MR o A3 1] BT sa KA 22 I3 AP &1 5 B — BT R K ok 5, JF Bl
ik TFNy  ICS 8 ELISPOT Wil S B JmAHR (1) T S %6 o LA Ah 7 2, 1 8 FE oL o
[0174]  [&] 20 58 1 PO BUIRAL IFN Y ICS

1, BRI B NYESO-1. SSX-2. Melan A F1MAGE A4, ICS ilFBX} MAGE
A4 [R5, (B NYESO-1. SSX-2 Fil Melan A [/ / BN, RIHEEE NYESO-, SSX-2
MiMelan A PLIEATH LT 77 ZERAEMARSME 75 A I 1 CTL -

ML 43 255X 10° PBMC. 38 1% PBMCs 4 2L 25 32 0 2 /N DL SS 1 A% 4 e
HEBE, B AN R I SR 40 M0 (PBMCs) A& = A B A% 40 M SRR A S M o R, 7 AR R
B I4E MR 2 BRIER R T -80 T HAIAE T di k. H A diien = AL-DORR 4l - B
Wk 41 L T 7% S DR - (GM—CSFD AL THURE PR Y % A B 3 BAE 20 1 A P 70 A A R B R B 52
M (iDCs) o FHMIEIRTER - CINFO [P J5 SR A B 3E— 244 1DCs 234 R A B 5 40 i o B
Ja X B i sy A2 3 D HAMEH (BE Lie 2 /DA B TR T @i pua iz o, Hyr
HISINAE 45% Click 55753 (Irvine Scientific, Santa Ana, CA).2mM Glutamax 1 FH5%
NIMIF Y RPMD 1640 15784, HIAE HbsPUR Kgnis P4 (FEiZ 8 | 37 NY-ESO-1, 1
PR A SSX-2, I HEE = AL 5 Melan A 1 3 FsURE (B pepmix) 2 — ¥ &F— kI o
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A0 ML A7 AT 3T BEICSE T 2 /Mo [RII),  PBMC Ak 3 LA PBMC A 5 48 g LU 431 1 20-1: 100
IONZE TR I 540 1, HAE 37 3R R IR E 18 /Mt Bl S & H A IFES A 1L-15
(5ng/ml) FH[FE IR FRAE b &, DU A2 R BTR B T 40 Je i AR 4038 o A8 Grex ki3
FEEY RNV Wilson Wolf Manufacturing Minneapolis, MN), MIMASTE 58 flz g5 2L f
SEPRFE R Ko Bh )25, AR 3-6 JAIPIFRTE 3 X 10°1. 5X 10" 40 ffd ) 2 4% 20 it LA 1] £6 3% e
H.

[0175] T AMAESMRVBIB LY R VA /B K

[0176] T 4 MaAE UHARBIERL EAKON B 52 DL R A As i, 3 AR 2V EK 2 /&
FE (A3 R TA

[0177]  {EARANE R4S R, FUAR RIBLRAE TCS I rh Il T 40 M :NY-ESO-1.SSX-2.Melan
A.gpl00.MAGE A4.MAGE Al .M laf# .

[o178] &I 21 &3 1 [ ICS &

FETIE , ARG O T 0 ST B — WARRPUR / F A7 (NY-ESO-1. SSX-2 I Melan A)
MMM % o SR AR DT IR Bl 2 A7 R 20 40 s 45 ] DA FH 2 % A 22 CTLs
RECE R HE . R L IREOLT, 61, 4% M40 JXT NY-ESO-1 W& (K] 21D,

[0170]  ZE& T3X— 5, W] LR AR AT N () CTLs 1 A0SR 2 ) A5 i M o 4% CTL LA
5X10° — 2X 10° il /m” 4524,
[o180] [ ERFEHVESS 2-3 J, 15 CBCEE PBMC, JFE LD TCS HHACHH 7 41 He 75 I 25 MR,

K22 8B | —iRy7 fmalad 1CS 40 i S e i 7 B

Kl 23 8% 1 — @i ELTSA A4 G BE MR 73 B (IR VR O 988 I35 (RMBIB R 48 1 ST
KD
(01811 11 [A] M H 5 55 250 52 (1) 440 R A4 YRR 400 mh ] DU, 9 DA 5 5% 0 e 0P 48t AR T
Z AT AT R .

[0182] IFHKEKIL :

PR b, B3y 52 & 5hE, s W B IV iR B2 . b 44 1L-2 A
KB (DTIC) Fl Temodar CGFEEMifE (Temolzolomide) ) f2%¥R YT I G 7 RICNV
[0183]  THNARIGIT IR, B AFIE F BT 5e N2 . dnfiiss CT 4 vhml W, 18 Sk
FORPEE T I 6 A H W TR 3R e e S ot H O R FFRRE
[0184] & 24 T 4 MLyA T BIALG I CT $13

e. SEHfs] 5 RERI T 4R T

W 150 £ S B R AR 28 PR AR A7 itk R i AT R B AL 3 o 3 4 sA:Rituxan +
CHOP; B: I8 -h ¥ EBV LMP1 AT LMP2 Hi )R, B 5 o EBV LMP1 A1 LMP2 T 41 fifu 5 387 ~1- iy
FC 2 WRER ATNEPR X EBV IMPLLLMP2  fE35 MAGE A3 MWAA KA T 401597 .
40 % Ik LSRR ZH 2R A X EBV. LMP2 A A BH L, 50 %6 R A7 5% A FHE, 3 H 156 % 1
DAXS MAGE A3 JBHME. {1 Care R-CHOP 77 R AUARHE, JFLL 5 X 10™-2X 10" T 4 /m” 4
7,

[o185] &1 25 ikt AT

W] WY, X NI T gl Rt TR T B AT AR HE N A R . R 1A

R ARG AEEE 1 4FJE CTL AT B F YRl . 1X 2 i R A =0 T 5 IE W AT ThRE 1)
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YR . m o, RE A EBY LMP T 40 ™A 1B N, ZERISE 3 4F, Join 3k e A7
LI B2 R C8 7 LR 5 Ak, an A bk EU8g 2 R R M — IR TR e, Rl AE 18
MHE2HFNER. CTL BRI L T IR - — BB R R EH-T, &
TR AR IR ICAZ N . BRI, Sk R i HoAth v T AR, T A ia it 1
FEAIRAR -
[o186] ¥ 26 T AHNIAYT LU T M HAR L

£ SEE) 6« 3 5 PRI T MG IT

IR T B0 RABLAY (CTA) 2 28 KOG & (RA) B8, FLRE W i FH e U IR R 1T
(CIT) #£ DBA/1 /MR AP SRR T o
[0187]  DBA/1 MEH 6-8 ARSI /ME 3R B Jackson Laboratories (Bar Harbor, ME) .4 100
ug & 4 mg/ml Zi% 0 FHiAF B (Chondrex) #F CFA P ALK CIT (Chondrex, Redmond,
WA) 87 Ny R . BV IG5 5 Ji, 80-100% ¥ A AL BT /)N Bl b 7 Hi 52 4 & AR TR 195E0 o
[o188] S HHAT T 40 MRS A Pl (1K) 77 220 T A LA T k3% 75 .
[o189] 11 MRJH

FH T Treg A1) 263-270 ik (IL-2 + HIAHER)

FHF R T g fa/ b 286-300 WEAR L (1L-15)

TEGE T 5508 20 K44 5X 106 40 fu sp sk SAHSGE S o A & M sh i . WK 27,
CD25 72 Treg A MIHIAR & . X B8 PBS. WK 28,
[0190]  Ff J& = RN/ SRUIEAT IR AR V743, 43T FH B )5 0-3 43, e KRB 73R 12 43 201
B 51 PRMRMOR LS ;2 R0 B S 2405 53 2 1 1R Bk A4
BEo A BA KA ARSI G 53 AR T RIG A2 PP IR IR 73 B sk 1
P, 22 LK 28 FHTE 29,
[0191] XY HYZH U B A

1 30A R T IEH KR, Bl 30B Wos T A8 B ZERE S iR B, JF LI 30C B T H
T 20 B A B K B
[0192] g m] WLIRT, T 40 Mava 7 B S FEAR T B X1 b SOE R AR 36 P & . AR E T
SPETER X AR B RATAACHT T AT AR TR A Treg 2 18] B S N & P LT 47
TER R o
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