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TITLE
METHODS AND COMPOSITIONS USEFUL IN GENERATING NON CANONICAL CD8+ T CELL
RESPONSES

CROSS REFERENCE TO RELATED APPLICATIONS
The present application claims the priority benefit of U.S. Provisional Application No.
62/114,203, filed February 10, 2015; U.S. Provisional Application No. 62/196,520, filed July 24,
2015; and U.S. Provisional Application No. 62/220,703, filed September 18, 2015, each of which

are hereby incorporated by reference in their entirety.

FIELD
Generally, the field is the use of CMV vectors in immunization. More specifically, the
field is the generation of CD8" immune responses characterized by non-canonical MHC
restriction. Still more specifically, the field is the generation of T cells, including CD8" with

receptors that are restricted by MHC-E.

ACKNOWLEDGEMENT OF GOVERNMENT SUPPORT
This invention was created with the support of the United States government under the
terms of grant number P01 Al094417, awarded by the National Institutes of Health. The United

States government has certain rights in this invention.

BACKGROUND
Rhesus Cytomegalovirus (RhCMV) vaccine vectors expressing Simian Immunodeficiency
Virus (SIV) proteins (RhCMV/SIV) provide protection from pathogenic SIV (Hansen, S.G. et al.,
Nat Med 15, 293 (2009); Hansen, S.G. et al., Nature 473, 523 (2011); both of which are
incorporated by reference herein). This protection is fundamentally distinct from other T cell
vaccines in its extreme efficacy and nearly instantaneous onset, with ~50% of vaccinnees

manifesting complete control of viral replication following a profoundly blunted and contracted
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acute phase of viremia. Although RhCMV-protected macaques exhibited periodic low-level
“blips” of viremia, CD4" memory T cell depletion was not observed, SIV-specific antibody
responses did not develop, and subsequently, over time, viral nucleic acid became barely
guantifiable while replication competent virus disappeared from the tissues of protected
animals. These events did not occur in spontaneous SIV elite controllers and DNA prime/Ad5
boost vaccinated controllers (Hansen, S.G. et al., Nature 502, 100 (2013); incorporated by
reference herein). Given the central role of RhCMV-induced CD8* T cells in mediating this
protective effect in RhCMV/SIV-vaccinated macaques, defining the functional properties of
these T cells is critical to understanding their mechanistic contribution to RhCMV/SIV vector-
induced control of SIV replication. Understanding these properties can in turn lead to new uses

for cytomegalovirus (CMV) vaccine vectors expressing heterologous antigens.

SUMMARY

Disclosed herein is a method of generating an immune response to at least one
heterologous antigen in a subject. The method involves administering to the subject an
effective amount of a CMV vector. The CMV vector comprises a first nucleic acid that encodes
the at least one heterologous antigen, a second nucleic acid sequence that encodes at least one
active UL40 protein, or a homolog or ortholog thereof, and a third nucleic acid sequence that
encodes at least one US28 protein, or a homolog or ortholog thereof. The CMV vector does not
express an active UL128 protein, or an ortholog thereof, and does not express an active UL130
protein, or an ortholog thereof, and at least 10% of the CD8" T cells generated by the vector are
restricted by MHC-E or a homolog thereof. In some embodiments, the third nucleic acid
sequence encodes two through five active US28 proteins, or homologs or orthologs thereof.
The heterologous antigen can be any antigen, including a pathogen-specific antigen derived
from, for example, human immunodeficiency virus (HIV), simian immunodeficiency virus (SIV),
herpes simplex virus, hepatitis B or C virus, papillomavirus, Plasmodium parasites, and
Mycobacterium tuberculosis. In still further examples, the heterologous antigen can be a tumor

antigen including, for example, a tumor antigen related to acute myelogenous leukemia,
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chronic myelogenous leukemia, myelodysplastic syndrome, acute lymphoblastic leukemia,
chronic lymphoblastic leukemia, non-Hodgkin’s lymphoma, multiple myeloma, malignant
melanoma, breast cancer, lung cancer, ovarian cancer, prostate cancer, pancreatic cancer,
colon cancer, renal cell carcinoma (RCC), and germ cell tumors. In still further examples, the
heterologous antigen can be a tissue-specific antigen or a host self-antigen including, for
example, an antigen derived from the variable region of a T cell receptor (TCR), an antigen
derived from the variable region of a B cell receptor, a sperm antigen, or an egg antigen. In still
further examples, the vector does not encode (1) an active UL40 protein (or an ortholog
thereof) and/or an active US28 protein (or an ortholog thereof), (2) an active UL128 protein (or
an ortholog thereof), and (3) an active UL130 protein (or an ortholog thereof), giving rise to
MHC-II “supertope” restricted CD8" T cells but not HLA-E restricted CD8" T cells.

Also disclosed herein is a human or animal cytomegalovirus vector that includes a first
nucleic acid sequence that encodes (1) at least one heterologous protein antigen, (2) a second
nucleic acid sequence that encodes at least one active UL40 protein, or a homolog or ortholog
thereof, and (3) a third nucleic acid sequence that encodes at least one active US28 protein, or
a homolog or ortholog thereof. The vector does not express active UL128 and UL130 proteins,
or orthologs thereof. In some embodiments, the third nucleic acid sequence encodes two
through five active US28 proteins, or homologs or orthologs thereof.

Also disclosed is a human or animal cytomegalovirus vector that (1) does not express an
active UL128 protein (or an ortholog thereof), (2) does not express an active UL130 protein (or
an ortholog thereof), and (3) does not express an active UL40 protein (or an ortholog thereof)
and/or an active US28 protein (or an ortholog thereof).

Also disclosed herein is a method of generating CD8" T cells that recognize MHC-E-
peptide complexes. This method involves administering to a first subject a CMV vector that
encodes (1) at least one heterologous antigen, (2) at least one active UL40 protein (or an
ortholog or homolog thereof), and (3) at least one active US28 gene (or an ortholog or homolog
thereof), in an amount effective to generate a set of CD8" T cells that recognize MHC-E/peptide

complexes. The CMV vector does not encode active UL128 and UL130 proteins, or orthologs
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thereof. In some embodiments, the CMV vector encodes two through five active US28 proteins
or orthologs or homologs thereof. The heterologous antigen can be any antigen, including a
pathogen-specific antigen, a tumor antigen, a self-antigen, or a tissue-specific antigen. In some
embodiments, the self-antigen is an antigen derived from the variable region of a T or B cell
receptor. In some embodiments, this method may further comprise identifying a first CD8* T
cell receptor from the set of CD8" T cells, wherein the first CD8" TCR recognizes a MHC-
E/heterologous antigen-derived peptide complex. In some embodiments, the first CD8" T cell
receptor is identified by DNA or RNA sequencing. In some embodiments, this method may
further comprise transfecting one or more T cells isolated from the first subject or a second
subject with an expression vector, wherein the expression vector comprises a nucleic acid
sequence encoding a second CD8" T cell receptor and a promoter operably linked to the nucleic
acid sequence encoding the second CD8" T cell receptor, wherein the second CD8" T cell
receptor comprises CDR3a and CDR3p of the first CD8" T cell receptor, thereby generating one
or more transfected CD8" T cells that recognize a MHC-E/heterologous antigen-derived peptide
complex. In some embodiments, this method may further comprise administering the
transfected CD8" T cells to the first or second subject to treat a disease, such as cancer, a
pathogenic infection, or an autoimmune disease or disorder. In some embodiments, this
method may further comprise administering the transfected CD8" T cells to the first or second
subject to induce an autoimmune response to a self-antigen or a tissue-specific antigen.

Also disclosed is a transfected CD8" T cell that recognizes MHC-E-peptide complexes
prepared by a process comprising the steps of: (1) administering to a first subject a CMV vector
in an amount effective to generate a set of CD8" T cells that recognize MHC-E/peptide
complexes, wherein the CMV vector comprises a first nucleic acid sequence encoding at least
one heterologous antigen, a second nucleic acid sequence encoding at least one active UL40
protein, or an ortholog or homolog thereof, and a third nucleic acid sequence encoding at least
one active US28 protein, or an ortholog or homolog thereof, and wherein the CMV vector does
not express active UL128 and UL130 proteins, or orthologs thereof; (2) identifying a first CD8* T

cell receptor from the set of CD8" T cells, wherein the first CD8" T cell receptor recognizes a
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MHC-E/heterologous antigen-derived peptide complex; (3) isolating one or more CD8" T cells
from the first subject or a second subject; and (4) transfecting the one or more CD8* T cells
isolated from the first or second subject with an expression vector, wherein the expression
vector comprises a nucleic acid sequence encoding a second CD8" T cell receptor and a
promoter operably linked to the nucleic acid sequence encoding the second T cell receptor,
wherein the second CD8" T cell receptor comprises CDR3a and CDR3P of the first CD8" T cell
receptor, thereby creating a transfected T cell that recognizes MHC-E-peptide complexes. The
heterologous antigen can be any antigen, including a pathogen-specific antigen or a tumor
antigen. In some embodiments, the third nucleic acid sequence of the CMV vector encodes two
through five active US28 proteins, or orthologs or homologs thereof. Also disclosed herein are
methods of treating a disease, such as cancer, a pathogenic infection, or an autoimmune
disease or disorder, the method comprising administering the transfected CD8" T cell that

recognizes MHC-E-peptide complexes to the first or second subject.

BRIEF DESCRIPTION OF THE SEVERAL VIEWS OF THE DRAWINGS

Some of the graphs and plots included herein may be better understood using color,
which is not available in a patent application publication. Applicants consider all originally
disclosed images and graphs (whether in color or not) part of the original disclosure and reserve
the right to present color graphs and plots of the herein described figures in later proceedings.

Figure 1A is a set of flow cytometry plots of peripheral blood mononuclear cells (PBMCs)
from a strain 68-1 RhCMV/gag-vaccinated macaque (either Rh22034 or Rh21826). As discussed
in Example 1, RhCMV strain 68-1 does not express gene products from the Rh13, Rh60, Rh157.5
and 157.4 (HCMV RL11, UL36, UL128 and UL130, respectively) open reading frames. PBMCs
were evaluated for peptide-specific CD8" T cell recognition using flow cytometric intracellular
cytokine staining (ICS) to detect IFN-y and/or TNF-a production (response frequencies of CD8" T
cells shown in each quadrant) following incubation with the indicated antigen presenting cells

that were pulsed with the peptide shown. The parental, MHC-I negative K562 cells were used as
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negative controls and also transfected to express the MHC-I molecule indicated, while
autologous B-lymphoblastoid cell lines (BLCL) were used as the positive control.

Figure 1B is a set of flow cytometry plots (left panel) and a bar graph (right panel) of
CD8" T cells in PBMC from a strain 68-1 RhCMV/gag vector-vaccinated macaque (Rh22034 and
Rh21826) showing IFN-y and/or TNF-a production (response frequencies of CD8" T cells shown
in each quadrant) following incubation with antigen presenting cells (autologous BLCL or K562
transfectant expressing only Mamu-E) that were pulsed with Gag,73.287 (SIVmac239 Gag 15-mer
#69). The antigen presenting cells were incubated with the Gag 15-mer indicated along with
either no additional peptide (no blocking) or in the presence of the Mamu-E binding peptide
Rh675.1¢ VL9 (Rh67 VLI) or the Mamu-A*002:01 binding peptide Gag;1.79 GY9 (SIVgag GY9). The
right panel is a comparison of peptide blocking conditions on IFN-y and/or TNF-a production
from CD8" T cells from four strain 68-1 RhRCMV/gag vector-vaccinated macaques incubated with
autologous BLCL or a Mamu-E transfectant pulsed with Gag,73.,37 (SIVmac239 Gag 15-mer #69).
Data are normalized to the response observed with no peptide blocking.

Figure 1C is a set of flow cytometry plots (left panel) and a bar graph (right panel) of
CD8" T cells in PBMC from a strain 68-1 RhCMV/gag vector-vaccinated macaque (Rh22034 and
Rh21826) showing IFN-y and/or TNF-a production (response frequencies of CD8" T cells shown
in each quadrant) following incubation with antigen presenting cells (autologous BLCL or K562
transfectant expressing only Mamu-E) that were pulsed with Gags77.491 (SIVmac239 Gag 15-mer
#120). The antigen presenting cells were incubated with the Gag 15-mer indicated along with
either no additional peptide (no blocking) or in the presence of the Mamu-E binding peptide
Rh675.1¢ VL9 (Rh67 VLI) or the Mamu-A*002:01 binding peptide Gag;1.79 GY9 (SIVgag GY9). The
right panel is a comparison of peptide blocking conditions on IFN-y and/or TNF-a production
from CD8" T cells from four strain 68-1 RhRCMV/gag vector-vaccinated macaques incubated with
autologous BLCL or a Mamu-E transfectant pulsed with Gags77.491 (SIVmac239 Gag 15-mer
#120). Data are normalized to the response observed with no peptide blocking.

Figure 2A is a table illustrating the CD8" T cell responses to SIVmac239 Gag epitope-

mapped using flow cytometric ICS to detect recognition of 125 consecutive 15mer Gag peptides
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(with an 11 amino acid overlap) in macaques vaccinated with strain 68-1 RhCMV/gag vectors (n
= 6), strain 68-1.2 RhCMV/gag vectors (n = 9), MVA/gag vectors (n = 7), and in SIVmac239
infected macaques (n = 8). As discussed in Example 1, expression of Rh60, Rh157.5, and
Rh157.4 (HCMV UL36, UL128, and UL130, respectively) is restored in RhCMV strain 68-1.2.
Peptides resulting in above background CD8" T cell responses were subjected to MHC-I (mAb
W6/32), MHC-E (Rh67 VL9), and MHC-Il (mAb G46-6) blockade and classified as MHC-I blocked
(boxes with white fill), fully MHC-E blocked (boxes with grey fill), partially MHC-E blocked (boxes
with horizontal hatch fill), MHC-II blocked (boxes with black fill), or indeterminate (boxes with
vertical hatch fill). The minimal number of independent MHC-E blocked epitopes potentially
contained within these reactive peptides in each macaque is designated at right (see Methods).
Note that macaques 22063 and 22624 were vaccinated with BAC-derived RhCMV/gag while
macaques 21826, 22034, 22436, and 22607 were vaccinated with non-BAC derived
RhCMVgag(L).

Figure 2B is a set of flow cytometry plots of CD8" T cells in PBMC from a
MamuA1*001:01+ strain 68-1 RhCMV/gag vector-vaccinated macaque showing IFN-y and/or
TNF-o. production (response frequencies of CD8" T cells shown in each quadrant) following
incubation with antigen presenting cells (autologous BLCL or K562 transfectant expressing only
MamuA1*001:01 or Mamu-E) that were pulsed with the Gaggq g3 (Gag #18) peptide alone (no
blocking), or in the presence of MHC-E-binding Rh675.16 VL9 or Mamu-A*01-binding Gagisi.1g9
CMS9 peptide.

Figure 2C is a set of flow cytometry plots of CD8" T cells in PBMC from a
MamuA1*001:01- strain 68-1 RhCMV/gag vector-vaccinated macaque incubated with antigen
presenting cells as described for Figure 2B.

Figure 3A is a set of two plots showing bulk surface MHC-I (measured by mAb W6/32)
on the surface of productively SIV-infected (CD4 Gag p27*) or uninfected (CD4" Gagp27’) CD4+
T cell targets. Representative flow cytometry plots are shown on the left panel while the right
panel depicts the mean fluorescent intensity (MFI) of bulk MHC-I staining in SIV infected versus

uninfected CD4" T cells derived from a total of 16 unrelated rhesus macaques.
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Figure 3B is a set of two plots showing MHC-E (measured by mAb 4D12) on the surface
of productively SIV-infected (CD4™ Gag p27°) or uninfected (CD4" Gagp27’) CD4" T cell targets.
Representative flow cytometry plots are shown on the left panel while the right panel depicts
the MFI of MHC-E staining in SIV infected versus uninfected CD4" T cells derived from a total of
16 unrelated rhesus macaques.

Figure 3C is a plot showing the phenotype of MHC-E restricted CD8" T cells responding
to Gagyrzzg7 (69) or Gagsr7.491 (120) peptide stimulation. Percentages were calculated by
examining the number of IFN-y and/or TNF-a producing cells expressing each marker.

Figure 4A is a set of representative flow cytometry plots of CD8" T cells isolated from
macaques vaccinated with either strain 68-1 RhnCMV/gag, MVA/gag, strain 68-1.2 RhCMV/gag,
or infected with SIV, showing IFN-y and/or TNF-a production from CD8" T cells following
incubation with autologous SIVmac239-infected CD4" T cells alone (no block), or in the
presence of the MHC-II binding Class ll-associated invariant chain peptide (CLIP) plus the pan-
MHC-I blocking mAb W6/32 (W6/32 + CLIP), or Rh675.16 VL9 plus CLIP (VL9 + CLIP).

Figure 4B is a bar graph of a comparison of the normalized response frequencies for the
recognition and blocking experiments represented in Fig. 4A for CD8" T cells from macaques
vaccinated with strain 68-1 RhCMV/gag (n = 5), MVA/gag (n = 6), strain 68-1.2 RhCMV/gag (n =
4), or infected with SIV (n = 6).

Figure 4C is a set of flow cytometry plots illustrating the recognition of SIV-infected cells
by CD8" T cell lines (CL) specific for either the MHC-E restricted Gaga;7.491 Gag #120 epitope (top
row) or the Mamu-A*001:01 restricted Gagigi1z9 CM9 epitope (bottom row). CLs were
incubated with uninfected or SIV-infected CD4+ T cells (from Rh22607) in the presence of the
blocking conditions indicated.

Figure 5 (left panel) shows the percentage of CD8" T cells in PBMC from a rhesus
macaque inoculated with a Rh67 (UL40)-deleted 68-1 RhCMV expressing SIVgag showing IFN-y
and/or TNF-a production following incubation with overlapping peptides corresponding to
SIVgag at the indicated time points. The central panel shows that CD8" T cells in PBMC from the

same animal do not respond to the Mamu-E-restricted peptides Gagy732g7 (Gag69) or Gagy77.491
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(Gag120). The right panel shows the percentage of CD8" T cells in PBMC from the same animal
responding to MHC-II restricted peptides (Gag53 and Gag73). The MHC-II peptides correspond
to so-called supertopes, i.e. these peptides are presented by many different MHC-II alleles and
hence elicit responses in most animals.

Figure 6 is a table illustrating the CD8" T cell responses to SIVmac239 Gag epitope-
mapped using flow cytometric ICS to detect recognition of 125 consecutive 15mer Gag peptides
(with an 11 amino acid overlap) in macaques vaccinated with strain 68-1 RhCMV/gag vectors (n
= 3) lacking Rh67. Peptides resulting in above background CD8" T cell responses were subjected
to MHC-I (mAb W6/32), MHC-E (Rh67 VL9), and MHC-II (mAb G46-6) blockade and classified as
MHC-I blocked (boxes with white fill), MHC-E blocked (boxes with grey fill), and MHC-II blocked
(boxes with black fill). Note that all peptides are restricted by MHC-Il demonstrating the need
for Rh67 to elicit HLA-E specific CD8' T cell responses.

Figure 7A is a set of plots showing surface staining of MHC-II, MHC-la, MHC-E, or MHC-F
by cell lines transfected with single Mamu-D molecules.

Figure 7B is a table showing genotyping of the indicated rhesus macaque (RM)
individuals. Individuals were Mamu-A, -B, and —E genotyped by Roche/454 pyrosequencing.
Grey shading indicates alleles selected for MHC-I transfectant generation. Where multiple
alleles are listed, the bolded allele was produced.

Figure 7C is a set of two plots wherein one MHC-la or MHC-Ib allele was transfected into
a parental (MHC-I negative) cell line (.221 cells or K562, respectively). Cells were stained with a
cross-reactive human MHC-I monoclonal antibody (W6/32) for 15 minutes at room
temperature to assess MHC-I expression. Cells were washed once with 1X PBS supplemented
with 10% fetal bovine serum, fixed with 2% paraformaldehyde, collected on a LSRIl flow
cytometer, and analyzed with FlowJo. MHC-I-expressing B-lymphoblastoid cells (BLCL) served as
a positive control, while the MHC-I negative parental cell lines were used as a negative control.

Figure 8A is a set of plots showing representative flow data of a restriction assay from

Rh22607 for Gag 120.



10

15

20

25

WO 2016/130693 PCT/US2016/017373

Figure 8B is a table showing PBMC from the 4 indicated RM (#s 21826, 22436, 22034,
and 22607; Mamu-/ alleles shown in Fig. 7B) were incubated with autologous B lymphoblastoid
cells (BLCL), MHC-I-null .221 or K562 cells, or the indicated single Mamu-I transfectants pulsed
with the indicated SIVgag peptides and were then analyzed for CD8" T cell responses by flow
cytometric ICS (see Fig. 1). Beginning in the second column, combinations that resulted in CD8"
T cell responses above background (no peptide) are indicated by + signs (grey boxes);
combinations that did not result in CD8" T cell responses above background are indicated by -
signs (open boxes). In the first column, Mamu-/ alleles that are expressed in each RM are
indicated in grey boxes; non-expressed alleles are shown in open boxes.

Figure 9 is a set of flow cytometry plots of MHC-I vs. MHC-E blockade studies.
Representative flow cytometry plots of CD8" T cells in PBMC from (left) a strain 68-1
RhCMV/gag vector-vaccinated macaque, or (B) a strain 68-1.2 RhCMV/gag vector-vaccinated
macaque showing IFN-y and/or TNF-a production (response frequencies of CD8* T cells shown
in each quadrant) following incubation with the Gag 15-mer peptide indicated on top and the
blocking condition indicated at left.

Figure 10A is a set of flow cytometry plots showing PBMC from strain 68-1 RhCMV/gag
vector-vaccinated macaques were stimulated with Gag,73.,57 (SIVmac239 Gag 15-mer #69) and
flow cytometric ICS was performed. CD8" T cells responding to these MHC-E bound Gag
peptides were identified via IFN-y and TNF-a and then compared against the remaining cells in
PBMC for expression of the markers indicated. Numbers in black indicate the overall
percentage of cells in PBMC that are positive for the marker indicated, while the numbers in
gray indicate the percentage of IFN-y and TNF-a producing cells that are positive.

Figure 10B is a set of flow cytometry plots showing PBMC from strain 68-1 RhCMV/gag
vector-vaccinated macaques were stimulated with Gags;7.491 (SIVmac239 Gag 15-mer #120) and
flow cytometric ICS was performed. CD8" T cells responding to these MHC-E bound Gag
peptides were identified via IFN-y and TNF-a and then compared against the remaining cells in

PBMC for expression of the markers indicated. Numbers in black indicate the overall

10
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percentage of cells in PBMC that are positive for the marker indicated, while the numbers in
gray indicate the percentage of IFN-y and TNF-a producing cells that are positive.

Figure 11 collectively shows MHC restriction of strain 68-1 RhCMV/SIVgag-elicited CD8"
T cells.

Figure 11A is a set of plots showing results from flow cytometric intra-cellular cytokine
staining (ICS) analysis of PBMC from a representative strain 68-1 RhCMV/SIVgag-vaccinated
macaque (Rh22034; of 4 similarly analyzed). PBMC from vaccinated macaques were stimulated
with the indicated 15mer peptide epitopes pulsed onto the surface of the indicated MHC-I
transfectants or control cells with CD8" T cell recognition determined by detection of IFN-y
and/or TNF-a production by flow cytometric ICS assay (response frequencies of gated CD8" T
cells shown in each quadrant). The parental MHC-I-negative .221 and K562 cells were used as
negative controls, while autologous B-lymphoblastoid cells (BLCL) were used as the positive
control. The MHC-I molecules tested included both those expressed by Rh22034.

Figure 11B is a set of plots showing results from flow cytometric ICS analysis of
additional macaque and human MHC-E molecules not expressed by Rh22034 similar to that of
Figure 11A.

Figure 11C is a set of plots showing phenotypic analysis of PBMC from RM treated with
the same strain 68-1 RhCMV/SIVgag vector-vaccinated macaque as shown above
(representative of 4 similarly analyzed) were stimulated with autologous BLCL pulsed with
either SIVgag,73287(69) or SIVgagar7-491(120), and responding CD3" lymphocytes (IFN-y and TNF-
a-producing; gate shown in left plot) were phenotyped by flow cytometric ICS assay with
responding cells and non-responding cells within the designated gates indicated in grey and
black, respectively, in each plot (and their relative % within the rectangular regions shown in
each plot indicated in the same colors).

Figure 11D is a set of plots of the results where single MHC-E transfectants were pre-
incubated with canonical MHC-E-binding peptide VMAPRTLLL (VL9) or a control non-MHC-E
binding peptide (SIVgag GY9) prior to pulsing with the indicated SIVgag 15mer peptide epitope.

Flow cytometric ICS assays were conducted as described above using PBMC from strain 68-1
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RhCMV/SIVgag-vaccinated macaques, and the following MHC-E transfectants: Mamu-E*02:04
for SIVgag,73.287(69), SIVgagsss 399(97), and SIVgagssz 447(109) and Mamu-E*02:11 for SIVgagysy.
271(65) and SIVgagaz7.491(120).

Figure 12 collectively shows that MHC-E restriction is limited to CD8" T cell responses
elicited by ARh157.5/.4 RhCMV vectors.

Figure 12A is a table showing that CD8" T cell responses to SIVgag were epitope-mapped
using flow cytometric ICS to detect recognition of 125 consecutive 15mer gag peptides (with an
11 amino acid overlap) in macaques vaccinated with the indicated SIVgag expressing viral
vectors or infected with SIVmac239 itself (n = 6 per group shown). Peptides resulting in above
background CD8" T cell responses are indicated by a box, with the fill of the box designating
MHC restriction as determined by blocking with the anti-pan-MHC-I mAb W6-32, the MHC-E
blocking peptide VL9 and the MHC-II blocking peptide CLIP. MHC-la-, MHC-E-, and MHC-II-
restriction was based on >90% response blocking by W6-32 alone (boxes with white fill), W6-32
and VL9 alone (boxes with grey fill), and CLIP alone (boxes with black fill), respectively, with
responses not meeting these criteria labeled indeterminate (boxes with vertical hatch fill). The
minimal number of independent epitopes in these MHC restriction categories is shown at right
for each macaque.

Figure 12B is a table showing CD8" T cell responses to SIVpol and the M. tuberculosis
proteins Ag85B, ESAT-6, and RpfA epitope-mapped as described above in macaques vaccinated
with strain 68-1 RhCMV vectors expressing these proteins.

Figure 12C is a set of plots (right), another set of plots (middle), and a bar graph (right)
showing that analysis of SIV-infected CD4" cell recognition by CD8" cells isolated from macaques
vaccinated with strain 68-1 RhCMV/gag, MVA/gag, strain 68-1.2 RhCMV/gag vectors, or
infected with SIV. The flow profiles at left show IFN-y and TNF-a production following CD8" T
cell incubation with autologous SIVmac239-infected CD4" T cells alone (no block), or in the
presence of the pan-MHC-I-blocking mAb W6/32 plus the MHC-II-binding CLIP peptide (anti-
MHC-I + CLIP), or MHC-E-binding peptide VL9 plus CLIP (VL9 + CLIP). All plots are gated on live,

CD3", CD8" cells. The bar graph at right shows the results from all studied macaques.
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Figure 13A is a plot showing a comparison of the total number of distinct MHC E- (grey)
vs. MHC-la (black)-restricted SIVgag epitopes recognized by circulating CD8" T cells in individual
macaques vaccinated with strain 68-1 RhCMV/gag vs. conventional viral vectors, the latter
including MVA/gag (n = 11), Ad5/gag (n = 3) and electroporated DNA/gag + IL-12 (n = 4), or in
macaques with controlled SIVmac239 infection (plasma viral load <10,000 copies/ml; n = 12).
The horizontal bars indicate median values.

Figure 13B is a plot showing a comparison of the density (epitope number per 100
amino acids of protein length) of MHC E-restricted epitopes recognized by circulating CD8" T
cells in individual macaques vaccinated with strain 68-1 RhCMV vectors expressing each of the
indicated antigens (note: RhCMV IE1 responses were evaluated in CMV naive macaques
administered 68-1 RhCMV/gag). The horizontal bars indicate median values for each group.

Figure 13C is a bar graph of an analysis of the breadth of MHC-E-restricted SlVgag
epitope-specific CD8" T cell responses across 125 overlapping (11 amino acid overlap),
consecutive SIVgag 15mer peptides in 42 strain 68-1 RhCMV/gag vector-vaccinated macaques.
Note that 109/125 15mers (87%) were recognized by MHC-E-restricted CD8" T cells in at least 1
macaque.

Figure 13D (left) is a sequence LOGO indicating the frequency of each amino acid in a
given position (relative to their background frequency in SIVmac239 Gag; see methods) by the
height of the letter, based on 11 optimal, MHC-E-restricted SIVgag 9mer peptide epitopes
recognized by CD8+ T cells in strain 68-1 RhCMV vector-vaccinated macaques. The sequence
LOGO is colored according to enrichment (letters with grey fill or hatched letters) or
underrepresentation (letters with white fill) among 551 peptides eluted from HLA-E in a TAP-
deficient setting by Lampen MH et al., Mol Immunol 53, 126-131 (2013); incorporated by
reference herein. Amino acids enriched in the 2™ and C-terminal anchor positions among the
551 Lampen et al. peptides were rare among our 11 optimal SIVgag peptides (right), while
those that were significantly underrepresented were enriched. The percentage of strain 68-1
RhCMV/gag-vaccinated macaques that responded to each optimal peptide is noted as the

“Recognition Frequency”.
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Figure 14 is a plot showing that the SIVgagiezs4 and SIVgagusrago €pitopes are
recognized by CD8" T cells in all strain 68-1 RhCMV/gag-vaccinated rhesus macaques. The CD8"
T cell response to the indicated SIVgag 9mer peptides was determined in 120 strain 68-1
RhCMV/gag-vaccinated RM using flow cytometric ICS, using peptide-specific induction of TNF-a
and/or IFN-y within CD3*/CD8" T cells as the response read-out. All macaques manifested
detectable responses to these supertopic epitopes after background subtraction. The response
frequencies shown have been memory-corrected to reflect the frequency of epitope-

responding cells with the CD8*, CD95"&"

memory subset. Horizontal bars indicate median
values.

Figure 15 collectively shows the validation of transfected cell lines expressing single
MHC-I molecules corresponding to MHC-I molecules expressed by 4 strain 68-1 RhCMV/SIVgag-
vaccinated macaques.

Figure 15A is a table showing the results where four strain 68-1 RhCMV/SIVgag-
vaccinated macaques were Mamu-A, -B, and -E genotyped by Roche/454 pyrosequencing. Grey
shading indicates alleles selected for MHC-| transfectant generation. Where multiple alleles are
listed, a transfectant expressing the bolded allomorph was produced.

Figure 15B is a set of two plots showing expression of single MHC-I molecules. MHC-la
or MHC-Ib alleles were transfected into a parental (MHC-I negative) cell line (.221 cells or K562
cells) and stained with pan-MHC-I monoclonal antibody (W6/32). MHC-l-expressing B-
lymphoblastoid cells (BLCL) served as a positive control, while the MHC-I-negative parental cell
lines were used as negative controls.

Figure 16A and 16B collectively show a comprehensive analysis of the MHC-la and MHC-
Ib specificity of RRCMV/SIVgag-induced CD8" T cell response in 4 macaques.

Figure 16A is a set of plots showing representative flow cytometric ICS profiles of MHC
restriction analysis of the SIVgagaiz3 447(109) response using PBMC from Rh22034. The TNF-a vs.

IFN-y flow profiles shown were gated on CD3", CD8" lymphocytes, with the fraction of cells in

each quadrant indicated in the figure.
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Figure 16B is a table showing PBMC from the 4 indicated macaques (MHC-typing shown
in Fig. 15A) that were incubated with autologous B-lymphoblastoid cells (BLCL), MHC-I-negative
.221 or K562 cells, or single MHC-I transfectants pulsed (and washed) with the indicated SIVgag
peptides, and were then analyzed for CD8" T cell responses by flow cytometric ICS. Beginning in
the second column, combinations that resulted in CD8" T cell responses above background (no
peptide) are indicated by + signs (grey boxes); combinations that did not result in CD8" T cell
responses above background are indicated by - signs (open boxes). In the first column, MHC-|
alleles expressed in each RM are indicated in grey boxes; non-expressed alleles are shown in
open boxes (expression of Mamu-F*01:01 unknown).

Figure 17 is a table showing that classical MHC-la allomorphs capable of presenting
SIVgag peptides to strain 68-1 RhCMV/SIVgag-elicited CD8" T cells are not the restricting MHC
alleles for these T cell responses. A cohort of 20 strain 68-1 RhCMV/SIVgag vector-vaccinated
macaques were MHC-typed for the presence of Mamu-A1*001:01 and —A1*002:01 and tested
for CD8" T cell responses specific for SIVgagsss3(18), SIVgagize143(33), and SIVgagiez»11(50).
Note that the detection of CD8" T cells specific for these three epitopes in strain 68-1
RhCMV/gag vector-vaccinated macaques is independent of the presence of Mamu-A1*001:01
or —A1*002:01 in the vaccinated animal.

Figures 18A and 18B collectively show that strain 68-1 RhCMV/SIVgag-elicited CD8* T
cells recognize peptide in the context of both rhesus macaque and human MHC-E molecules.

Figure 18A is a set of plots showing PBMCs from strain 68-1 RhCMV/SIVgag vector-
vaccinated macaques [Rh21826: SIVgagsg 103(23), SIVgagir9.143(33), SIVgagss7.271(65), SIVgagsss.
487(119); Rh22034: SIVgage1.75(16), SIVgages.s3(18), SIVgagy71-287(69), SIVgagsss-399(97), SIVgagass-
491(120); Rh22436: SIVgagie7,11(30), SIVgagis7.211(50)] were evaluated for peptide-specific CD8*
T cell recognition using flow cytometric ICS to detect IFN-y and/or TNF-a production (response
frequencies of CD8" T cells shown in each quadrant) following incubation with the indicated
Gag 15-mer peptides pulsed (and washed) on the indicated MHC-E transfectants and control

antigen presenting cells (see Fig. 11). Note that all 12 MHC-E-restricted 15mer peptide epitopes
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can be effectively presented to strain 68-1 RhRCMV/SIVgag vector-elicited CD8" T cells on both
Mamu-E allomorphs and on HLA-E.

Figure 18B is an amino acid alignment of the al and a2 regions of human and rhesus
macaque MHC-E molecules expressed by transfectants represented in Fig. 18A, with the key B
and F pocket residues indicated with grey shading. All of the B and F pocket residues interacting
with bound peptide are conserved between HLA-E*01:03, Mamu-E*02:04, and Mamu-E*02:11,
while substitutions exist in these residues in Mamu-E*02:20, the most disparate of the MHC-E
molecules studied here. Despite harboring substitutions in both B and F pocket residues
compared to the other allomorphs, Mamu-E*02:20 is able to bind and present the identical
peptides.

Figure 19 is a plot showing that strain 68-1 RhCMV/SIVgag-elicited, supertope-specific
CD8+ T cells exhibit a conventional CD8aB* T cell phenotype. The figure summarizes the
phenotypic analysis of MHC-E-restricted CD8, T cells responding to SIVgag,/3..87(69) or
SIVgags77.491(120) peptide stimulation in four 68-1 RhCMV/SIVgag-vaccinated macaques
(Rh21826, Rh22034, Rh22436, Rh22607). The figure shows the percentages of peptide-
responding CD3" T cells (IFN-y* and TNF-a*) that express the designated phenotypes (see flow
cytometric profiles in Fig. 11C).

Figure 20A is a set of plots of single MHC-E transfectants pre-incubated with canonical
MHC-E-binding peptide VMAPRTLLL (VL9) or control peptide prior to pulsing with the indicated
SIVgag 15-mer peptide epitope. Flow cytometric ICS was conducted as described for Fig. 11
using PBMC from strain 68-1 RhCMV/SIVgag-vaccinated macaques: Rh21826 for SIVgagss.
103(23), SIVgagiz9.143(33), SIVgagio7.211(50), and SIVgags734s7(119) responses; Rh22034 for
SIVgage1 75(16) and SIVgages.g3(18) responses; Rh22436 for the SIVgagi17.131(30) response. The
following MHC-E transfectants were utilized: Mamu-E*02:04 for the SIVgagess3(18) and
SIVgagsg 103(23) responses; Mamu-E*02:11 for the SIVgagei1.75(16), SIVgagii7.131(30), SIVgagiae.
143(33), SIVgagi97.211(50), and SIVgags73.457(119) responses. The following control peptides were
utilized at a final concentration of 20uM: Mamu-A1*002:01-binding peptide SIVgag71.79(GY9)

for SIVgagss.103(23), SIVgagi17-131(30), and SIVgagire.143(33) responses, and the Mamu-
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A1*001:01-binding peptide SIVgagigi.1s9(CM9) for the SIVgagess3(18), SIVgagigz211(50), and
SIVgags73.487(119) responses. These data, along with the data in Fig. 11D, indicate that the VL9
peptide efficiently blocks CD8+ T cell recognition of 12 diverse MHC-E-presented 15mer peptide
epitopes.

Figure 20B is a plot where the indicated antigen-presenting cells were pre-incubated
with increasing concentrations of VL9 prior to pulse with the SIVgags;7.491(120) SIVgag 15-mer
or optimal Mamu-A1*001:01-restricted Gag-CM9 or Tat-SL8 peptides. These antigen-presenting
cells were then incubated with the indicated effectors for flow cytometric ICS analysis, as
described for Fig. 20A. Rh22436 is a 68-1 RhCMV/SIVgag-vaccinated RM, while Rh27002 is SIV-
infected. Note that increasing concentrations of VL9 peptide progressively block the ability of
MHC-E-expressing antigen-presenting cells to activate SIVgaga77.491(120)-specific CD8* T cells
from a strain 68-1 RhCMV/gag vector-vaccinated macaque, but have no effect on
conventionally MHC-la-restricted CD8+ T cells specific for Gag-CM9 or Tat-SL8.

Figure 21 shows formal truncation analysis for 8 additional MHC-E-restricted 15 peptide
epitopes using peptide-specific CD8" T cell expression of TNF-a and/or IFN-y by flow cytometric
ICS as response readout. CD8" T cell responses to amino terminal and carboxy terminal
truncations of the parent 15mer were initially determined to define optimal peptide length and
the amino- and carboxy-termini of the core epitope (top panel, with grey shading indicating the
terminal amino acids of the most stimulatory amino- and carboxy-terminal-truncated peptides).
The optimal 9mer implied by this truncation approach was then confirmed by analysis of the 7
consecutive 9mers that make up each 15mer (bottom panel). The 9mers shaded in grey in each
of the bottom panels represent the optimal epitope for each parent 15mer.

Figure 22A and 22B collectively show dose response of MHC-E-restricted CD8" T cells to
optimal 9mers pulsed on human and rhesus macaques MHC-E transfectants. Mamu-E*02:04,
Mamu-E*02:20 and HLA-E*01:03 transfectants were pulsed with the indicated concentration of
the optimal SIVgag 9mer peptide epitopes SIVgagszs.ags, SIVEALr59.267, SIVEAE76.284, OF SIVEaZ4gs.
ag0 (see fig. 21), washed, and combined with PBMC from 3-4 68-1 RhCMV/SIVgag-vaccinated
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macaques for flow cytometric ICS determination of the frequency of responding CD8" T cells
(IFN-y* and/or TNF-a*).

Figure 22A is a set of plots showing a representative analysis of the dose response to
SIVgaga7e.484 in Rh22607.

Figure 22B is a set of plots showing the dose response (mean + SEM response
frequencies) for CD8" T cells responding to SIVgagass.asa, SIVgagase-267, SIVEag:76-284, SIVEagasr-ag0
with response frequencies normalized to the response observed with the transfectant pulsed
with 10 uM peptide dose.

Figure 23 is a chart of genomic differences between RhCMV vector strains 68-1, 68-1.2
and ARh157.4/.5 68-1.2. In low passage isolates of RhCMV, the Rh157.5 (UL128), Rh157.4
(UL130) and Rh157.6 (UL131A) genes are encoded on the 2" strand in reverse orientation.
During serial passage in tissue culture, RhNCMV 68-1 acquired distinctive fibroblast adaptations.
The Rh157.5 (UL128) ORF and most of exon 2 of the Rh157.4 (UL130) ORF were deleted and the
adjacent genomic region inverted, resulting in loss of the pentameric receptor complex that
mediates viral entry into non-fibroblasts. Fibroblast adaptation of strain 68-1 RhCMV also
resulted in insertion of an additional thymidine in the Rh61/Rh60 (UL36) gene, resulting in a
frame shift mutation and a premature stop codon. In RhCMV 68-1.2, a functional pentameric
complex was restored by insertion of Rh157.5 (UL128) and exon 2 of Rh157.4 (UL130) from
RhCMV strain 180.92 into RhCMV 68.1 right after the first exon of Rh157.4 (UL130), and the
Rh61/Rh60 (UL36) mutation was reverted to wild type configuration. To ensure that the
unconventional MHC restriction of CD8" T cells elicited by strain 68-1 RhCMV vectors was
attributable to the Rh157.5/.4 (UL128/UL130) deletion (and consequent lack of a functional
pentameric complex), Rh157.5 (UL128) and Rh157.4 (UL130) were specifically re-deleted from
strain 68-1.2 by homologous recombination starting 50 bp upstream of the Rh 157.6 (UL131A)
stop codon up to the Rh157.5 (UL128) stop codon, leaving the Rh61/Rh60 (UL36) repair intact.
Therefore, phenotypic features shared between this ARh157.5/.4 (AUL128/UL130) strain 68-1.2
RhCMV vector and the original strain 68-1 vectors that differ from the repaired strain 68-1.2
RhCMV vector would be directly attributable to Rh157.5/.4 (UL128/UL130) deletion.
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Figure 24 collectively shows differential utilization of MHC-E vs. MHC-la by CD8" T cells
elicited by strain 68-1 vs. strain 68-1.2 RhCMV/gag vectors.

Figure 24A shows representative flow cytometric response profiles (IFN-y vs. TNF-a on
gated CD3", CD8" T cells) of MHC-I-dependent, SIVgag epitope-specific CD8" T cells elicited by
the strain 68-1 (Rh157.4/.5-deleted) RhCMV/gag vectors, with and without blocking with the
pan anti-MHC-I-blocking mAb W6-32 or the MHC-E-blocking VL9 peptide.

Figure 24B shows representative flow cytometric response profiles (IFN-y vs. TNF-a on
gated CD3", CD8" T cells) of MHC-I-dependent, SIVgag epitope-specific CD8" T cells elicited by
the strain 68-1.2 (Rh157.4/.5-intact) RhCMV/gag vectors, with and without blocking with the
pan anti-MHC-I-blocking mAb W6-32 or the MHC-E-blocking VL9 peptide (see Fig. 20). Note that
the VL9 peptide only blocks all MHC-I-dependent responses elicited by the strain 68-1 RhCMV
vector.

Figure 25 is a restriction analysis of epitope-specific CD8" T cell responses elicited by
RhCMV/gag vectors (strains 68.1 and 68-1.2), MVA/gag vector, and by controlled SIV infection.
As described for Fig. 12A, CD8" T cell responses to SIVgag were epitope-mapped using flow
cytometric ICS to detect recognition of 125 consecutive 15mer gag peptides (with an 11 amino
acid overlap) in additional macaques (over the 6 animals from each group shown in Fig. 12A)
vaccinated with the indicated SIVgag expressing viral vectors or infected with SIVmac239 itself
(SIVmac239 controller macaques). Peptides resulting in above background CD8" T cell
responses are indicated by a box, with the fill of the box designating MHC restriction, as
determined by blocking with the anti-pan-MHC-I mAb W6-32, the MHC-E blocking peptide VL9
and the MHC-II blocking peptide CLIP. MHC-la-, MHC-E-, and MHC-II-restriction was based on
>90% response blocking by W6-32 alone (boxes with white fill), W6-32 and VL9 alone (boxes
with grey fill), and CLIP alone (boxes with black fill), respectively, with responses not meeting
these criteria labeled indeterminate (boxes with vertical hatch fill). The minimal number of
independent epitopes in these MHC restriction categories is shown at right for each macaque.
Note that all evaluable epitopes recognized by CD8" T cells from strain 68-1 RhRCMV/gag vector-

vaccinated macaques were unconventionally restricted, either by MHC-Il or MHC-E. In contrast,
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all responses elicited by the strain 68-1.2 RhCMV/gag and MVA/gag vectors were
conventionally MHC-la-restricted. The vast majority of SIVgag epitope-specific CD8" T cell
responses identified in SIV controller macaques were also MHC-la-restricted, but 4 of 12 of
these animals manifested one epitope-specific response that was unequivocally MHC-II-
restricted (4 responses out of 179 total responses = 2.2%), indicating the MHC-lI-restricted CD8"
T cells can be identified as a minor component of conventional immune responses to infection.
Figure 26 is a chart showing epitope mapping of CD8" T cell responses to the RhCMV
Immediate Early-1 (IE1) protein in natural (wild type) RhCMV infection and both primary and
secondary infection with the strain 68-1 RhCMV/gag vector. CD8" T cell responses to RhRCMV |E1
were epitope-mapped using flow cytometric ICS to detect recognition of 137 consecutive
15mer IE1 peptides (with an 11 amino acid overlap) in 1) macaques that were naturally infected
with wildtype (colony circulating) RhCMV (top panel), 2) RhCMV naive macaques inoculated
with the strain 68-1 RhCMV/gag vector (middle panel), and 3) naturally wild type RhCMV-
infected macaques that were superinfected with the strain 68-1 RhCMV/gag vector (bottom
panel). Peptides resulting in above background CD8" T cell responses are indicated by a box,
with the fill of the box designating MHC restriction as determined by blocking with the anti-pan-
MHC-I mAb W6-32, the MHC E blocking peptide VL9 and the MHC-II blocking peptide CLIP.
MHC-la-, MHC-E-, and MHC-Il-restriction was based on >90% response blocking by W6-32 alone
(boxes with white fill), W6-32 and VL9 alone (boxes with grey fill), and CLIP alone (boxes with
black fill), respectively, with responses not meeting these criteria labeled indeterminate (boxes
with vertical hatch fill). The minimal number of independent epitopes in these MHC restriction
categories is shown at right for each macaque. Note that the IE1 epitope-specific responses in
the naturally infected macaques are entirely MHC la-restricted, whereas in the macaques solely
infected with the strain 68-1 RhCMV/gag vector, these responses are broader and entirely
unconventionally restricted (an ~1:1 ratio of MHC-ll- and MHC-E-restricted epitopes). The
naturally RhCMV-infected macaques that were superinfected with the strain 68-1 RhCMV/gag
vectors show the expected admixture of IEl-epitope-specific CD8" T cells that were

conventionally (MHC-la) and unconventionally (MHC-Il and MHC-E) restricted.
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Figure 27A is a validation of the specificity of MHC-E-specific mAb 4D12 in rhesus
macaques. Histograms showing surface staining of single MHC-la or MHC-Ib transfectants by
the pan-MHC-I mAb W6/32 (top row) versus the MHC-E-specific mAb 4D12 (bottom row). Note
that all Mamu-la and Mamu-E allomorphs were transfected into the murine cell line RMA-S,
which expresses human B2-microglubulin. Macaque BLCL were used as a positive control,
whereas the parent RMA-S cell line was used as a negative control (light gray histogram). Note
the restriction of 4D12 reactivity to the Mamu-E transfectants.

Figure 27B shows the surface expression of total MHC-| as determined by staining with
mAb W6/32),

Figure 27C shows the surface expression of total MHC-I, as determined by staining with
mAb 4D12, on productively SIV-infected and uninfected CD4" T cells in the same cultures, with
SIV-infected cells recognized by intracellular expression of Gag Ag and CD4 down-regulation
(Gag+/CD4'°W), and uninfected cells recognized by lack of Gag reactivity and high levels of

high). The left panels show representative flow cytometric

surface CD4 expression (Gag/CD4
histograms. The right panels depict the MFI of total MHC-I or specific MHC-E staining in SIV
infected versus uninfected CD4" T cells derived from a total of 16 unrelated macaques. P values
were determined by the paired Student’s T test.

Figure 28 is a population-level analysis of MHC-la-restricted CD8" T cell responses to
SIVgag. Analysis of the breadth of conventionally MHC-la-restricted SIVgag epitope-specific
CD8" T cell responses across 125 overlapping (11 amino acid), consecutive SIVgag 15mer
peptides in 30 macaques vaccinated with conventional SIVgag-expression vaccines (11
MVA/gag, 3 Ad5/gag, 4 DNA/gag + IL-12) or infected with SIVmac239 (with plateau-phase viral
loads <10,000 copies/ml; n = 12). The asterisk (*) indicates the Gag-45 15mer peptide which
includes the Mamu-A1*001:01-restricted immunodominant SIVgagisi.159(CM9) epitope.
Selection of monkeys for this cohort was largely unbiased with respect to MHC-la allomorphs,
except for preferential selection of Mamu-A1*001:01 (expressed by 19 of the 30 macaques),

accounting for the high frequency of monkeys responding to the Gag45 15mer. Except for the

Gagd5 peptide, with its artificially increased response frequency, the frequency of monkeys
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with MHC-I-restricted CD8" T cells reactive to any of the other Gag 15mers is relatively low (only
two 15mers with 40% recognition and none >40%), compared to the MHC-E-restricted CD8" T
cell responses elicited by the strain 68-1 RhCMV/gag vector (19 epitopes with >40% recognition
frequency, including 2 universal supertopes; Fig. 3C). However, all but one of the 125
consecutive SIVgag 15mers are recognized by MHC-la-restricted CD8" T cells in at least one
macaque, and all but 13 SIVgag 15mers are targeted in 2 or more macaques. In contrast, the
MHC-E-restricted CD8" T cells elicited in 42 macaques by the strain 68-1 RhCMV/gag vector
failed to recognize 16 of 125 SlVgag 15mers. Thus, while the MHC-E-restricted CD8* T cell
responses elicited by strain 68-1 RhCMV vectors are remarkably broad for a functionally
monomorphic restricting element, they are not as broad as responses supported by an entire
population of polymorphic MHC-la molecules, perhaps accounting for the evolutionary
dominance of the MHC-la-restricted antigen presentation system.

Figure 29 is a set of three plots. The left panel shows the percentage of CD8" T cells in
PBMC from a rhesus macaque inoculated with a Rh214 to Rh220-deleted 68-1RhCMV
expressing SIVgag showing IFN-y and/or TNF-a production following incubation with
overlapping peptides corresponding to SIVgag at the indicated time points. The gene region
Rh214 to Rh220 encodes five genes with homology to human cytomegalovirus (HCMV) US28:
Rh214, Rh215, Rh216, Rh218, Rh220 (D. Malouli et al., J Virol 86, 8959 (2012); incorporated by
reference herein). The center panel shows that CD8" T cells in PBMC from the same animal do
not respond to the Mamu-E-restricted peptides Gagy73.287 (Gagb9) or Gagsz7.491 (Gagl20). The
right panel shows the percentage of CD8" T cells in PBMC from the same animal responding to
MHC-II restricted peptides (Gag53 and Gag73). The MHC-II peptides correspond to so-called
supertopes, i.e. these peptides are presented by many different MHC-II alleles and hence elicit
responses in most animals.

Figure 30 is a table illustrating the CD8" T cell responses to SIVmac239 Gag epitope-
mapped using flow cytometric ICS to detect recognition of 125 consecutive 15mer Gag peptides
(with an 11 amino acid overlap) in macaques vaccinated with strain 68-1 RhCMV/gag vectors (n

= 3) lacking Rh214-220. Peptides resulting in above background CD8" T cell responses were
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subjected to MHC-I (mAb W6/32), MHC-E (Rh67 VL9), and MHC-Il (mAb G46-6) blockade and
classified as MHC-I blocked (boxes with white fill), MHC-E blocked (boxes with grey fill), MHC-II
blocked (boxes with black fill), or indeterminate (boxes with hatch fill). Note that all peptides
are restricted by MHC-Il demonstrating the need for Rh214-220 to elicit HLA-E specific CD8" T

cell responses.

DETAILED DESCRIPTION

The present invention provides novel recombinant CMV vectors including, but not
limited to, recombinant CMV vectors comprising nucleic acids encoding at least one
heterologous protein antigen, at least one active UL40 protein, and at least one active US28
protein, but that do not express active UL128 and UL130 proteins. The present invention also
provides recombinant CMV vectors including, but not limited to, recombinant CMV vectors
comprising nucleic acids encoding at least one heterologous antigen, but that do not express (1)
an active UL40 protein and/or an active US28 protein, (2) an active UL128 protein, and (3) an
active UL130 protein. Methods of using the novel recombinant CMV vectors, such as methods
of generating an immune response to at least one heterologous antigen in a subject, methods
of generating CD8" T cells that recognize MHC-E-peptide complexes, and methods of treating

disease, are further provided.

l. Definitions

Unless otherwise noted, technical terms are used according to conventional usage.
Definitions of common terms in molecular biology may be found in Benjamin Lewin, Genes V,
published by Oxford University Press, 1994 (ISBN 0-19-854287-9); Kendrew et al. (eds.), The
Encyclopedia of Molecular Biology, published by Blackwell Science Ltd., 1994 (ISBN 0-632-
02182-9); and Robert A. Meyers (ed.), Molecular Biology and Biotechnology: a Comprehensive
Desk Reference, published by VCR Publishers, Inc., 1995 (ISBN 1-56081-569-8).

All publications, patents, patent applications, internet sites, and accession

numbers/database sequences (including both polynucleotide and polypeptide sequences) cited
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herein are hereby incorporated by reference in their entirety for all purposes to the same
extent as if each individual publication, patent, patent application, internet site, or accession
number/database sequence were specifically and individually indicated to be so incorporated
by reference.

Unless otherwise explained, 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 disclosure

n u

belongs. The singular terms “a,” “an,” and “the” include plural referents unless context clearly
indicates otherwise. Similarly, the word “or” is intended to include “and” unless the context
clearly indicates otherwise. It is further to be understood that all base sizes or amino acid sizes,
and all molecular weight or molecular mass values, given for nucleic acids or polypeptides are
approximate, and are provided for description. Although methods and materials similar or
equivalent to those described herein can be used in the practice or testing of this disclosure,
suitable methods and materials are described below. The term “comprises” means “includes.”
In addition, the materials, methods, and examples are illustrative only and not intended to be
limiting. In order to facilitate review of the various embodiments of the disclosure, the
following explanations of specific terms are provided:

Antigen: As used herein, the terms “antigen” or “immunogen” are used interchangeably
to refer to a substance, typically a protein, which is capable of inducing an immune response in
a subject. The term also refers to proteins that are immunologically active in the sense that
once administered to a subject (either directly or by administering to the subject a nucleotide
sequence or vector that encodes the protein) is able to evoke an immune response of the
humoral and/or cellular type directed against that protein.

Administration: To provide or give a subject an agent, such as a composition comprising
an effective amount of an HCMV vector comprising an exogenous antigen by any effective
route. Exemplary routes of administration include, but are not limited to, injection (such as
subcutaneous, intramuscular, intradermal, intraperitoneal, and intravenous), oral, sublingual,

rectal, transdermal, intranasal, vaginal and inhalation routes.
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Cancer: A disease or condition in which abnormal cells divide without control and are
able to invade other tissues. Cancer cells may spread to other body parts through the blood and
lymphatic systems. Cancer is a term for many diseases. There are more than 100 different types
of cancer in humans. Most cancers are named after the organ in which they originate. For
instance, a cancer that begins in the colon may be called a colon cancer. However, the
characteristics of a cancer, especially with regard to the sensitivity of the cancer to therapeutic
compounds, are not limited to the organ in which the cancer originates. A cancer cell is any cell
derived from any cancer, whether in vitro or in vivo.

Cancer also includes malignant tumors characterized by abnormal or uncontrolled cell
growth. Other features often associated with cancer include metastasis, interference with the
normal functioning of neighboring cells, release of cytokines or other secretory products at
abnormal levels and suppression or aggravation of inflammatory or immunological response,
invasion of surrounding or distant tissues or organs, such as lymph nodes, etc.

“Metastatic disease” or “metastasis” refers to cancer cells that have left the original
tumor site and migrate to other parts of the body for example via the bloodstream or lymph
system. The “pathology” of cancer includes all phenomena that compromise the wellbeing of
the subject. This includes, without limitation, abnormal or uncontrollable cell growth,
metastasis, interference with the normal functioning of neighboring cells, release of cytokines
or other secretory products at abnormal levels, suppression or aggravation of inflammatory or
immunological response, neoplasia, premalignancy, malignancy, invasion of surrounding or
distant tissues or organs, such as lymph nodes, etc.

Effective amount: As used herein, the term “effective amount” refers to an amount of
an agent, such as a CMV vector comprising a heterologous antigen or a transfected CD8+ T cell
that recognizes a MHC-E/heterologous antigen-derived peptide complex, that is sufficient to
generate a desired response, such as reduce or eliminate a sign or symptom of a condition or
disease or induce an immune response to an antigen. In some examples, an “effective amount”
is one that treats (including prophylaxis) one or more symptoms and/or underlying causes of

any of a disorder or disease. An effective amount can be a therapeutically effective amount,
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including an amount that prevents one or more signs or symptoms of a particular disease or
condition from developing, such as one or more signs or symptoms associated with infectious
disease, cancer, or autoimmune disease.

Mutation: A mutation is any difference in a nucleic acid or polypeptide sequence from a
normal, consensus or “wild type” sequence. A mutant is any protein or nucleic acid sequence
comprising a mutation. In addition a cell or an organism with a mutation may also be referred
to as a mutant.

Some types of coding sequence mutations include point mutations (differences in
individual nucleotides or amino acids); silent mutations (differences in nucleotides that do not
result in an amino acid changes); deletions (differences in which one or more nucleotides or
amino acids are missing, up to and including a deletion of the entire coding sequence of a
gene); frameshift mutations (differences in which deletion of a number of nucleotides
indivisible by 3 results in an alteration of the amino acid sequence. A mutation that results in a
difference in an amino acid may also be called an amino acid substitution mutation. Amino acid
substitution mutations may be described by the amino acid change relative to wild type at a
particular position in the amino acid sequence.

As used herein, an “inactivating mutation” is any mutation in a viral gene which finally
leads to a reduced function or to a complete loss of function of the viral protein.

Nucleotide sequences or nucleic acid sequences: The terms “nucleotide sequences” and
“nucleic acid sequences” refer to deoxyribonucleic acid (DNA) or ribonucleic acid (RNA)
sequences, including, without limitation, messenger RNA (mRNA), DNA/RNA hybrids, or
synthetic nucleic acids. The nucleic acid can be single-stranded, or partially or completely
double stranded (duplex). Duplex nucleic acids can be homoduplex or heteroduplex.

Recombinant: A recombinant nucleic acid or polypeptide is one that has a sequence that
is not naturally occurring or has a sequence that is made by an artificial combination of two or
more otherwise separated segments of sequence, for example a CMV vector comprising a
heterologous antigen and/or made replication deficient by the mutation of one or more genes.

This artificial combination is often accomplished by chemical synthesis or, more commonly, by
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the artificial manipulation of isolated segments of nucleic acids, e.g., by genetic engineering
techniques. A recombinant polypeptide can also refer to a polypeptide that has been made
using recombinant nucleic acids, including recombinant nucleic acids transferred to a host
organism that is not the natural source of the polypeptide (for example, nucleic acids encoding
polypeptides that form a CMV vector comprising a heterologous antigen).

Replication-deficient: As used herein, a replication deficient CMV is a virus that once in a
host cell, cannot undergo viral replication, or is significantly limited in its ability to replicate its
genome and thus produce virions. In other examples, replication-deficient viruses are
dissemination-deficient, i.e. they are capable of replicating their genomes, but unable to infect
another cell either because virus particles are not released from the infected cell or because
non-infectious viral particles are released. In other examples, replication-deficient viruses are
spread-deficient, i.e. infectious virus is not secreted from the infected host are therefore the
virus is unable to spread from host to host. In some embodiments, a replication-deficient CMV
is a CMV comprising a mutation that results in a lack of expression of one or more genes
essential for viral replication (“essential genes”) or required for optimal replication
(“augmenting genes”). CMV essential and augmenting genes have been described in the art (in
particular US 2013/0136768, which is incorporated by reference herein) and are disclosed
herein.

Pharmaceutically acceptable carriers: The pharmaceutically acceptable carriers of use
are conventional. Remington’s Pharmaceutical Sciences, by E.W. Martin, Mack Publishing Co.,
Easton, PA, 19th Edition, 1995, describes compositions and formulations suitable for
pharmaceutical delivery of the compositions disclosed herein. In general, the nature of the
carrier will depend on the particular mode of administration being employed. For instance,
parenteral formulations usually comprise injectable fluids that include pharmaceutically and
physiologically acceptable fluids such as water, physiological saline, balanced salt solutions,
aqueous dextrose, glycerol or the like as a vehicle. For solid compositions (such as powder, pill,
tablet, or capsule forms), conventional non-toxic solid carriers can include, for example,

pharmaceutical grades of mannitol, lactose, starch, or magnesium stearate. In addition to
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biologically neutral carriers, pharmaceutical compositions to be administered can contain minor
amounts of non-toxic auxiliary substances, such as wetting or emulsifying agents, preservatives,
and pH buffering agents and the like, for example sodium acetate or sorbitan monolaurate.

Polynucleotide: As used herein, the term “polynucleotide” refers to a polymer of
ribonucleic acid (RNA) or deoxyribonucleic acid (DNA). A polynucleotide is made up of four
bases; adenine, cytosine, guanine, and thymine/uracil (uracil is used in RNA). A coding
sequence from a nucleic acid is indicative of the sequence of the protein encoded by the nucleic
acid.

Polypeptide: The terms “protein”, “peptide”, “polypeptide”, and “amino acid sequence”
are used interchangeably herein to refer to polymers of amino acid residues of any length. The
polymer can be linear or branched, it may comprise modified amino acids or amino acid
analogs, and it may be interrupted by chemical moieties other than amino acids. The terms also
encompass an amino acid polymer that has been modified naturally or by intervention; for
example disulfide bond formation, glycosylation, lipidation, acetylation, phosphorylation, or
any other manipulation or modification, such as conjugation with a labeling or bioactive
component.

Sequence identity/similarity: The identity/similarity between two or more nucleic acid
sequences, or two or more amino acid sequences, is expressed in terms of the identity or
similarity between the sequences. Sequence identity can be measured in terms of percentage
identity; the higher the percentage, the more identical the sequences are. Sequence similarity
can be measured in terms of percentage identity or similarity (which takes into account
conservative amino acid substitutions); the higher the percentage, the more similar the
sequences are. Polypeptides or protein domains thereof that have a significant amount of
sequence identity and also function the same or similarly to one another (for example, proteins
that serve the same functions in different species or mutant forms of a protein that do not
change the function of the protein or the magnitude thereof) can be called “homologs.”

Methods of alignment of sequences for comparison are well known in the art. Various

programs and alignment algorithms are described in: Smith & Waterman, Adv App! Math 2,
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482 (1981); Needleman & Wunsch, J Mol Biol 48, 443 (1970); Pearson & Lipman, Proc Natl
Acad Sci USA 85, 2444 (1988); Higgins & Sharp, Gene 73, 237-244 (1988); Higgins & Sharp,
CABIOS 5, 151-153 (1989); Corpet et al., Nuc Acids Res 16, 10881-10890 (1988); Huang et al,
Computer App Biosci 8, 155-165 (1992); and Pearson et al, Meth Mol Bio 24, 307-331 (1994). In
addition, Altschul et al., ] Mol Biol 215, 403-410 (1990), presents a detailed consideration of
sequence alignment methods and homology calculations.

The NCBI Basic Local Alignment Search Tool (BLAST) (Altschul et al. (1990), supra) is
available from several sources, including the National Center for Biological Information (NCBI,
National Library of Medicine, Building 38A, Room 8N805, Bethesda, MD 20894) and on the
Internet, for use in connection with the sequence analysis programs blastp, blastn, blastx,
tblastn and tblastx. Additional information can be found at the NCBI web site.

BLASTN is used to compare nucleic acid sequences, while BLASTP is used to compare
amino acid sequences. If the two compared sequences share homology, then the designated
output file will present those regions of homology as aligned sequences. If the two compared
sequences do not share homology, then the designated output file will not present aligned
sequences.

Once aligned, the number of matches is determined by counting the number of
positions where an identical nucleotide or amino acid residue is presented in both sequences.
The percent sequence identity is determined by dividing the number of matches either by the
length of the sequence set forth in the identified sequence, or by an articulated length (such as
100 consecutive nucleotides or amino acid residues from a sequence set forth in an identified
sequence), followed by multiplying the resulting value by 100. For example, a nucleic acid
sequence that has 1166 matches when aligned with a test sequence having 1154 nucleotides is
75.0 percent identical to the test sequence (1166+1554*100=75.0). The percent sequence
identity value is rounded to the nearest tenth. For example, 75.11, 75.12, 75.13, and 75.14 are
rounded down to 75.1, while 75.15, 75.16, 75.17, 75.18, and 75.19 are rounded up to 75.2. The
length value will always be an integer. In another example, a target sequence containing a 20-

nucleotide region that aligns with 20 consecutive nucleotides from an identified sequence as
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follows contains a region that shares 75 percent sequence identity to that identified sequence
(that is, 15+20*100=75).

For comparisons of amino acid sequences of greater than about 30 amino acids, the
Blast 2 sequences function is employed using the default BLOSUM62 matrix set to default
parameters, (gap existence cost of 11, and a per residue gap cost of 1). Homologs are typically
characterized by possession of at least 70% sequence identity counted over the full-length
alignment with an amino acid sequence using the NCBI Basic Blast 2.0, gapped blastp with
databases such as the nr database, swissprot database, and patented sequences database.
Queries searched with the blastn program are filtered with DUST (Hancock & Armstrong,
Comput Appl Biosci 10, 67-70 (1994.) Other programs use SEG. In addition, a manual alignment
can be performed. Proteins with even greater similarity will show increasing percentage
identities when assessed by this method, such as at least about 75%, 80%, 85%, 90%, 95%, 98%,
or 99% sequence identity to a protein.

When aligning short peptides (fewer than around 30 amino acids), the alignment is be
performed using the Blast 2 sequences function, employing the PAM30 matrix set to default
parameters (open gap 9, extension gap 1 penalties). Proteins with even greater similarity to the
reference sequence will show increasing percentage identities when assessed by this method,
such as at least about 60%, 70%, 75%, 80%, 85%, 90%, 95%, 98%, or 99% sequence identity to a
protein. When less than the entire sequence is being compared for sequence identity,
homologs will typically possess at least 75% sequence identity over short windows of 10-20
amino acids, and can possess sequence identities of at least 85%, 90%, 95% or 98% depending
on their identity to the reference sequence. Methods for determining sequence identity over
such short windows are described at the NCBI web site.

One indication that two nucleic acid molecules are closely related is that the two
molecules hybridize to each other under stringent conditions, as described above. Nucleic acid
sequences that do not show a high degree of identity may nevertheless encode identical or
similar (conserved) amino acid sequences, due to the degeneracy of the genetic code. Changes

in a nucleic acid sequence can be made using this degeneracy to produce multiple nucleic acid

30



10

15

20

25

WO 2016/130693 PCT/US2016/017373

molecules that all encode substantially the same protein. Such homologous nucleic acid
sequences can, for example, possess at least about 50%, 60%, 70%, 80%, 90%, 95%, 98%, or
99% sequence identity to a nucleic acid that encodes a protein.

Subject: As used herein, the term “subject” refers to a living multi-cellular vertebrate
organisms, a category that includes both human and non-human mammals.

Treatment: As used herein, the term “treatment” refers to an intervention that
ameliorates a sign or symptom of a disease or pathological condition. As used herein, the terms
“treatment”, “treat” and “treating,” with reference to a disease, pathological condition or
symptom, also refers to any observable beneficial effect of the treatment. The beneficial effect
can be evidenced, for example, by a delayed onset of clinical symptoms of the disease in a
susceptible subject, a reduction in severity of some or all clinical symptoms of the disease, a
slower progression of the disease, a reduction in the number of relapses of the disease, an
improvement in the overall health or well-being of the subject, or by other parameters well
known in the art that are specific to the particular disease. A prophylactic treatment is a
treatment administered to a subject who does not exhibit signs of a disease or exhibits only
early signs, for the purpose of decreasing the risk of developing pathology. A therapeutic
treatment is a treatment administered to a subject after signs and symptoms of the disease
have developed.

Il. Recombinant CMV Vectors and Methods of Using the Same

Disclosed herein are human or animal cytomegalovirus (CMV) vectors capable of
repeatedly infecting an organism. The CMV vectors comprise a nucleic acid sequence that
encodes a heterologous protein antigen and lack expression of active UL128 and UL130
proteins, or orthologs thereof (homologous genes of CMVs that infect other species). The
heterologous antigen can be any antigen, including a pathogen-specific antigen derived from,
for example, HIV, SIV, herpes simplex virus, hepatitis B or C virus, papillomavirus, Plasmodium
parasites, and Mycobacterium tuberculosis. In still further examples, the heterologous antigen
can be a tumor antigen including, for example, a tumor antigen related to acute myelogenous

leukemia, chronic myelogenous leukemia, myelodysplastic syndrome, acute lymphoblastic
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leukemia, chronic lymphoblastic leukemia, non-Hodgkin’s lymphoma, multiple myeloma,
malignant melanoma, breast cancer, lung cancer, ovarian cancer, prostate cancer, pancreatic
cancer, colon cancer, renal cell carcinoma (RCC), and germ cell tumors. In some examples the
CMV vectors also lack an active UL40 protein (or an ortholog thereof) and/or an active US28
protein (or an ortholog thereof). In still further examples, the heterologous antigen can be a
tissue-specific antigen or a host self-antigen including, for example, an antigen derived from the
variable region of a T cell receptor, an antigen derived from the variable region of a B cell
receptor, a sperm antigen, or an egg antigen.

In some examples, the vector does not express an active UL128, UL130, US28 or UL40
protein due to the presence of a mutation in the nucleic acid sequence encoding UL128, UL130,
or UL40 (or orthologs thereof). The mutation may be any mutation that results in a lack of
expression of active UL128, UL130, US28 or UL40 protein. Such mutations can include point
mutations, frameshift mutations, deletions of less than all of the sequence that encodes the
protein (truncation mutations), or deletions of all of the nucleic acid sequence that encodes the
protein, or any other mutations.

In further examples, the vector does not express an active UL128, UL130, US28 or UL40
protein (or an ortholog thereof) due to the presence of a nucleic acid sequence in the vector
that comprises an antisense or RNAi sequence (siRNA or miRNA) that inhibits the expression of
the UL128, UL130, or UL40 protein (or an ortholog thereof). Mutations and/or antisense
and/or RNAIi can be used in any combination to generate a CMV vector lacking active UL128,
UL130, US28 or UL40 (or an ortholog thereof).

The CMV vector can comprise additional inactivating mutations known in the art to
provide different immune responses, such as an inactivating US11 mutation or an inactivating
UL82 (pp71) mutation, or any other inactivating mutation. The CMV vector may also comprise
at least one inactivating mutations in one or more viral genes encoding viral proteins known in
the art to be essential or augmenting for viral dissemination (i.e. spread from cell to cell) in vivo.
Such inactivating mutations may result from point mutations, frameshift mutations, truncation

mutations, or a deletion of all of the nucleic acid sequence encoding the viral protein.
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Inactivating mutations include any mutation in a viral gene which finally leads to a reduced
function or to a complete loss of function of the viral protein.

Also disclosed herein are methods of generating CD8" T cell responses to heterologous
antigens in a subject. The methods involve administering an effective amount of a CMV vector
to the subject. In one embodiment, the CMV vector is characterized by having a nucleic acid
sequence that encodes at least one heterologous antigen and a nucleic acid sequence that does
not express an active UL128 protein (or an ortholog thereof), does not express an active UL130
protein (or an ortholog thereof), and expresses at least one active UL40 protein and at least one
active US28 protein. The at least one active UL40 protein and the at least one active US28
protein can be orthologs or homologs of UL40 and US28. The CD8" T cell response elicited by
this vector is characterized by having at least 10% of the CD8" T cells directed against epitopes
presented by MHC-E. In further examples, at least 20%, at least 30%, at least 40%, at least 50%,
at least 60%, at least 75%, at least 90%, at least 95% or at least 95% of the CD8" T cells are
restricted by MHC-E. In some embodiments, the CMV vector expresses two to five active US28
proteins or orthologs or homologs thereof. In some embodiments, the method further
comprises identifying a CD8" T cell receptor from the CD8" T cells elicited by the CMV vector,
wherein the CD8" T cell receptor recognizes a MHC-E/heterologous antigen-derived peptide
complex. In some embodiments, the CD8" T cell receptor is identified by RNA or DNA
sequencing. In another embodiment, the CMV vector is characterized by having a nucleic acid
sequence that does not express active UL128, UL130, and UL40 proteins, and this vector can be
used to elicit CD8" T cells recognizing MC-I| supertopes either together with HLA-E-restricted
CD8" T cells (elicited by one or more additional vectors containing intact US28 and UL40) or
without HLA-E restricted CD8" T cells (elicited by one or more additional vectors lacking a
functional UL40 or US28 protein). In another embodiment, the CMV vector is characterized by
having a nucleic acid sequence that does not express active UL128, UL130, and US28 proteins,
and this vector can be used to elicit CD8" T cells recognizing MC-Il supertopes either together
with HLA-E-restricted CD8" T cells (elicited by one or more additional vectors containing intact

US28 and UL40) or without HLA-E restricted CD8" T cells (elicited by one or more additional
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vectors lacking a functional UL40 or US28 proteins). In another embodiment, the CMV vector is
characterized by having a nucleic acid sequence that does not express active UL128, UL130,
US28, and UL40 proteins, and this vector can be used to elicit CD8" T cells recognizing MC-I|
supertopes either together with HLA-E-restricted CD8" T cells (elicited by one or more
additional vectors containing intact US28 and UL40) or without HLA-E restricted CD8" T cells
(elicited by one or more additional vectors lacking a functional UL40 or US28 proteins).

Also disclosed herein is a method of generating CD8" T cells that recognize MHC-E-
peptide complexes. This method involves administering to a first subject (or animal) a CMV
vector that encodes at least one heterologous antigen and an active UL40 protein, or a
homolog or ortholog thereof, to generate a set of CD8" T cells that recognize MHC-E/peptide
complexes. The CMV vector does not encode active UL128 and UL130 proteins, or orthologs
thereof, and the heterologous antigen can be any antigen, including a pathogen-specific
antigen, a tumor antigen, a tissue-specific antigen, or a host self-antigen. In some
embodiments, the host self-antigen is an antigen derived from the variable region of a T cell
receptor or a B cell receptor. This method further comprises: identifying a first CD8" T cell
receptor from the set of CD8" T cells, wherein the first CD8" T cell receptor recognizes a MHC-
E/heterologous antigen-derived peptide complex; and transfecting the one or more CD8" T cells
with an expression vector, wherein the expression vector comprises a nucleic acid sequence
encoding a second CD8" T cell receptor and a promoter operably linked to the nucleic acid
sequence encoding the T cell receptor, wherein the second CD8" T cell receptor comprises
CDR3a and CDR3p of the first CD8" TCR, thereby creating one or more transfected CD8" T cells
that recognize MHC-E-peptide complexes. The one or more CD8" T cells for transfection with
the expression vector may be isolated from the first subject or a second subject. In some
embodiments, this method may further comprise administering the one or more transfected T
cells to the first or second subject to treat a disease such as cancer, a pathogenic infection, or
an autoimmune disease or disorder. In some embodiments, this method may further comprise
administering the one or more transfected T cells to the first or second subject to induce an

autoimmune response to a tissue-specific antigen or a host self-antigen.
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Also disclosed is a transfected CD8" T cell that recognizes MHC-E-peptide complexes
prepared by a process comprising the steps of: (1) administering to a first subject a CMV vector
in an amount effective to generate a set of CD8" T cells that recognize MHC-E/peptide
complexes, wherein the CMV vector comprises a first nucleic acid sequence encoding at least
one heterologous antigen and further comprises a second nucleic acid sequence encoding an
active UL40 protein, and wherein the CMV vector does not express active UL128 and UL130
proteins, or orthologs thereof; (2) identifying a first CD8" T cell receptor from the set of CD8" T
cells, wherein the first CD8" T cell receptor recognizes a MHC-E/heterologous antigen-derived
peptide complex; (3) isolating one or more CD8" T cells from the first subject or a second
subject; and (4) transfecting the one or more CD8" T cells isolated from the first or second
subject with an expression vector, wherein the expression vector comprises a nucleic acid
sequence encoding a second CD8" T cell receptor and a promoter operably linked to the nucleic
acid sequence encoding the second T cell receptor, wherein the second CD8" T cell receptor
comprises CDR3a and CDR3P of the first CD8" T cell receptor, thereby creating a transfected T
cell that recognizes MHC-E-peptide complexes. The heterologous antigen can be any antigen,
including a pathogen-specific antigen, tissue-specific antigen, a host self-antigen, or a tumor
antigen. In some embodiments, the first CD8" T cell receptor is identified by RNA or DNA
sequencing. Also disclosed herein are methods of treating a disease, such as cancer, a
pathogenic infection, or an autoimmune disease or disorder, the method comprising
administering the transfected T cell that recognizes MHC-E-peptide complexes to the first or
second subject. Also disclosed herein are methods of inducing an autoimmune response to a
host self-antigen or tissue-specific antigen, the method comprising administering the
transfected T cell that recognizes MHC-E-peptide complexes to the first or second subject.

In further examples, the methods involve administering an effective amount of a second
CMV vector, the second CMV vector comprising a nucleic acid sequence that encodes a second
heterologous antigen to the subject. This second vector can be any CMV vector, including a
CMV vector with an active UL128 protein (or a homolog or ortholog thereof)) and/or an active

UL130 protein (or a homolog or ortholog thereof). The second CMV vector can comprise a
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second heterologous antigen. The second heterologous antigen can be any heterologous
antigen, including a heterologous antigen identical to the heterologous antigen in the first CMV
vector. The second CMV vector can be administered at any time relative to the administration
of the first CMV vector including before, concurrently with, or after the administration of the
first CMV vector. This includes administration of the second vector any number of months,
days, hours, minutes or seconds before or after the first vector.

Human or animal CMV vectors, when used as expression vectors, are innately non-
pathogenic in the selected subjects such as humans. In some embodiments, the CMV vectors
have been modified to render them non-pathogenic (incapable of host-to-host spread) in the
selected subjects.

A heterologous antigen can be any protein or fragment thereof that is not derived from
CMV, including cancer antigens, pathogen-specific antigens, model antigens (such as lysozyme,
keyhole-limpet hemocyanin (KLH), or ovalbumin), tissue-specific antigens, host self-antigens, or
any other antigen.

Pathogen-specific antigens can be derived from any human or animal pathogen. The
pathogen may be a viral pathogen, a bacterial pathogen, or a parasite, and the antigen may be
a protein derived from the viral pathogen, bacterial pathogen, or parasite. The parasite may be
an organism or disease caused by an organism. For example, the parasite may be a protozoan
organism, a protozoan organism causing a disease, a helminth organism or worm, a disease
caused by a helminth organism, an ectoparasite, or a disease caused by an ectoparasite.

The antigen can be a protein derived from cancer. The cancers include, but are not
limited to, acute myelogenous leukemia, chronic myelogenous leukemia, myelodysplastic
syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia, non-Hodgkin's
lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer, ovarian
cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC), and germ
cell tumors.

The antigen can be a host self-antigen. Host self-antigens include, but are not limited to,

antigens derived from the variable region of a T cell receptor or from the variable region of a B
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cell receptor. The antigen can be a tissue-specific antigen. Tissue-specific antigens include, but
are not limited to, sperm antigens or egg antigens.

The CMV vectors disclosed herein can be used as an immunogenic, immunological or
vaccine composition containing the recombinant CMV virus or vector, and a pharmaceutically
acceptable carrier or diluent. An immunological composition containing the recombinant CMV
virus or vector (or an expression product thereof) elicits an immunological response--local or
systemic. The response can, but need not be, protective. An immunogenic composition
containing the recombinant CMV virus or vector (or an expression product thereof) likewise
elicits a local or systemic immunological response which can, but need not be, protective. A
vaccine composition elicits a local or systemic protective response. Accordingly, the terms
“immunological composition” and “immunogenic composition” include a “vaccine composition”
(as the two former terms can be protective compositions).

The CMV vectors disclosed herein can be used in methods of inducing an immunological
response in a subject comprising administering to the subject an immunogenic, immunological
or vaccine composition comprising the recombinant CMV virus or vector and a
pharmaceutically acceptable carrier or diluent. For purposes of this specification, the term
“subject” includes all animals, including non-human primates and humans, while “animal”
includes all vertebrate species, except humans; and “vertebrate” includes all vertebrates,
including animals (as “animal” is used herein) and humans. And, of course, a subset of “animal”

III

is “mammal”, which for purposes of this specification includes all mammals, except humans.
The CMV vectors disclosed herein can be used in therapeutic compositions containing
the recombinant CMV virus or vector and a pharmaceutically acceptable carrier or diluent. The
CMV vectors disclosed herein can be prepared by inserting DNA comprising a sequence that
encodes the heterologous antigen into an essential or non-essential region of the CMV genome.
The method can further comprise deleting one or more regions from the CMV genome. The
method can comprise in vivo recombination. Thus, the method can comprise transfecting a cell

with CMV DNA in a cell-compatible medium in the presence of donor DNA comprising the

heterologous DNA flanked by DNA sequences homologous with portions of the CMV genome,

37



10

15

20

25

WO 2016/130693 PCT/US2016/017373

whereby the heterologous DNA is introduced into the genome of the CMV, and optionally then
recovering CMV modified by the in vivo recombination. The method can also comprise cleaving
CMV DNA to obtain cleaved CMV DNA, ligating the heterologous DNA to the cleaved CMV DNA
to obtain hybrid CMV-heterologous DNA, transfecting a cell with the hybrid CMV-heterologous
DNA, and optionally then recovering CMV modified by the presence of the heterologous DNA.
Since in vivo recombination is comprehended, the method accordingly also provides a plasmid
comprising donor DNA not naturally occurring in CMV encoding a polypeptide foreign to CMV,
the donor DNA is within a segment of CMV DNA that would otherwise be co-linear with an
essential or non-essential region of the CMV genome such that DNA from an essential or
nonessential region of CMV is flanking the donor DNA. The heterologous DNA can be inserted
into CMV to generate the recombinant CMV in any orientation that yields stable integration of
that DNA, and expression thereof, when desired.

The DNA encoding the heterologous antigen in the recombinant CMV vector can also
include a promoter. The promoter can be from any source such as a herpes virus, including an
endogenous CMV promoter, such as a HCMV, RhCMV, murine CMV (MCMV), or other CMV
promoter. The promoter can also be a non-viral promoter such as the EFla promoter. The
promoter can be a truncated transcriptionally active promoter which comprises a region
transactivated with a transactivating protein provided by the virus and the minimal promoter
region of the full-length promoter from which the truncated transcriptionally active promoter is
derived. The promoter can be composed of an association of DNA sequences corresponding to
the minimal promoter and upstream regulatory sequences. A minimal promoter is composed of
the CAP site plus TATA box (minimum sequences for basic level of transcription; unregulated
level of transcription); “upstream regulatory sequences” are composed of the upstream
element(s) and enhancer sequence(s). Further, the term “truncated” indicates that the full-
length promoter is not completely present, i.e., that some portion of the full-length promoter
has been removed. And, the truncated promoter can be derived from a herpesvirus such as
MCMV or HCMYV, e.g., HCMV-IE or MCMV-IE. There can be up to a 40% and even up to a 90%

reduction in size, from a full-length promoter, based upon base pairs. The promoter can also be
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a modified non-viral promoter. As to HCMV promoters, reference is made to U.S. Pat. Nos.
5,168,062 and 5,385,839. As to transfecting cells with plasmid DNA for expression therefrom,
reference is made to Felgner et al. (1994), J. Biol. Chem. 269, 2550-2561. And, as to direct
injection of plasmid DNA as a simple and effective method of vaccination against a variety of
infectious diseases reference is made to Science, 259:1745-49, 1993. It is therefore within the
scope of this invention that the vector can be used by the direct injection of vector DNA.

Also disclosed is an expression cassette that can be inserted into a recombinant virus or
plasmid comprising the truncated transcriptionally active promoter. The expression cassette
can further include a functional truncated polyadenylation signal; for instance an SV40
polyadenylation signal which is truncated, yet functional. Considering that nature provided a
larger signal, it is indeed surprising that a truncated polyadenylation signal is functional. A
truncated polyadenylation signal addresses the insert size limit problems of recombinant
viruses such as CMV. The expression cassette can also include heterologous DNA with respect
to the virus or system into which it is inserted; and that DNA can be heterologous DNA as
described herein.

As to antigens for use in vaccine or immunological compositions, see also Stedman’s
Medical Dictionary (24th edition, 1982, e.g., definition of vaccine (for a list of antigens used in
vaccine formulations); such antigens or epitopes of interest from those antigens can be used.
As to heterologous antigens, one skilled in the art can select a heterologous antigen and the
coding DNA therefor from the knowledge of the amino acid and corresponding DNA sequences
of the peptide or polypeptide, as well as from the nature of particular amino acids (e.qg., size,
charge, etc.) and the codon dictionary, without undue experimentation.

One method to determine T epitopes of an antigen involves epitope mapping.
Overlapping peptides of the heterologous antigen are generated by oligo-peptide synthesis.
The individual peptides are then tested for their ability to bind to an antibody elicited by the
native protein or to induce T cell or B cell activation. This approach has been particularly useful
in mapping T-cell epitopes since the T cell recognizes short linear peptides complexed with

MHC molecules.
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An immune response to a heterologous antigen is generated, in general, as follows: T
cells recognize proteins only when the protein has been cleaved into smaller peptides and is
presented in a complex called the “major histocompatibility complex (MHC)” located on
another cell’s surface. There are two classes of MHC complexes--class | and class I, and each
class is made up of many different alleles. Different species, and individual subjects have
different types of MHC complex alleles; they are said to have a different MHC type. One type of
MHC class | molecule is called MHC-E (HLA-E in humans, Mamu-E in RM, Qa-1b in mice).

It is noted that the DNA comprising the sequence encoding the heterologous antigen
can itself include a promoter for driving expression in the CMV vector or the DNA can be limited
to the coding DNA of the heterologous antigen. This construct can be placed in such an
orientation relative to an endogenous CMV promoter that it is operably linked to the promoter
and is thereby expressed. Further, multiple copies of DNA encoding the heterologous antigen or
use of a strong or early promoter or early and late promoter, or any combination thereof, can
be done so as to amplify or increase expression. Thus, the DNA encoding the heterologous
antigen can be suitably positioned with respect to a CMV-endogenous promoter, or those
promoters can be translocated to be inserted at another location together with the DNA
encoding the heterologous antigen. Nucleic acids encoding more than one heterologous
antigen can be packaged in the CMV vector.

Further disclosed are pharmaceutical and other compositions containing the disclosed
CMV vectors. Such pharmaceutical and other compositions can be formulated so as to be used
in any administration procedure known in the art. Such pharmaceutical compositions can be via
a parenteral route (intradermal, intramuscular, subcutaneous, intravenous, or others). The
administration can also be via a mucosal route, e.g., oral, nasal, genital, etc.

The disclosed pharmaceutical compositions can be prepared in accordance with
standard techniques well known to those skilled in the pharmaceutical arts. Such compositions
can be administered in dosages and by techniques well known to those skilled in the medical
arts taking into consideration such factors as the breed or species, age, sex, weight, and

condition of the particular patient, and the route of administration. The compositions can be
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administered alone, or can be co-administered or sequentially administered with other CMV
vectors or with other immunological, antigenic or vaccine or therapeutic compositions. Such
other compositions can include purified native antigens or epitopes or antigens or epitopes
from the expression by a recombinant CMV or another vector system; and are administered
taking into account the aforementioned factors.

Examples of compositions include liquid preparations for orifice, e.g., oral, nasal, anal,
genital, e.g., vaginal, etc.,, administration such as suspensions, syrups or elixirs; and,
preparations for parenteral, subcutaneous, intradermal, intramuscular or intravenous
administration (e.g., injectable administration) such as sterile suspensions or emulsions. In such
compositions the recombinant may be in admixture with a suitable carrier, diluent, or excipient
such as sterile water, physiological saline, glucose or the like.

Antigenic, immunological or vaccine compositions typically can contain an adjuvant and
an amount of the CMV vector or expression product to elicit the desired response. In human
applications, alum (aluminum phosphate or aluminum hydroxide) is a typical adjuvant. Saponin
and its purified component Quil A, Freund’s complete adjuvant and other adjuvants used in
research and veterinary applications have toxicities which limit their potential use in human
vaccines. Chemically defined preparations such as muramyl dipeptide, monophosphoryl lipid A,
phospholipid conjugates such as those described by Goodman-Snitkoff et al. J. Immunol.
147:410-415 (1991), encapsulation of the protein within a proteoliposome as described by
Miller et al., ). Exp. Med. 176:1739-1744 (1992), and encapsulation of the protein in lipid
vesicles such as Novasome lipid vesicles (Micro Vescular Systems, Inc., Nashua, N.H.) can also
be used.

The composition may be packaged in a single dosage form for immunization by
parenteral (i.e., intramuscular, intradermal or subcutaneous) administration or orifice
administration, e.g., perlingual (e.g., oral), intragastric, mucosal including intraoral, intraanal,
intravaginal, and the like administration. And again, the effective dosage and route of
administration are determined by the nature of the composition, by the nature of the

expression product, by expression level if recombinant CMV is directly used, and by known
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factors, such as breed or species, age, sex, weight, condition and nature of host, as well as LDsq
and other screening procedures which are known and do not require undue experimentation.
Dosages of expressed product can range from a few to a few hundred micrograms, e.g., 5 to
500 pg. The CMV vector can be administered in any suitable amount to achieve expression at
these dosage levels. In nonlimiting examples: CMV vectors can be administered in an amount of
at least 10° pfu; thus, CMV vectors can be administered in at least this amount; or in a range
from about 10° pfu to about 10’ pfu. Other suitable carriers or diluents can be water or a
buffered saline, with or without a preservative. The CMV vector can be lyophilized for
resuspension at the time of administration or can be in solution. “About” can mean within 1%,
5%, 10% or 20% of a defined value.

It should be understood that the proteins and the nucleic acids encoding them of the
present invention can differ from the exact sequences illustrated and described herein. Thus,
the invention contemplates deletions, additions, truncations, and substitutions to the
sequences shown, so long as the sequences function in accordance with the methods of the
invention. In this regard, substitutions will generally be conservative in nature, i.e., those
substitutions that take place within a family of amino acids. For example, amino acids are
generally divided into four families: (1) acidic--aspartate and glutamate; (2) basic--lysine,
arginine, histidine; (3) non-polar--alanine, valine, leucine, isoleucine, proline, phenylalanine,
methionine, tryptophan; and (4) uncharged polar--glycine, asparagine, glutamine, cysteine,
serine threonine, and tyrosine. Phenylalanine, tryptophan, and tyrosine are sometimes
classified as aromatic amino acids. It is reasonably predictable that an isolated replacement of
leucine with isoleucine or valine, or vice versa; an aspartate with a glutamate or vice versa; a
threonine with a serine or vice versa; or a similar conservative replacement of an amino acid
with a structurally related amino acid, will not have a major effect on the biological activity.
Proteins having substantially the same amino acid sequence as the proteins described but
possessing minor amino acid substitutions that do not substantially affect the immunogenicity

of the protein are, therefore, within the scope of the disclosure.
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The nucleotide sequences of the present invention can be codon optimized, for example
the codons can be optimized for use in human cells. For example, any viral or bacterial
sequence can be so altered. Many viruses, including HIV and other lentiviruses, use a large
number of rare codons and, by altering these codons to correspond to codons commonly used
in the desired subject, enhanced expression of the heterologous antigen can be achieved as
described in Andre et al., J. Virol. 72:1497-1503, 1998.

Nucleotide sequences encoding functionally and/or antigenically equivalent variants and
derivatives of the CMV vectors and the glycoproteins included therein are contemplated. These
functionally equivalent variants, derivatives, and fragments display the ability to retain
antigenic activity. For instance, changes in a DNA sequence that do not change the encoded
amino acid sequence, as well as those that result in conservative substitutions of amino acid
residues, one or a few amino acid deletions or additions, and substitution of amino acid
residues by amino acid analogs are those which will not significantly affect properties of the
encoded polypeptide. Conservative amino acid substitutions are glycine/alanine;
valine/isoleucine/leucine; asparagine/glutamine; aspartic acid/glutamic acid;
serine/threonine/methionine; lysine/arginine; and phenylalanine/tyrosine/tryptophan. In one
embodiment, the variants have at least 50%, at least 55%, at least 60%, at least 65%, at least
70%, at least 75%, at least 80%, at least 85%, at least 86%, at least 87%, at least 88%, at least
89%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least
96%, at least 97%, at least 98% or at least 99% homology or identity to the antigen, epitope,
immunogen, peptide or polypeptide of interest.

Sequence identity or homology is determined by comparing the sequences when
aligned so as to maximize overlap and identity while minimizing sequence gaps. In particular,
sequence identity may be determined using any of a number of mathematical algorithms. A
nonlimiting example of a mathematical algorithm used for comparison of two sequences is the
algorithm of Karlin & Altschul, Proc. Natl. Acad. Sci. USA 1990; 87: 2264-2268, modified as in
Karlin & Altschul, Proc. Natl. Acad. Sci. USA 1993;90: 5873-5877.
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Another example of a mathematical algorithm used for comparison of sequences is the
algorithm of Myers & Miller, CABIOS 1988;4: 11-17. Such an algorithm is incorporated into the
ALIGN program (version 2.0) which is part of the GCG sequence alignment software package.
When utilizing the ALIGN program for comparing amino acid sequences, a PAM120 weight
residue table, a gap length penalty of 12, and a gap penalty of 4 can be used. Yet another useful
algorithm for identifying regions of local sequence similarity and alignment is the FASTA
algorithm as described in Pearson & Lipman, Proc. Natl. Acad. Sci. USA 1988; 85: 2444-2448.

Advantageous for use according to the present invention is the WU-BLAST (Washington
University BLAST) version 2.0 software. WU-BLAST version 2.0 executable programs for several
UNIX platforms can be downloaded from ftp://blast.wustl.edu/blast/executables. This program
is based on WU-BLAST version 1.4, which in turn is based on the public domain NCBI-BLAST
version 1.4 (Altschul & Gish, 1996, Local alignment statistics, Doolittle ed., Methods in
Enzymology 266: 460-480; Altschul et al. (1990), supra; Gish & States, 1993; Nature Genetics 3:
266-272; Karlin & Altschul, Proc. Natl. Acad. Sci. USA 90: 5873-5877 (1993); all of which are
incorporated by reference herein).

The various recombinant nucleotide sequences and antibodies and/or antigens of the
invention are made using standard recombinant DNA and cloning techniques. Such techniques
are well known to those of skill in the art. See for example, “Molecular Cloning: A Laboratory
Manual”, second edition (Sambrook et al. 1989).

The nucleotide sequences of the present invention may be inserted into “vectors.” The
term “vector” is widely used and understood by those of skill in the art, and as used herein the
term “vector” is used consistent with its meaning to those of skill in the art. For example, the
term “vector” is commonly used by those skilled in the art to refer to a vehicle that allows or
facilitates the transfer of nucleic acid molecules from one environment to another or that
allows or facilitates the manipulation of a nucleic acid molecule.

Any vector that allows expression of the viruses of the present invention can be used in
accordance with the present invention. In certain embodiments, the disclosed viruses can be

used in vitro (such as using cell-free expression systems) and/or in cultured cells grown in vitro
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in order to produce the encoded heterologous antigen (e.g., pathogen-specific antigens, HIV
antigens, tumor antigens, and antibodies) which may then be used for various applications such
as in the production of proteinaceous vaccines. For such applications, any vector that allows
expression of the virus in vitro and/or in cultured cells may be used.

For the disclosed heterologous antigens to be expressed, the protein coding sequence
of the heterologous antigen should be “operably linked” to regulatory or nucleic acid control
sequences that direct transcription and translation of the protein. As used herein, a coding
sequence and a nucleic acid control sequence or promoter are said to be “operably linked”
when they are covalently linked in such a way as to place the expression or transcription and/or
translation of the coding sequence under the influence or control of the nucleic acid control
sequence. The “nucleic acid control sequence” can be any nucleic acid element, such as, but not
limited to promoters, enhancers, IRES, introns, and other elements described herein that direct
the expression of a nucleic acid sequence or coding sequence that is operably linked thereto.
The term “promoter” will be used herein to refer to a group of transcriptional control modules
that are clustered around the initiation site for RNA polymerase Il and that when operationally
linked to the protein coding sequences of the invention lead to the expression of the encoded
protein. The expression of the transgenes of the present invention can be under the control of
a constitutive promoter or of an inducible promoter, which initiates transcription only when
exposed to some particular external stimulus, such as, without limitation, antibiotics such as
tetracycline, hormones such as ecdysone, or heavy metals. The promoter can also be specific to
a particular cell-type, tissue or organ. Many suitable promoters and enhancers are known in the
art, and any such suitable promoter or enhancer may be used for expression of the transgenes
of the invention. For example, suitable promoters and/or enhancers can be selected from the
Eukaryotic Promoter Database (EPDB).

The disclosure relates to a recombinant viral vector expressing a heterologous protein
antigen. In some examples, the antigen is an HIV antigen. Advantageously, the HIV antigens
include, but are not limited to, the HIV antigens discussed in U.S. Pub. Nos. 2008/0199493 A1l
and 2013/0136768 A1, both of which are incorporated by reference herein. HIV, nucleic acid or
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immunogenic fragments thereof, may be utilized as an HIV protein antigen. For example, the
HIV nucleotides discussed in U.S. Pub. Nos. 2008/0199493 Al and 2013/0136768 Al can be
used. Any antigen recognized by an HIV antibody can be used as an HIV protein antigen. The
protein antigen can also be an SIV antigen. For example, the SIV antigens discussed in U.S. Pub.
Nos. 2008/0199493 Al and 2013/0136768 Al can be used.

The vectors used in accordance with the present invention can contain a suitable gene
regulatory region, such as a promoter or enhancer, such that the antigens of the invention can
be expressed.

Expressing antigens of the invention in vivo in a subject, for example in order to
generate an immune response against an HIV-1 antigen and/or protective immunity against
HIV-1, expression vectors that are suitable for expression on that subject, and that are safe for
use in vivo, should be chosen. In some examples, it may be desired to express the antibodies
and/or antigens in a laboratory animal, such as for pre-clinical testing of the HIV-1
immunogenic compositions and vaccines of the invention. In other examples, one can express
the antigens in human subjects, such as in clinical trials and for actual clinical use of the
immunogenic compositions and vaccine of the invention.

The CMV vectors described herein can contain mutations that can prevent host to host
spread, thereby rendering the virus unable to infect immunocompromised or other subjects
that could face complications as a result of CMV infection. The CMV vectors described herein
can also contain mutations that result in the presentation of immunodominant and non-
immunodominant epitopes as well as non-canonical MHC restriction. However, mutations in
the CMV vectors described herein do not affect the ability of the vector to re-infect a subject
that has been previously infected with CMV. Such CMV mutations are described in, for
example, US Patent Publications 2013-0136768; 2010-0142823; 2014-0141038; and PCT
application publication WO 2014/138209, all of which are incorporated by reference herein.

The disclosed CMV vectors can be administered in vivo, for example where the aim is to
produce an immunogenic response, including a CD8" immune response, including an immune

response characterized by a high percentage of the CD8" T cell response being restricted by
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MHC Class Il and/or MHC-E (or a homolog or ortholog thereof). For example, in some examples
it may be desired to use the disclosed CMV vectors in a laboratory animal, such as rhesus
macaques for pre-clinical testing of immunogenic compositions and vaccines using RhCMV. In
other examples, it will be desirable to use the disclosed CMV vectors in human subjects, such as
in clinical trials and for actual clinical use of the immunogenic compositions using HCMV.

For such in vivo applications the disclosed CMV vectors are administered as a
component of an immunogenic composition further comprising a pharmaceutically acceptable
carrier. The immunogenic compositions of the invention are useful to stimulate an immune
response against the heterologous antigen, including a pathogen-specific antigen and may be
used as one or more components of a prophylactic or therapeutic vaccine against HIV-1 for the
prevention, amelioration or treatment of AIDS. The nucleic acids and vectors of the invention
are particularly useful for providing genetic vaccines, i.e. vaccines for delivering the nucleic
acids encoding the antigens of the invention to a subject, such as a human, such that the
antigens are then expressed in the subject to elicit an immune response.

Immunization schedules (or regimens) are well known for animals (including humans)
and can be readily determined for the particular subject and immunogenic composition. Hence,
the immunogens can be administered one or more times to the subject. Preferably, there is a
set time interval between separate administrations of the immunogenic composition. While
this interval varies for every subject, typically it ranges from 10 days to several weeks, and is
often 2, 4, 6 or 8 weeks. For humans, the interval is typically from 2 to 6 weeks. In a particularly
advantageous embodiment of the present invention, the interval is longer, advantageously
about 10 weeks, 12 weeks, 14 weeks, 16 weeks, 18 weeks, 20 weeks, 22 weeks, 24 weeks, 26
weeks, 28 weeks, 30 weeks, 32 weeks, 34 weeks, 36 weeks, 38 weeks, 40 weeks, 42 weeks, 44
weeks, 46 weeks, 48 weeks, 50 weeks, 52 weeks, 54 weeks, 56 weeks, 58 weeks, 60 weeks, 62
weeks, 64 weeks, 66 weeks, 68 weeks or 70 weeks. The immunization regimes typically have
from 1 to 6 administrations of the immunogenic composition, but may have as few as one or
two or four. The methods of inducing an immune response can also include administration of

an adjuvant with the immunogens. In some instances, annual, biannual or other long interval
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(5-10 years) booster immunization can supplement the initial immunization protocol. The
present methods also include a variety of prime-boost regimens. In these methods, one or
more priming immunizations are followed by one or more boosting immunizations. The actual
immunogenic composition can be the same or different for each immunization and the type of
immunogenic composition (e.g., containing protein or expression vector), the route, and
formulation of the immunogens can also be varied. For example, if an expression vector is used
for the priming and boosting steps, it can either be of the same or different type (e.g., DNA or
bacterial or viral expression vector). One useful prime-boost regimen provides for two priming
immunizations, four weeks apart, followed by two boosting immunizations at 4 and 8 weeks
after the last priming immunization. It should also be readily apparent to one of skill in the art
that there are several permutations and combinations that are encompassed using the DNA,
bacterial and viral expression vectors of the invention to provide priming and boosting
regimens. CMV vectors can be used repeatedly while expressing different antigens derived
from different pathogens.
EXAMPLES

The following examples are illustrative of disclosed methods. In light of this disclosure,

those of skill in the art will recognize that variations of these examples and other examples of

the disclosed method would be possible without undue experimentation.

Example 1 - Induction of MHC-E Restricted CD8" T cells by Rhesus Cytomegalovirus Vaccine
Vectors lacking UL128 and UL130 but containing UL40 and US28 genes.

It has been previously demonstrated that RhRCMV/SIV vectors drive an alternate SIV-
specific CD8" T cell response that is completely distinct from the canonical responses
engendered by conventional vaccine modalities and even from SIV infection itself (Hansen, S.G.
et al., Science 340, 1237874 (2013), incorporated by reference herein).

While it had been established that the RhCMV/SIV-induced CD8" T cell response was

dominated by the existence of a population of MHC-II restricted CD8" T cells, the molecule
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restricting the remaining CD8" T cells - those which were inhibited by the pan-MHC-I blocking
antibody W6/32 - remained unknown.

In particular, administration of 68-1 RhCMV/gag vector elicited MHC-I-restricted CD8* T
cells targeting the SIVmac239 Gag,7337 (Gag 15-mer #69) and Gagay7.491 (Gag 15-mer #120)
“supertopes” in every RhnCMV/gag vector-vaccinated macaque regardless of MHC-la expression.

III

This implied the involvement of a functionally conserved “non-classical” (i.e. non-polymorphic)
MHC-Ib molecule. Described herein is the identification of the restricting MHC-I allele of these
CD8" T cells. A panel of MHC-I transfectants expressing either a single “classical” (i.e.
polymorphic) MHC-la or non-classical MHC-Ib allele was developed from a cohort of four strain
68-1 RhCMV/gag-vaccinated macaques mounting strong RhCMV/gag-induced CD8" T cell
responses (Fig. 7). Using a previously described MHC restriction assay (Hansen et al. Science
(2013), supra), it was established that CD8" T cells targeting the Gagysz»s7 and Gagay7-a91
supertopes recognize these epitopes in the context of MHC-E (Fig. 1A).

MHC-E (HLA-E in humans, Mamu-E in rhesus macaques, and Qa-1° in mice) is a highly
monomorphic, non-classical MHC-Ib molecule expressed in nearly every nucleated cell in the
body, with particularly high expression in immune system cells (N. Lee et al., Proc Nat! Acad Sci
USA 95, 5199 (1998) and S. Coupel et al., Blood 109, 2806 (2007), both of which are
incorporated by reference herein). In contrast to the over 8,500 HLA class | alleles currently
identified (J. Robinson et al., Nucleic Acids Res 41, D1222 (2013); incorporated by reference
herein) only two HLA-E molecules exist, which vary at one amino acid located outside the
peptide-binding groove, and are thus likely functionally identical (R. K. Strong et al., J Biol Chem
278, 5082 (2003); incorporated by reference herein). This highly monomorphic nature of MHC-E
likely explains how every RhCMV/gag-vaccinated macaque is able to target the same Gag MHC-|
supertope independent of the MHC-la alleles present in each animal.

MHC-E was also identified as the restricting allele for the remaining MHC-I blocked CD8"
T cells in RhnCMV/gag-vaccinated macaques (Fig. 1A). Although the structure of MHC-E is similar
to that of classical MHC-la molecules, under normal physiological conditions MHC-E repetitively

binds and presents only a single 9-mer peptide derived from the leader sequence of MHC-la
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molecules for presentation to NK cells. However, under conditions of cellular stress such as
during viral infection, MHC-E binds a completely separate set of highly diverse CD8" T cell
epitopes whose binding motif do not match that of the dominant MHC-la leader peptides
(Lampen et al., supra and C.C. Oliviera et al., J Exp Med 207, 207 (2010); both of which are
incorporated by reference herein). The ability of MHC-E to disengage the leader peptide and
subsequently present an alternate peptide repertoire to CD8" T cells suggests that the alternate
MHC-I-restricted CD8" T cell response is due largely, if not entirely, to presentation by MHC-E.

HLA-E restricted CD8" T cells have recently been discovered against several human
pathogens including CMV (G. Pietra et al., Proc Natl Acad Sci U S A 100, 10896 (2003);
incorporated by reference herein); EBV (Jorgensen PB et al.,, PLoS One 7, e46120 (2012);
incorporated by reference herein); Salmonella typhi (R. Salerno-Goncalves, et al., J Immunol
173, 5852 (2004); incorporated by reference herein); and Mycobacterium tuberculosis (A. S.
Heinzel et al., J Exp Med 196, 1473 (2002) and SA Joosten et al. PLoS Pathol 6, e1000782 (2010);
both of which are incorporated by reference herein). However, no HIV/SIV-specific MHC-E
restricted CD8" T cell response has been reported and no vaccine platform currently exists that
induces these non-classically restricted CD8" T cells against any heterologous antigen.

MHC restriction data from animals was confirmed using MHC “blocking” peptides that
bind to specific MHC allomorphs with high affinity, thereby outcompeting other peptides for
the binding groove of that MHC molecule. To protect its infected host cell from NK-cell
mediated lysis, HCMV encodes the glycoprotein UL40 (the RCMV homolog is Rh67), that
contains the exact 9-mer peptide (VMAPRTLLL, Rh67g 16 VL9) derived from classical MHC-la
leader sequences. The VL9 peptide specifically binds the MHC-E peptide binding groove with
extremely high affinity (P. Tomasec et al., Science 287, 1031 (2000); incorporated by reference
herein). Antigen presenting cells were pre-incubated with either the Rh67-derived VL9 peptide
to block binding of the Gags73 287 and Gagaz7.491 peptides to MHC-E, or with an irrelevant Mamu-
A*002:01 (A*02)-binding Gag1.73 GY9 peptide. CD8" T cell recognition of the Gagyss.057 and
Gaga77.491 supertopes on both autologous BLCL and transfectants expressing a single MHC-E

allele was completely inhibited by the presence of the MHC-E high-affinity binding peptide
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Rh67516 VL9, confirming MHC-E as the presenting allele for the MHC-I supertope responses
(Figs. 1B and 1C).

The contribution of MHC-E to the overall Gag-specific CD8" T cell response elicited by
RhCMV/gag vectors was compared to that of a conventional Modified Vaccinia Ankara
(MVA/gag) vector and native SIV infection. Flow cytometric ICS using blocking monoclonal
antibodies (mAbs) specific for MHC-I or MHC-II along with the MHC-E blocking Rh675.16 VL9
peptide was used to assess the restriction of each epitope-specific response found in a cohort
of 25 macaques: 6 vaccinated with strain 68-1 RhCMV/gag, 9 with strain 68-1.2 RhCMV/gag, 7
with MVA/gag, and 8 SIV-infected macaques. MHC-E-blocked CD8" T cell responses were found
only in macaques vaccinated with strain 68-1 RhnCMV/gag. Furthermore, every MHC-I-blocked
response observed in the macaques vaccinated with strain 68-1 RhCMV/gag was presented by
MHC-E (Figs. 2A, 8, and 9). No MHC-E restricted CD8" T cells were observed in macaques
vaccinated with strain 68-1.2 RhCMV/gag vector.

The lack of MHC-E restricted CD8" T cells in strain 68-1.2 RhCMV/gag vector-vaccinated
macaques was surprising given the minimal differences between the two CMV strains. During in
vitro culture on fibroblasts prior to being cloned as a bacterial artificial chromosome (BAC),
RhCMV 68-1 lost the ability to express gene products from the Rh13, Rh60, Rh157.5, and
Rh157.4 (HCMV RL11, UL36, UL128, and UL130, respectively) open reading frames (D. Malouli
et al., ) Virol 86, 8959 (2012) and WO 2014/138209; incorporated by reference herein). Of
these, expression is restored for Rh60, Rh157.5, and Rh157.4 in the RhCMV 68-1.2 strain (A. E.
Lilja, T. Shenk, Proc Natl Acad Sci U S A 105, 19950 (2008); incorporated by reference herein),
suggesting that the presence of one or a combination of these gene products is sufficient to
inhibit priming of CD8" T cells on MHC-E. Rh60 can be excluded as the gene mediating this
inhibitory effect because it is present in the non-BAC derived RhCMV/gag(L) vector (Hansen,
S,G, et al., Science 328, 102 (2010); incorporated by reference herein) which induces MHC-E
restricted CD8" T cells (Fig. 2A). Thus, the absence of the genes Rh157.5 and Rh157.4 (UL128-
130 in HCMV) from CMV is necessary for induction of MHC-E restricted CD8" T cells.
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Incomplete VL9 blocking for certain responses was observed (see Gag 15-mer #18 in
Rh22607 in Fig. 2A). Indeed, while every RhCMV/gag-induced, W6/32-blocked CD8" T cell
response recognized peptide in the context of MHC-E, these incompletely VL9-blocked peptides
were recognized in the context of classical MHC-la alleles, such as Gaggg.g3 (Gag 15-mer #18)
presented by Mamu-A*001:01 (A*01) in Rh22607 (Fig. 8B). To more closely understand this
dual presentation, peptide blockade studies were performed. These showed that although the
presence of the Mamu-A*01-binding Gagisi1z9 CM9 peptide was sufficient to inhibit
presentation of Gageg.gz on the Mamu-A*01 transfectant, and the presence of the Rh67-derived
VL9 peptide inhibited presentation of Gagegg gz on the MHC-E transfectant, both peptides were
required to completely block presentation of Gages gz on autologous BLCL from a Mamu-A*01*
macaque (Fig. 2B). In contrast, presentation of the same Gaggs.g3 epitope was fully blocked by
the presence of the Rh67g16 VL9 peptide alone on BLCL from a Mamu-A*01- macaque,
underscoring MHC-E as the primary restricting allele for these peptides (Fig. 2C). However,
given the ability of MHC-E restricted CD8" T cells to respond to cognate peptide in the context
of either MHC-E or a classical MHC-la molecule, the TCR of these cells likely directly recognize
the MHC-bound peptide itself or in conjunction with a conserved MHC structural motif.
Surprisingly, the presence of an MHC allele capable of binding a specific peptide epitope was
not sufficient for the generation of a CD8" T cell response targeting that epitope (Fig. 8),
indicating additional layers of immunological regulation in determining the specific set of
epitopes targeted in each RhCMV-vaccinated macaque.

Next, it was established that MHC-E restricted CD8" T cells participate in the immune
response against SIV. HIV and SIV evade CD8" T cell recognition by Nef-mediated down
regulation of the classical MHC class | molecules from the cell surface (O. Schwartz, et al., Nat
Med 2, 338 (1996); K. L. Collins et al., Nature 391, 397 (1998); both of which are incorporated
by reference herein). In contrast, Nef is unable to down regulate HLA-E and its surface
expression actually increases with HIV infection (J. Natterman et al., Antivir Ther 10, 95, (2005);
incorporated by reference herein). First, the fate of Mamu-E on the surface of productively SIV-

infected CD4" T cells was determined. Using the pan-MHC-l mAb W6/32 and the Mamu-E-
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specific mAb 4D12, it was demonstrated that, like HLA-E during HIV infection, Mamu-E surface
expression is significantly increased during SIV infection (Figs. 3A and 3B). Therefore, MHC-E
restricted CD8" T cells might be particularly effective since they would be impervious to Nef-
mediated down-modulation of their restricting MHC-I molecule. MHC-E interacts with both
TCRaP and CD94/NKG2 complexes, which are expressed on the surface of CD8" T cells (V.M.
Braud et al., Nature 391, 795 (1998); incorporated by reference herein).

In particular, high NKG2C expression is driven by CMV infection, and engagement of the
NKG2C receptor triggers activation of NK and T cells interacting with MHC-E (S. Lopez-Verges et
al., Proc Natl Acad Sci U S A 108, 14725 (2011) and M. Guma et al., Eur J Immunol 35, 2071
(2005); both of which are incorporated by reference herein). To investigate the possibility that
the MHC-E restricted CD8" T cells in strain 68-1 RhRCMV/gag-vaccinated macaques utilize NKG2C
receptors to mediate MHC-E induced activation, the surface phenotype of these cells was
examined, and little, if any, NKG2A/NKG2C expression (Figs. 3C and 10) was found.
Furthermore, the MHC-E restricted CD8" T cells exhibited a conventional CD3", CD8af*, TCRy&,
NKG2A/C phenotype suggesting that these T cells recognized MHC-E-bound peptides via CD8-
stabilized TCRap interactions.

Next, the ability of MHC-E restricted CD8" T cells present in 68-1 RhRCMV/SIV vaccinated
macaques to specifically recognize autologous, SIV-infected CD4" T cells was compared to that
of the classically MHC-I restricted CD8" T cells found in macaques vaccinated with MVA/gag or
strain 68-1.2 RhCMV/gag or infected with SIV. CD8" T cells isolated from all treated macaques
robustly recognized autologous SIV-infected CD4" T cells, and this recognition was completely
blocked by the addition of the pan-MHC-I blocking mAb W6/32 and the MHC-II binding CLIP
peptide (Figs. 4A and 4B). In contrast, CD8" T cell recognition of infected cells was fully restored
when the MHC-I blocking mAb W6/32 was replaced by the MHC-E blocking Rh675.46 VL9
peptide in all cases except for CD8" T cells isolated from strain 68-1 RhCMV/SIV-vaccinated
macaques. This suggests that MHC-E restricted CD8" T cells recognized SIV infected cells.

To more precisely examine if MHC-E bound, SIV-derived epitopes were present on the

surface of infected cells a Gagsy7.491 (Gag #120) supertope-specific, MHC-E restricted CD8" T cell
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line was generated. This line was tested for the ability to respond to autologous SIV-infected
CD4" T cells. For comparison, a classically MHC-restricted (Mamu-A*001:01 restricted) Gagisi-1g9
CM9 CD8" T cell line was also assessed. Both Gag-specific CD8" T cell lines specifically
recognized SIV-infected cells, and recognition was blocked when targets were pre-incubated
with the pan-MHC-I blocking mAb W6/32. In contrast, only the MHC-E restricted CD8" T cell line
was unable to recognize SIV-infected cells when targets were pre-incubated with the MHC-E
binding peptide Rh675.1¢ VL9 (Fig. 4C). Cumulatively, these data indicate that MHC-E restricted
CD8" T cells specifically recognize SIV-derived peptide epitopes on the surface of infected cells.

Strain 68-1 vectors induce CD8" T cells that recognize peptide antigen in the context of
the non-classical MHC-E molecule. Such CD8" T cells represent a new cellular immune response
for vaccine development and may be particularly effective given the unique immunobiology of
MHC-E. In contrast to classical HLA molecules that are down regulated from the surface of HIV-
infected cells, HLA-E expression is up regulated, and the increase of MHC-E expression occurs
within the first 24 hours of infection at the portal of viral entry (). Natterman et al., Antivir Ther
10, 95 (2005) and L. Shang et al., J Immunol 193, 277 (2014); both of which are incorporated by
reference herein). Only two functionally identical HLA-E alleles are present in the human
population (R. K. Strong et al., J Biol Chem 278, 5082 (2003); incorporated by reference herein).
Therefore, a vaccine platform specifically inducing MHC-E restricted T cells could result in a
truly universal CD8" T cell vaccine with every vaccinated individual mounting identical T cell
responses impervious to HIV Nef-mediated immune evasion. Indeed, as disclosed herein, MHC-
E-restricted CD8" T cells are strongly elicited by strain 68-1 RhCMV vectors, which have shown
unparalleled protection against SIV in macaques (Hansen et al. (2009), supra; Hansen et al.
(2011), supra; Hansen et al. Nature (2013), supra). Thus, a HIV vaccine that induces responses
against both classical as well as non-classical epitopes might provide the necessary breadth of T
cell responses required to effectively block viral replication and subsequently blunt viral
transmission.

As mentioned above, HCMV encodes the glycoprotein UL40 (the RCMV homolog is
Rh67), that contains the 9-mer peptide (VMAPRTLLL, Rh675 1¢ VL9) binding the MHC-E peptide

54



10

15

20

25

WO 2016/130693 PCT/US2016/017373

binding groove with extremely high affinity (P. Tomasec et al., Science 287, 1031 (2000);
incorporated by reference herein). Since the in vitro data indicated that VL9 competes for
binding with antigen-derived peptides the possibility that deletion of Rh67 (UL40) from the
genome of RhCMV 68-1 would further increase the frequency of HLA-E restricted CD8" T cells in
vivo was considered. To examine this possibility, Rh67 (UL40) was deleted from the 68-1
RhCMV/gag vector. The resulting recombinant virus was inoculated into an animal that was
naturally infected with RhCMV. At days 0, 7, 14, 21, 28 and 42 post-inoculation, PBMC were
obtained, and the frequency of CD8" T cells responding to total SIVgag as well as MHC-E was
measured by intracellular cytokine staining using specific peptides. As shown in Fig. 5, SIVgag
responses to total SIVgag were detectable beginning at day 14 post-inoculation. In addition,
CD8" T cells responded to MHC-lI-restricted “supertope” peptides Gag53 and Gag73. Contrary
to our expectations however, there was no increase of T cell responses to HLA-E-specific
supertopes. In fact, no responses were detected to either HLA-E peptides examined in this
experiment (Gag69 and Gag120). This surprising result therefore suggests that vectors lacking
UL40 and UL128 and UL130 induce MHC-II restricted CD8" T cells, including MHC-II restricted
supertopes, but not MHC-E-restricted CD8" T cells. Induction of MHC-E restricted CD8" T cells
thus requires the presence of UL40 and the absence of UL128 and UL130.

To determine whether, in addition to Rh67 (UL40), RhCMV encodes additional genes
that are required for the induction of HLA-E and/or MHC-Il-restricted T cell responses by
RhCMV lacking UL128-130, gene regions that are non-essential for growth in vitro were deleted
from RhCMV 68-1, and the T cell response upon inoculation of rhesus macaques was
monitored. While most deletion mutants did not affect T cell specificities, it was observed that
deletion of the gene region Rh214-Rh220 eliminated the ability of RhCMV 68-1 to elicit MHC-E
restricted responses, whereas MHC-Il restricted CD8" T cell responses were still observed (Figs.
29 and 30). This result was unexpected since the Rh214-Rh220 region encodes five copies of
genes that are homologous to (i.e., homologs of) HCMV US28: Rh214, Rh215, Rh216, Rh218 and
Rh220 (also known as RhUS28.4, RhUS28.3, RhUS28.2, RhUS28.1, and RhUS28.5, respectively,
M. E. Penfold et al. J Virol 77: 10404 (2003) incorporated by reference herein). The previously
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predicted open reading frames Rh217 and Rh219 are not considered to represent functional
genes based on a series of previously described criteria (D. Malouli et al., J Virol 86, 8959 (2012)
incorporated by reference herein). HCMV US28 encodes a G-protein coupled receptor that
binds to CC-chemokines (J.L. Gao and P. M. Murphy J Biol Chem 269: 28539 (1993)) and
chemokine binding was confirmed for at least one of the five RhCMV homologues (M. E.
Penfold et al. J Virol 77: 10404 (2003)). However, a requirement of US28 for the induction of
MHC-E restricted T cell responses was unexpected. This surprising result therefore suggests
that vectors lacking US28, UL128, and UL130 induce MHC-II restricted CD8" T cells, including
MHC-II restricted supertopes, but not MHC-E-restricted CD8" T cells. Induction of MHC-E
restricted CD8" T cells thus requires the presence of US28 and UL40, and the absence of UL128
and UL130.

Materials and Methods:

Rhesus macaques: A total of 46 purpose-bred male or female rhesus macaques (RM)
(Macaca mulatta) of Indian genetic background were used in the experiments reported in this
example, including 9 RM vaccinated with strain 68-1 RhCMV/gag, RM vaccinated with strain
68-1.2 RhCMV/gag, 1 RM inoculated with Rh67-deleted 68-1 RhCMV/gag, 7 RM vaccinated with
MVA/gag, 19 unvaccinated RM with SIV infection, and 6 unvaccinated RM naturally infected
with colony-circulating strains of RhCMV. All RM were used with the approval of the Oregon
National Primate Research Center Institutional Animal Care and Use Committee, under the
standards of the US National Institutes of Health Guide for the Care and Use of Laboratory
Animals. RM used in these experiments were free of cercopithicine herpesvirus 1, D-type simian
retrovirus, and simian T-lymphotrophic virus type 1. Selected RM were MHC-I-genotyped by
deep sequencing. Briefly, amplicons of Mamu class | sequences were generated via
amplification of cDNA by PCR using high-fidelity Phusion™ polymerase (New England Biolabs)
and a pair of universal MHC-I-specific primers with the following thermocycling conditions: 98°C
for 3min, (98 °C for 5s, 57 °C for 1s, 72 °C for 20s) for 23 cycles, and 72°C for 5 min. Each PCR

primer contained a unique 10 bp Multiplex Identifier (MID) tag along with an adaptor sequence
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for 454 Sequencing™ (5-GCCTCCCTCGCGCCATCAG-MID-GCTACGTGGACGACACG-3’; 5'-
GCCTTGCCAGCCCGCTCAG-MID-TCGCTCTGGTTGTAGTAGC-3’). Resulting amplicons span 190 bp
of a highly polymorphic region within exon two. The primary cDNA-PCR products were purified
using AMPure XP magnetic beads (Beckman Coulter Genomics). Emulsion PCR and
pyrosequencing procedures were carried out with Genome Sequencer FLX instruments
(Roche/454 Life Sciences) as per the manufacturer’s instructions. Data analysis was performed
using a Labkey database in conjunction with Geneious-Pro® bioinformatics software
(Biomatters Ltd.) for sequence assembly.

RhCMV/SIV Vectors: The construction, characterization, and administration of strain 68-
1-derived RhCMV/SIV have been previously described in detail (Hansen et al. (2009), supra;
Hansen et al. (2011), supra; Hansen et al. Nature (2013), supra; Hansen et al. Science (2013),
supra; Hansen et al. (2010), supra). All recombinant viruses used in this study were derived
from strain RhCMV 68-1 BAC. Due to tissue culture adaptation, RhCMV 68-1 constructs contain
a deletion of ORF 157.5 and most of ORF Rh157.4 encoding homologs of HCMV UL128 and
UL130, respectively (Hansen, S.G. et al., J Virol 77, 6620 (2003); incorporated by reference
herein).

To generate a vector that lacks UL40 expression, ORF Rh67 was deleted from RhCMV 68-
1 by BAC recombineering. Briefly, Rh67 was replaced with a FRT-flanked Kanamycin-resistance
gene-containing PCR fragment by homologous recombination, followed by excision of the
KanR-gene using FLP recombinase. Virus was recovered in rhesus fibroblasts and characterized
for antigen expression and loss of Rh67(UL40).

To generate a vector with complete UL128-130 expression, the SIVgag expression
cassette was inserted into Rh211 of RhCMV 68-1.2, a recombinant virus in which Rh61/Rh60
(UL36), Rh157.4 (UL130), and Rh157.5 (UL128) had been repaired (A. E. Lilja and T. Shenk, Proc
Natl Acad Sci U.S.A. 105, 19950 (2008); incorporated by reference herein). All of the
recombinant viruses were characterized and confirmed by restriction digest, and antigen
inserts, including their flanking regions, were sequence verified. Expression of SIV antigens was

verified by immunoblot. Additionally, adjacent gene expression was verified by RT-PCR.
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Other Vaccines

MVA/gag was constructed by insertion of codon-optimized, full-length SIVmac239 gag
gene into the MVA shuttle vector, pLW44, under the control of MH5, an early/late vaccinia
promoter, to generate the recombinant plasmid, pJV7. Flanking sequences within pLW44
directed insertion of the recombinant construct into the thymidine kinase locus by homologous
recombination. Chicken embryonic fibroblast cells were transfected with pJV7 followed by
infection with MVA strain 1974 to generate recombinant virus expressing SIVmac239gag
(SIvgag expression confirmed by immunoblot). Recombinant virus was plaque-purified and
amplified in large-scale culture. Viral stocks were purified over a 24-40% sucrose gradient
followed by pelleting through a 36% sucrose cushion with the pellet then suspended in 1 mM
Tris-Cl, pH 9.0. For MVA/gag vaccination, RM were administered 10° plaque-forming units of
this vector via intramuscular injection.

Antigens and Antigen-Presenting Cells: Sequential 15-mer peptides (overlapping by 11
amino acids) comprising the SIVgag protein were obtained from the NIH AIDS Reagent Program.
Synthesis of specific 9-14-mer peptides within these proteins was performed by Genscript
(Piscataway, NJ). All peptides are identified by the position of their inclusive amino acids from
the n-terminus (e.g., Gagu.,). Consecutive 15-mers are also designated by their position
starting from the n-terminal 15-mer (e.g., Gagi.1s is 15mer #1; Gags 19 is 15mer #2, etc.). Unless
otherwise specified, these peptides were used in T cell assays used at 2 pg/ml. Autologous B-
lymphoblastoid cell lines (BLCL) were generated by infecting rhesus PBMC with Herpesvirus
papio, as described previously (Hansen et al. Science (2013), supra). Mammalian expression
vectors for Mamu class | molecules were generated by ligating each allele into pCEP4 Kpnl/Notl
or Hindlll/Notl restriction sites. Plasmids were cloned in DH5a E. coli (Life Technologies, Grand
Island, NY), sequence confirmed, and electroporated into MHC-I-negative K562, 721.221, or
RMA-S (K. S. Anderson et al., J Immunol 151, 3407 (1993); incorporated by reference herein)
cells using Nucleofector II/Kit C (Lonza, Allendale NJ). Transfectants were maintained on drug
selection (Hygromycin B) and routinely confirmed for surface expression of MHC-| by staining

with pan-MHC-I antibody clone W6/32. Throughout use in T cell assays, mRNA from MHC-I
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transfectants was extracted using the AllPrep DNA/RNA Mini Kit (Qiagen), amplified by RT-PCR
using primer pairs flanking a highly polymorphic region within exon 2, and sequence confirmed.
MHC-I transfectants and BLCL were pulsed with Gag peptide of interest at a final concentration
of 10 uM for 90 minutes then washed three times with warm PBS and once with warm R10 to
remove unbound peptide before combining with freshly isolated PBMC at an effector:target
ratio of 10:1. In order to stabilize Mamu-E surface expression, Mamu-E transfectants were
incubated at 27° C for 3 hours prior to use in assays and maintained at 27° C throughout
peptide incubation until combined with effectors. Autologous SIV-infected target cells were
generated by isolation of CD4" T cells from PBMC with CD4 microbeads and LS columns
(Miltenyi Biotec), activation with a combination of IL-2 (vendor), Staphylococcus enterotoxin B
(vendor), and anti-CD3 (NHP Reagent Resource), anti-CD28, and anti-CD49d mAbs (BD
Biosciences), and spinoculation with sucrose-purified SIVmac239, followed by 3-4 days of
culture. Prior to use in T cell assays, SIV-infected target cells were purified using CD4
microbeads and LS columns (Miltenyi Biotec), as previously described (). B. Sacha et al., J
Immunol 178, 2746 (2007); incorporated by reference herein). Infected cell preparations were
>95% CD4" T cells and >50% SIV-infected following enrichment and were used at an
effector:target ratio of 40:1 (PBMC and isolated CD8" T cells) or 8:1 (T cell line effectors). In
these experiments, uninfected, activated CD4" T cells served as negative control APCs
(uninfected targets from SIV' RM were cultured with tenofovir (NIH AIDS Reagent Program,
concentration)). To assess bulk MHC- and MHC-E, SIV-infected CD4" T cells were generated as
described above without post-infection purification and stained for surface MHC-I (clone
W6/32), MHC-E (clone 4D12; anti-mouse 1gG1 M1-14D12), CD3, CD4 and intracellular SIV Gag
p27 capsid.

T Cell Assays: Mononuclear cell preparations for immunologic assays were obtained
from blood with Ficoll-Paque (GE Healthcare). Purified CD8" T cells (>90% pure) were obtained
from PBMC using CD8 microbeads and LS columns (Miltenyi Biotec). Epitope-specific T cell lines
were prepared by stimulation of PBMC with irradiated, peptide-pulsed BLCL and subsequent

culture in media containing IL-2 (vendor), with re-stimulation performed weekly. SIV-specific
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CD8" T cell responses were measured by flow cytometric ICS. Briefly, effector T cells
(mononuclear cells, isolated CD8" T cells, or T cell lines) were incubated with antigen (peptide,
peptide-pulsed APCs, or SIV-infected CD4" T cells) and co-stimulatory monoclonal antibodies
(mAbs) to CD28 and CD49d (BD Biosciences) for 1 hour, followed by addition of Brefeldin A
(Sigma-Aldrich) for an additional 8 hours. Co-stimulation in the absence of antigen (no peptide,
unpulsed APCs, or uninfected targets) served as background control. In restriction assays using
MHC-I transfectants as APCs, co-stimulation in the presence of peptide-pulsed MHC-I-negative
parental cell lines K562 or 721.221 cells served as additional negative controls. When indicated,
mononuclear cells or antigen-presenting cells were pre-incubated for 1 hour with the following
blocking reagents: anti-MHC-I mAb (clone W6/32; 10 pug/ml), CLIP peptide (MHC-Il-associated
invariant chain, amino acids 89-100; 2 pg/ml), MHC-E-binding peptide VL9 (VMAPRTLLL; 20
uM), Mamu-A1*001:01-binding peptide CM9 (CTPYDINQM; 20 pM), or Mamu-A1*002:01-
binding peptide GY9 (GSENLKSLY; 20 uM). Stimulated cells were fixed, permeabilized, and
stained as previously described (Sacha et al., The Journal of Immunology, 178, 2746-2754
(2007); incorporated by reference herein) and flow cytometric analysis was performed on an
LSR-Il instrument (BD Biosciences). Analysis was done using FlowJo software (Tree Star), gating
first on small lymphocytes followed by progressive gating on CD3, then CD4/CD8a" T cell
subsets. Antigen specific response frequencies for resulting CD4/CD8a" populations were
determined from intracellular expression of TNF-a and IFN-y. For epitope deconvolution
experiments, strict response criteria were used to prevent false positives. In these studies, a
response to a given 15-mer peptide was considered positive if the frequency of events
clustered as CD69*, TNF-a’ and IFN-y* was >0.05%, with background <0.01% in at least 2
independent assays. The classification of individual peptide responses as blocked, shown in
Figures 2A and 6, was based on >90% inhibition by blockade relative to the isotype control.
Define partial blockade. Responses that did not meet these criteria were considered
indeterminate. To be considered MHC-E-restricted by blocking, the individual peptide response
must have been (1) blocked by both anti-MHC-I clone W6/32 and MHC-E-binding peptide VL9,
and (2) not blocked by CLIP.
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Antibodies

The following conjugated Abs were used in these studies: a) from BD Biosciences, L200
(CD4; AmCyan), SP34-2 (CD3; PacBlu), SK1 (CD8a; TruRed, AmCyan), 25723.11 (IFNg; APC, FITC),
6.7 (TNF; APC), b) from Beckman Coulter, L78 (CD69; PE).

Example 2 — Generation of CD8" T cells specific for peptides of interest in the context of MHC-E

T cell receptors recognizing antigen-derived peptides of interest in the context of
classical, polymorphic MHC-la molecules can be used to transfect autologous T cells for
immunotherapy of disease, such as cancer or infectious disease. A major obstacle to this
approach is the MHC-la diversity in the human population that limits the use of a given TCR to
MHC-la matched patients. By generating TCR recognizing antigen-derived peptides of interest
(e.g., tumor antigen-derived peptides and pathogen-derived peptides) in the context of non-
classical, non-polymorphic MHC-E molecules, MHC-matching becomes obsolete, and the
resulting TCR can be used in all patients.

CD8" T cells recognizing MHC-E/peptide complexes are rare in nature, and there is not
currently a reliable method to generate such T cells directed against antigens of interest, such
as tumor antigens, pathogen-derived antigens, tissue-specific antigens, or host self-antigens.
The method described herein is based upon the finding that a rhesus cytomegalovirus (RhCMV)
lacking the genes Rh157.5 and Rh157.4 (homologs of HCMV UL128 and UL130) elicits MHC-E-
restricted CD8" T cells in rhesus monkeys at a frequency of about 1 peptide epitope per 30-40
amino acids of protein sequence. By inserting an antigen of interest into UL128 and 130-
deleted RhCMV, CD8" T cells directed against individual peptides presented by MHC-E can be
generated. The MHC-E/peptide-recognizing TCRs can be identified by any of a number of
methods but generally rely on sequencing the alpha and beta chains either directly by PCR from
the cDNA of single cells, clonally expanded single cells, or deep sequencing pools of peptide
specific CD8" T cells. Alternatively the sequence may be derived indirectly by expanding the
RNA template by first creating a whole transcriptome library for a single cell, clonally expanded
single cell, or pool of peptide specific CD8" T cells. Peptide specific variable sequences may be

generated by rapid amplification of cDNA ends (RACE) or switching mechanism at 5’end of RNA
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template (SMART) protocols performed on the mRNA. PCR anchored in flanking constant
regions or similarly from whole transcriptome libraries of single peptide reactive CD8" cells can
be sequenced directly or deep sequenced for their respective TCR variable regions. Validated
combinations of alpha and beta chains derived from the TCR sequence of individual or pools of
peptide reactive CD8" T-cells can further be synthesized or cloned. The resulting TCR constructs
can then be transfected into T cells that can in turn be administered to patients as a therapy
(e.g., cancer therapy or infectious disease therapy). Methods of cloning and transfecting TCR
variable regions are also discussed in Barsov EV et al., PLoS One 6, €23703 (2011), which is
incorporated by reference herein.

Example 3 - Broadly targeted CD8" T cell responses restricted by major histocompatibility
complex-E

Major histocompatibility complex (MHC)-E is a highly conserved, ubiquitously
expressed, non-classical, MHC-Ib molecule with limited polymorphism primarily involved in
regulation of NK cell reactivity via interaction with NKG2/CD94 receptors. Here, priming of
rhesus macaques with Rh157.5/.4 gene-deleted RhCMV vectors uniquely diverts MHC-E
function to presentation of highly diverse peptide epitopes to CD8a/B" T cells, approximately 4
distinct epitopes per 100 amino acids, in all tested protein antigens. Since MHC-E is up-
regulated on cells infected with HIV/SIV and other persistent viruses to evade NK cell activity,
MHC-E-restricted CD8" T cell responses have the potential to exploit pathogen immune evasion
adaptations, a capability that might endow these unconventional responses with superior
efficacy.

Adaptive cellular immunity against intracellular pathogens is the primary responsibility
of CD8" T cells that recognize short (8-10mer) pathogen-derived peptide epitopes presented by
highly polymorphic MHC-la molecules on the surface of infected cells (Neefjes J et al., Nat Rev
Immunol 11, 823 (2011) and Nikolich-Zugich J et al., Microbes Infect 6, 501 (2004); both of
which are incorporated by reference herein). MHC-la allomorphs vary considerably in their
peptide binding properties, and therefore the particular pathogen-derived peptides targeted by

pathogen-specific CD8" T cells is largely determined by the peptide binding specificity of the
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limited number of MHC-la allomorphs expressed by the infected individual (Yewdell JW,
Immunity 25, 533 (2006); incorporated by reference herein) Consequently, the epitopes
recognized by CD8" T cells responding to the same pathogen are highly diverse across
individuals. This recognition heterogeneity is important, as the nature of epitopes targeted by
CD8" T cell responses can have an enormous influence on the ability of the individual to clear or
control various intracellular pathogens, in particular agents like HIV with a high intrinsic
capacity for mutational immune escape (Nikolich Zugich (2004), supra and Goulder, P.). and
Watkins, D.I. Nat Rev Immunol 8, 619 (2008); incorporated by reference herein). From an
evolutionary perspective, this MHC-la polymorphism-mediated response diversity allows large
populations to survive emerging pathogens because of the high likelihood that at least some
members of the population will have MHC-la allomorphs that support effective CD8" T cell
responses (Nikolich-Zugich (2004), supra and Prugnolle F et al., Curr Biol 15, 1022 (2005);
incorporated by reference herein). On the other hand, this biology inevitably results in certain
individuals within a population being highly susceptible to a given pathogen, even when
vaccinated, which hampers efforts to develop universally effective vaccines based on CD8" T
cell responses (Goulder and Watkins (2008), supra and Picker, L.J. et al., Ann Rev Med 63, 95
(2012); incorporated by reference herein)

It was recently reported that SIV-targeted vaccine vectors based on strain 68-1
(fibroblast-adapted) RhCMV strikingly violate the above-described rules of MHC-la-restricted
CD8" T cell recognition (Hansen et al. Science (2013), supra), and offer a potential solution to
MHC-la-dependent response diversity in CD8" T cell-targeted vaccination. In rhesus monkeys,
RhCMV/SIV vectors provide profound protection against highly pathogenic SIV challenge,
resulting in stringent control and ultimate clearance of infection (Hansen et al. (2011), supra
and Hansen et al. Nature (2013), supra). These vectors elicit SIV-specific CD8" T cell responses
that are entirely non-overlapping with conventional MHC-la-restricted CD8" T cells, despite
responding to 3-fold as many epitopes as conventional vaccines expressing the same SIV
protein. Part of this lack of epitope overlap was explained by the finding that many of these

epitopes were restricted by MHC-Il molecules, rather than MHC-la, a rare, but not
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unprecedented mode of epitope recognition by CD8" T cells (Hansen et al. Science (2013),
supra). Strain 68-1 RhCMV/SIVgag vectors also elicited CD8" T cells that recognized multiple
MHC-I-dependent epitopes (e.g., responses entirely blocked by anti-MHC-I antibodies) that
were common to most, or even all MHC-disparate macaques, an unprecedented degree of
cross-recognition for MHC-la-restricted CD8+ T cell responses. Indeed, two epitopes in the SIV
gag protein (SIVgag,76.234 and SIVgagasy.a90) were targeted by 42 of 42 strain 68-1 RhCMV/SIVgag
vector-immunized monkeys in the previous report (Hansen et al. Science (2013), supra), and
CD8" T cell responses to these two 9mer epitopes have since been documented in 120 of 120
monkeys inoculated with this vector (Fig. 14).

To understand the basis of this unusually universal MHC-I-dependent recognition, 4
strain 68-1 RhCMV/SIVgag vector-vaccinated monkeys were selected for detailed MHC-I
restriction analysis. These macaques displayed robust, unconventional MHC-l-dependent CD8*
T cell responses to SIVgag, including responses to the SIVgag,76.0s4 and SIVgagas,.490 SUpertopes,
as well as 10 other commonly recognized responses. The expressed MHC-| genes, both classical
MHC-la and non-classical MHC-Ib (Wiseman, R.W. et a/., Nat Med 15, 1322 (2009); incorporated
by reference herein), were sequenced in each monkey, and a panel of MHC-I transfectants
singly expressing these MHC-I molecules was constructed individually (Fig. 15). These single
MHC-I molecule transfectants were then used in a flow cytometric intra-cellular cytokine
staining (ICS) assay to present the epitopic 15mer peptides to the strain 68-1 RhCMV/SIVgag
vector-induced CD8" T cells from these monkeys (using parental MHC-I-negative and
autologous B lymphoblastoid cell lines as negative and positive controls, respectively) (Figs.
11A, 11B; and 16). Remarkably, classical MHC-la allomorphs were able to present only 3 of the
12 epitopic peptides to these T cells (Mamu-A1*001:01: SIVgageos3(18) and SIVgagig7.211(50);
Mamu-A1*002:01: SIVgagi»9.143(33)), and expression of these allomorphs in monkeys did not
track with these epitope-specific CD8" T cell responses (e.g., many monkeys lacking these
allomorphs were still able to recognize these 3 peptides; Fig. 17). However, all 12 epitopic
peptides stimulated CD8" T cells from all monkeys when presented by non-classical MHC-E

molecules, and indeed, all peptides were presented by transfectants expressing 3 different
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rhesus monkey MHC-E allomorphs (Mamu-E02:04, -E02:11, and -E02:20), independent of
whether the responses originated in monkeys that expressed these alleles, as well as by a
transfectant expressing a human version of this molecule (HLA-E*01:03) (Figs. 11A, 11B, 16 and
18).

MHC-E is known to avidly bind canonical VMAPRTL(LVI)L peptides and other closely
related 9mer peptides that are derived from positions 3-11 of MHC-la leader sequences for
presentation to NKG2A (and to a lesser extent, NKG2C) molecules on NK cells (Lee, N. et al., )
Immunol 160, 4951 (1998); Braud, V.M. et al., Nature 391, 795 (1998); Sullivan, L.C. et al.,
Tissue Antigens 72, 415 (2008); and van Hall, T. et al., Microbes Infect 12, 910 (2010); all of
which are incorporated by reference herein). This highly conserved interaction delivers a
predominately inhibitory signal to NK cells when cells express normal levels of MHC-la.
However, upon interference with MHC-la biosynthesis by viral infection or neoplastic
transformation, this inhibitory signal is reduced, facilitating NK cell activation in response to
virally-infected or neoplastic cells (Lodoen, M.B. and Lanier, L.L. Nat Rev Microbiol 3, 59 (2005)
and Wieten L et al., Tissue Antigens 84, 523 (2014); both of which are incorporated by
reference herein). Although a subset of CD8" T cells can also express NKG2A and/or NKG2C
(Arlettaz L et al., Eur ) Immunol 34, 3456 (2004); incorporated by reference herein), phenotypic
analysis of MHC-E-dependent, strain 68-1 RhRCMV/SIVgag vector-elicited CD8" T cells revealed
the vast majority of responding cells were CD8a/B*, TCR y/& T cells that lack both NKG2A and
NKG2C expression (Figs. 11C and 19). Moreover, pre-incubation of MHC-E transfectants or
PBMC with a canonical MHC-E-binding VMAPRTLLL (VL9) peptide prior to specific peptide
loading specifically blocked CD8" T cell recognition of all 12 peptides (Figs. 11D and 20),
suggesting that the T cell recognition of these peptides is not mediated by NKG2A/C binding to
peptide-loaded MHC-E, but rather reflects MHC-E-restricted epitope presentation to antigen-
specific T cells. Indeed, each of the parent 15mers studied could be truncated to an optimal
9mer peptide that was common among different strain 68-1 RhnCMV/SIVgag vector-vaccinated
monkeys with responses to the parent 15mer (Fig. 21) (Hansen et al. Science (2013), supra).

These optimal 9mers could trigger CD8" T cells from these monkeys when pulsed on Mamu-E
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transfectants at doses less than 1 nM (Fig. 22), functional avidities that are comparable to T cell
recognition of classically MHC-la-restricted epitopes (O’Connor DH et al., Nat Med 8, 493
(2002); incorporated by reference herein). Taken together, these data strongly suggest the
unconventional, MHC-l-dependent CD8" T cells elicited by strain 68-1 RhCMV/SIVgag vectors
are SIVgag-specific CD8" T cells that are primarily restricted by MHC-E, although in some cases
can also recognize their specific peptide on conventional MHC-la allomorphs.

MHC-E-restricted CD8" T cell responses have been previously identified in HCMV,
Hepatitis C virus, Mycobacterium tuberculosis, and Salmonella enterica infections, typically
involving epitopes that are structurally related to the canonical MHC-la leader sequence
peptides, but foreign to the host (Sullivan (2008), supra; van Hall (2010), supra; Pietra G et al., )
Biomed Biotechnol 2010, 907092 (2010); and Caccamo N et a/., Eur J Immunol 45, 1069 (2015);
all of which are incorporated by reference herein). To determine the extent to which MHC-E
restricts responses to SlVgag in different settings, blocking with high affinity MHC-E-binding
peptide VL9 (in conjunction with blocking with anti-MHC-II CLIP peptide and anti-MHC | mAb
W6/32) was used to restriction-classify all SIVgag epitope-specific CD8" T cell responses in
monkeys vaccinated with strain 68-1 RhCMV/SIVgag vectors (Rh157.5/.4 gene-deleted), strain
68-1.2 RhCMV/SIVgag vectors (Rh157.5/.4-intact), ARh157.5/.4 strain 68-1.2 RhCMV/SIVgag
vectors (in which the Rh157.5/.4 genes were specifically re-deleted; Fig. 23), and Modified
Vaccinia Ankara (MVA)/SIVgag vectors, as well as monkeys infected with SIV itself (Figs. 12, 24
and 25). This analysis revealed that essentially all SIVgag epitope-specific responses in strain 68-
1 RhCMV/SIVgag vector- and ARh157.5/.4 strain 68-1.2 RhCMV/SIVgag vector-vaccinated
monkeys were either >90% blocked by the CLIP peptide or by both the anti-MHC-I mAb W6/32
and the VL9 peptide, demonstrating that the unconventional T cell responses elicited by
Rh157.5/.4-deficient RhRCMV are effectively entirely of either MHC-II- or MHC-E-restricted CD8*
T cells.

In contrast, all SlVgag-specific CD8" T cell responses in the MVA/SIVgag vector-
vaccinated and the strain 68-1.2 (Rh157.5/.4-expressing) RhCMV/SIVgag vector-vaccinated

macaques were blocked by mAb W6/32, but not the VL9 peptide, indicating classical MHC-la
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restriction. This was also the case for 98% of CD8" T cell responses in SIV-infected macaques,
with the exception of 4 MHC-Il-restricted CD8" T cell responses. The ability of Rh157.5/.4-
deficient RhCMV vectors to elicit MHC-E- and MHC-lI-restricted CD8" T cells is not limited to
SIVgag-specific responses. Similar mixtures of MHC-E- and MHC-ll-restricted, antigen-specific
CD8" T cell responses were observed with strain 68-1 (Rh157.5/.4-deficient) RhRCMV vectors
encoding SIVpol97-441, M. tuberculosis proteins (Ag85B, ESAT6 and RpfA), as well as intrinsic
RhCMV proteins such as the Immediate Early-1 (IE1) protein (Figs. 12B and 26).

It has been previously reported that CD8" T cells elicited by strain 68-1 RhCMV/SIV
vectors recognize autologous SIV-infected CD4" T cells, and that this recognition is partially
blocked by the anti-MHC-I mAb W6/32 and by the MHC-II-blocking CLIP peptide (Hansen et al.
Science (2013), supra). To determine the contribution of MHC-E restriction to the MHC-I
component of this recognition, it was asked whether the high affinity MHC-E-binding VL9
peptide could substitute for mAb W6/32 in blocking these responses. This experiment
demonstrated that the combination of the MHC-II-blocking CLIP peptide and either mAb W6/32
or the VL9 peptide blocks these responses completely, whereas SlV-infected autologous cell
recognition by SIVgag-specific CD8" T cells elicited by MVA/SIVgag vector- or strain 68-1.2
RhCMV/gag vector-vaccination or SIV infection was insensitive to the CLIP + VL9 peptide
combination (Fig. 12C). Taken together, these data confirm that strain 68-1 RhCMV vectors
uniquely elicit CD8" T cell responses that are either MHC-Il or MHC-E-restricted, and that this
unusual immunobiology is a specific consequence of deletion of the RhCMV Rh157.5/.4 genes,
which are orthologs of the HCMV UL128/UL130 genes and encode 2 components of the
pentameric receptor complex involved in CMV infection of non-fibroblasts (Lilja AE and Shenk T,
Proc Natl Acad Sci U.S.A. 105, 19950 (2008); incorporated by reference herein). Moreover,
these data confirm that at least some of the epitopes recognized by these MHC-E-restricted
CD8+ T cells are naturally processed and presented by cells infected by SIV, a heterologous
(non-CMV) pathogen.

Among 42 strain 68-1 RhCMV/SIVgag vector-vaccinated monkeys, a median of 20

distinct CD8" T cell-recognized, MHC-E-restricted, SIVgag 15mer epitopes per animal were
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identified, a breadth that exceeds the median 11 and 14.5 distinct MHC-1a-restricted SIVgag-
specific epitopes identified within SIVgag-specific CD8" T cell responses elicited by conventional
vaccines or SIV infection, respectively (Fig. 13A). The density of MHC-E-restricted epitopes (~4
independent MHC-E-restricted epitopes per 100 amino acids of protein length) is similar among
all strain 68-1 RhCMV vector-elicited CD8" T cell responses, regardless of nature of the antigen
analyzed (Fig. 13B). Notably, among the same 42 strain 68-1 RhCMV/SIVgag vector-vaccinated
macaques, 109 of the 125 overlapping SIVgag 15mer peptides (87%) were recognized by MHC-
E-restricted CD8" T cells in at least one macaque (Fig. 13C). Although MHC-E has previously
been shown to bind a broader array of peptides than the canonical leader sequence peptides
(van Hall (2010), supra and Lampen et al., supra), the extent of epitope diversity and breadth
observed is highly surprising, especially given the limited polymorphism of MHC-E and the
observation that the presentation of all MHC-E-restricted epitopes tested to date is
independent of this limited sequence polymorphism as well as the sequence difference
between Mamu-E and HLA-E (Figs. 11B, 18 and 22). These data suggest that MHC-E-mediated
epitope presentation (e.g., MHC-E peptide binding) is even more diverse than previously
believed. In keeping with this, sequence analysis of 11 optimal MHC-E-restricted SIVgag 9mer
epitopes showed only one epitope (the Gag,3.,57 supertope) with a canonical (M at position 2:
L at position 9) MHC-E-binding motif, whereas the other 10 optimal epitopes not only lacked
this motif, but manifested no statistically significant overlap with previously characterized sets
of MHC-E bound peptides (Lampen et al., supra) (Fig. 13D). Indeed, the other SIVgagaig, 490
supertope manifested what could be considered an anti-MHC-E peptide-binding motif with
lysines at both positions 2 and 9 (Fig. 13D). The molecular mechanisms for loading and binding
of epitopic peptides to MHC-E are discussed in Hansen, S.G. et al., "Broadly targeted CD8+ T cell
responses restricted by major histocompatibility complex E", Science, published electronically
on Jan 21, 2016, which is incorporated by reference herein.

Both HCMV and RhCMV encode proteins with a strategically embedded canonical VL9
peptide within the UL40 and Rh67 genes, respectively (Prod’homme, V. et al.,, ) Immunol 188,
2794 (2012) and Richards, R. et al., ) Virol 85, 8766 (2011); both of which are incorporated by
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reference herein). The VL9 peptide of UL40 was shown to be loaded onto nascent MHC-E chains
by a TAP-independent mechanism, and therefore functions to stabilize and up-regulate MHC-E
expression in HCMV-infected cells in the face of virus-mediated TAP inhibition and profound
MHC-la down-regulation mediated by the HCMV US2-11 gene products (Lodoen & Lanier
(2005), supra and Prod’homme (2012), supra). A similar function is likely for RhnCMV Rh67
(Richards (2011), supra). MHC-E up-regulation is therefore thought to be a key viral strategy for
evading the NK cell response to infected cells that lack MHC-la expression. However, this
evasion strategy would have the consequence of enhancing MHC-E expression in virally
infected cells, increasing the opportunity for loading and presentation of novel peptides to
MHC-E-restricted T cells. In this regard, the canonical MHC-E binding VL9 peptide might act as a
chaperone that facilitates stable high expression of MHC-E and delivery to an endosomal
compartment that would facilitate peptide exchange, analogous to the invariant chain-
associated CLIP peptide and MHC-II. Consistent with such a peptide exchange mechanism,
MHC-E peptide loading has been directly demonstrated in the M. tuberculosis phagolysosome
(Grotzke JE et al., PLoS Pathog 5, e1000374 (2009); incorporated by reference herein).

CMV is not the only intracellular pathogen to up-regulate MHC-E expression. Hepatitis C
also encodes an MHC-E-binding peptide which up-regulates MHC-E expression (Natterman J et
al., Am J Pathol 166, 443 (2005); incorporated by reference herein), and both HIV and SIV up-
regulate MHC-E by an uncharacterized mechanism in concert with MHC-la down-regulation
(Natterman J et al., Antivir Ther 10, 95 (2005); incorporated by reference herein) (Fig. 27). This
common adaptation suggests that, for these and likely other intracellular pathogens, the
evolutionary pressure to up-regulate MHC-E to counter NK cell responses outweighs the
potential risk of increased susceptibility to MHC-E-restricted CD8" T cells, perhaps because
MHC-E-restricted CD8" T cells are poorly primed during infection by these agents. The reason
MHC-E-restricted CD8" T cell responses are such a minor component of the modern mammalian
immune system is unclear, especially given the finding in this report that such responses can be
quite diverse and broad (although, arguably, less diverse and broad on a population level than

polymorphic MHC-1a; Fig. 28). However, Rh157.5/.4 gene-deleted RhCMV vectors are able to
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bypass the intrinsic constraint of MHC-E-restricted CD8" T cell priming. Although the
mechanism by which this bypass is accomplished remains to be elucidated, the ability of these
vectors to strongly elicit broad, diverse and MHC-la haplotype-independent CD8" T cell
responses offers the opportunity to develop MHC-E-restricted, CD8" T cell-targeted vaccines
that exploit MHC-E up-regulation, an intrinsic vulnerability in the immune-evasion strategies of
many highly adapted persistent pathogens. Moreover, because of limited MHC-E
polymorphism, an MHC-E-restricted CD8" T cell response-targeted vaccine would elicit largely
similar responses in all or most vaccinees, potentially providing for efficacy in all individuals
regardless of MHC genotype. Evolution may have disfavored MHC-E as a primary restricting
molecule for CD8" T cells in modern mammals in lieu of the polymorphic MHC-la system, but if
HCMV vectors are able to recapitulate in humans the biology of Rh157.5/.4 gene-deleted
RhCMV vectors in macaques (or if alternative, non-CMV-based strategies to elicit broadly
targeted MHC-E-restricted CD8" T cell responses can be developed), vaccinologists may be able
to resurrect this dormant MHC-E-based adaptive immune system to attack pathogens with
novel immune responses that they are not adapted to effectively evade.

Materials and Methods:

Vaccines: The construction, characterization, and administration of 1) the strain 68-1
RhCMV vectors expressing SIV Gag and 5’-Pol, 2) the strain 68-1.2 RhCMV vector expressing SIV
Gag, 3) the MVA and Adenovirus 5 (Ad5) vectors expressing SIV Gag, and 4) the SIV Gag-
encoding DNA + IL-12 vaccine have been previously reported (Hansen et al. Science (2013),
supra; Hansen et al. (2011), supra; Hansen et al. Nature (2013), supra; and Hansen et al. (2009),
supra). A strain RhRCMV 68-1 expressing a fusion protein of the M. tuberculosis gene products
RpfA, RpfC and RpfD driven by an MCMV |E promoter and inserted into the 5 region of Rh211
was provided by Aeras (Rockville, MD, USA). A Rh157.5 (UL128) — Rh157.4 (UL130) double
deletion mutant based on strain 68-1.2 RhCMV/gag was also constructed by homologous
recombination. To accomplish this, recombination primers flanking the target region (forward
mutagenesis primer 5-AAAACTATAATCAACAACTCTATACCTTTGTTTTGCTGATGCTA TTGCGT-3'
and reverse mutagenesis primer 5-ATTTTTCGATAAAAAAATCACAGCAAACATACTG
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GTTTTACACACTTTAT-3’) were designed. Since the Rh157.6 (UL131A) and Rh157.4 (UL130) open
reading frames (ORFs) overlap in RhCMV, the deletion was constructed in a fashion that
retained the end of the Rh157.6 (UL131A) ORF plus additional 50 bp to ensure expression of the
encoded protein. Mini plasmid R6K-kan-F5 was used to amplify a kanamycin resistance cassette
flanked by alternative (F5) FRT sites using the forward primer binding site (5'-
GAAAAGTGCCACCTGCAGAT-3’) and reverse primer binding site (5’-CAGGAACACTTAACGGCTGA-
3’), which were added to the 3’ end of the mutagenesis primers. E/T homologous
recombination in E. coli strain SW105 (Warming S et al., Nucleic Acids Res 33, e36 (2005);
incorporated by reference herein) was performed as published elsewhere (Muyrers JP et al.,
Nucleic Acids Res 27, 1555 (1999); incorporated by reference herein). Successful deletion of the
targeted ORFs was confirmed by performing polymerase chain reactions on viral DNA and cDNA
of infected cells with primers specific for the deleted and neighboring genes. Expression of the
SIVmac239gag transgene was confirmed by immunoblot analysis of primary rhesus fibroblasts
infected with the ARh157.5 (UL128) — Rh157.4 (UL130) 68-1.2 RhCMV/gag vector. See Fig. 23
for depiction of genomic differences between strain 68-1, 68-1.2, and ARh157.5/Rh157.4
(AUL128/UL130) RhCMV vectors.

Rhesus Macaques: A total of 207 purpose-bred male or female rhesus macaques
(Macaca mulatta) of Indian genetic background were used in the experiments reported in this
example, 88 of which were also studied in a previous report (Hansen et al. Science (2013),
supra). These macaques included 159 macaques vaccinated with strain 68-1 RhCMV vectors
expressing SIVgag, SIV5’-pol, TB-ESAT-6/Ag85B or TB-RpfA/RpfC/RpfD inserts (62 previously
reported); 9 macaques vaccinated with strain 68-1.2 RhCMV/gag vectors (6 previously
reported); 4 macaques vaccinated with ARh157.5/.4-deleted strain 68-1.2 RhCMV/gag vectors
(none previously reported); 11, 3, and 4 macaques vaccinated with SIVgag-expressing MVA/gag,
Ad5/gag, and DNA/gag+IL-12 vaccines, respectively (3, all, and all previously reported,
respectively); 13 unvaccinated macaques with controlled SIVmac239 infection (plateau phase
plasma viral loads < 10,000 copies/ml; 6 previously reported); and 4 unvaccinated macaques

naturally infected with ONPRC colony-circulating strains of RhNCMV (all previously reported). All
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macaques were used with the approval of the Oregon National Primate Research Center
Institutional Animal Care and Use Committee, under the standards of the US National Institutes
of Health Guide for the Care and Use of Laboratory Animals. Macaques used in these
experiments were free of cercopithicine herpesvirus 1, D-type simian retrovirus, and simian T-
lymphotrophic virus type 1. Selected macaques were MHC-I genotyped by deep sequencing, as
described (Wiseman (2009), supra). Briefly, amplicons of Mamu class | sequences were
generated via amplification of cDNA by PCR using high-fidelity Phusion™ polymerase (New
England Biolabs) and a pair of universal MHC-I-specific primers with the following
thermocycling conditions: 98° C for 3 minutes, (98° C for 5 seconds, 57° C for 1 second, 72° C for
20 seconds) for 23 cycles, and 72° C for 5 minutes. Each PCR primer contained a unique 10 bp
Multiplex Identifier (MID) tag along with an adaptor sequence for 454 Sequencing™ (5’-
GCCTCCCTCGCGCCATCAG-MID-GCTACGTGGACGACACG-3’; 5-GCCTTGCCAGCCCGCTCAG-MID-
TCGCTCTGGTTGTAGTAGC-3’). Resulting amplicons span 190 bp of a highly polymorphic region
within exon two. The primary ¢cDNA-PCR products were purified using AMPure XP magnetic
beads (Beckman Coulter Genomics). Emulsion PCR and pyrosequencing procedures were
carried out with Genome Sequencer FLX instruments (Roche/454 Life Sciences) as per the
manufacturer’s instructions. Data analysis was performed using a Labkey database in
conjunction with Geneious-Pro® bioinformatics software (Biomatters Ltd.) for sequence
assembly.

Antigens and Antigen-Presenting Cells: The synthesis of sequential 15-mer peptides
(overlapping by 11 amino acids) comprising the SIVgag and pol, RhCMV I[E1, and TB Ag85B,
ESAT-6, and RpfA proteins, as well as specific 9-14mer peptides within these proteins, was
performed by Intavis AG, based on the SIVmac239 Gag and Pol sequence (Genbank Accession
#M33262), the strain 68-1 RhCMV IE-1 sequence (Genbank Accession #AY186194), or Erdman
strain M. tuberculosis Ag85B, ESAT-6, and RpfA sequences (Genbank Accession #s BAL65871.1;
BAL68013.1; and BAL64766.1, respectively). All peptides are identified by the position of their
inclusive amino acids from the N-terminus (e.g., Gagu.,y). Consecutive 15mers are also

designated by their position starting from the N-terminal 15mer (e.g., Gagl-15 (1) is 15mer #1;
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Gag5-19 (2) is 15mer #2, etc.). Unless otherwise specified, these peptides were used in T cell
assays at 2 pg/ml. Autologous B-lymphoblastoid cell lines (BLCL) were generated by infecting
rhesus macaque PBMC with Herpesvirus papio, as previously described (Hansen et al. Science
(2013), supra). Mammalian expression vectors for Mamu class | molecules were generated by
ligating each allele into pCEP4 Kpnl/Notl or Hindlll/Notl restriction (Ulbrecht M et al., J Immunol
164, 5019 (2000); incorporated by reference herein) sites. Plasmids were cloned in DH5a E. coli
(Life Technologies), sequence confirmed, and electroporated into MHC-I-negative K562,
721.221, or RMAS cells (Anderson KS et al., J Immunol 151, 3407 (1993); incorporated by
reference herein) using Nucleofector II/Kit C (Lonza). Transfectants were maintained on drug
selection (Hygromycin B) and routinely confirmed for surface expression of MHC-| by staining
with pan-MHC-I antibody clone W6/32. Throughout use in T cell assays, mRNA from MHC-I
transfectants was extracted using the AllPrep DNA/RNA Mini Kit (Qiagen), amplified by RT-PCR
using primer pairs flanking a highly polymorphic region within exon 2, and sequence confirmed.
MHC-I transfectants and BLCL were pulsed with peptides of interest at a final concentration of
10 uM for 90 minutes then washed three times with warm PBS and once with warm RPMI 1640
media with 10% fetal calf serum to remove unbound peptide before combining with freshly
isolated PBMC at an effector:target ratio of 10:1. In order to stabilize Mamu-E surface
expression, Mamu-E transfectants were incubated at 27° C for >3 hours prior to use in assays
and maintained at 27° C throughout peptide incubation until combined with effectors.
Autologous SIV-infected target cells were generated by isolation of CD4" T cells from PBMC with
CD4 microbeads and LS columns (Miltenyi Biotec), activation with a combination of IL-2 (NIH
AIDS Reagent Program), Staphylococcus enterotoxin B (Toxin Technologies Inc.), and anti-CD3
(NHP Reagent Resource), anti-CD28, and anti-CD49d mAbs (BD Biosciences), and spinoculation
with sucrose-purified SIVmac239, followed by 3-4 days of culture. Prior to use in T cell assays,
SIV infected target cells were purified using CD4 microbeads and LS columns (Miltenyi Biotec),
as previously described (Sacha JB et al, J Immunol 178, 2746 (2007); incorporated by reference
herein). Infected cell preparations were >95% CD4" T cells and >50% SlIV-infected following

enrichment and were used at an effector:target ratio of 40:1 (PBMC and isolated CD8+ T cells)
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or 8:1 (T cell line effectors). In these experiments, uninfected, activated CD4+ T cells served as
negative control APCs (uninfected targets from SIV+ macaques were cultured with 400 pM
tenofovir (NIH AIDS Reagent Program)). To assess total MHC-I and MHC-E expression, SIV-
infected CD4" T cells were generated as described above without post-infection purification and
stained for surface MHC-I (clone W6/32), MHC-E (clone 4D12; anti-mouse IgG1 clone M1-
14D12), CD3, and CD4, followed by intracellular SIV Gag.

T Cell Assays: SIV-, RhCMV-, and TB-specific CD8" T cell responses were measured in
mononuclear cell preparations from blood by flow cytometric ICS, as previously described
(Hansen et al. Science (2013), supra). Briefly, mononuclear cells or isolated CD8" T cells were
incubated with antigen (peptides, peptide-pulsed BLCL or MHC-la or MHC-E transfectants, or
SIV-infected autologous CD4" T cells) and the co-stimulatory molecules CD28 and CD49d (BD
Biosciences) for 1 hour, followed by addition of Brefeldin A (Sigma-Aldrich) for an additional 8
hours. Co-stimulation without antigen served as the primary background control. The MHC
association (MHC-la, MHC-E, MHC-II) of a response was determined by pre-incubating isolated
mononuclear cells, antigen-presenting cells or SIV-infected CD4" cells for 1 hour at room
temperature (prior to adding peptides or combining effector and target cells and incubating per
the standard ICS assay) in the presence of the following blockers: 1) the pan anti-MHC-I mAb
W6/32 (10 mg/ml), 2) the MHC-II-blocking CLIP peptide (MHC-llI-associated invariant chain,
amino acids 89-100; 20uM), and 3) the MHC-E blocking VL9 peptide (VMAPRTLLL; 20 uM), alone
or in combination. In some experiments, the Mamu-A1*001:01-binding peptide CM9
(CTPYDINQM; 20 uM), or the Mamu-A1*002:01-binding peptide GY9 (GSENLKSLY; 20 pM) were
used as blocking controls. Stimulated cells were fixed, permeabilized and stained as previously
described (Hansen et al. Science (2013), supra), and flow cytometric analysis was performed on
an LSR-Il instrument (BD Biosciences). Analysis was done using FlowJo software (Tree Star). In
all analyses, gating on the light scatter signature of small lymphocytes was followed by
progressive gating on the CD3" population and then the CD4/CD8" T cell subset. Antigen-
specific response frequencies for CD8" T cell populations were routinely determined from

intracellular expression of CD69 and either or both TNF-a and IFN-y. For epitope deconvolution
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experiments, strict response criteria were used to prevent false positives. In these studies, a
response to a given 15mer peptide was considered positive if the frequency of events clustered
as CD69", TNF-a* and IFN-y* was >0.05%, with background <0.01% in at least 2 independent
assays. The classification of an individual peptide response as blocked was based on >90%
inhibition by blockade relative to the isotype control. Responses that did not meet these criteria
were considered indeterminate. To be considered MHC-E-restricted by blocking, the individual
peptide response must have been blocked by both anti-MHC-I clone W6/32 and MHC-E-binding
peptide VL9, and not blocked by the CLIP peptide. Minimal independent epitope numbers were
estimated from the positive responses identified by testing of consecutive 15mer peptides by
the following criteria: single positive peptide of same restriction type = 1 independent epitope;
2 adjacent positive peptides of same restriction type = 1 independent epitope; 3 adjacent
positive peptides of same restriction type = 2 independent epitopes; 4 adjacent positive
peptides of same restriction type = 2 independent epitopes; and 5 adjacent positive peptides of
same restriction type = 3 independent epitopes.

Antibodies: The following conjugated antibodies were used in these studies: a) from BD
Biosciences, L200 (CD4; AmCyan), SP34-2 (CD3; PacBlu), SK1 (CD8a; TruRed, AmCyan), 25723.11
(IFN-y; APC, FITC), 6.7 (TNF; APC), MAb11 (TNF; Alexa700), b) from Beckman Coulter, L78 (CD69;
PE), 25T8.5H7 (CD83; PE), 2199 (NKG2A/C or CD159a/c; PE), c) from Biolegend, W6/32 (pan-
MHC-I; PE), OKT-4 (CD4; PE-Cy7), B1 (TCRY/d; Alexa647), d) from Miltenyi Biotec, M-T466 (CD4;
APC), e) from eBiosciences, M1-14D12 (mouse IgG1; PE-Cy7). The following unconjugated
antibodies were used in these studies: a) from Advanced BioScience Laboratories, 4324 (SIV
Gag p27), b) from LSBio, 4D12 (HLA-E), c) W6/32 (pan-MHC-I). LIVE/DEAD Fixable Yellow Dead
Cell Stain (LIFE Technologies) was used to assess cell viability.

Epitope Sequence Analysis: Sequence LOGOs were created using the Los Alamos HIV
database tool Analyze Align
(http://www.hiv.lanl.gov/content/sequence/ANALYZEALIGN/analyze_align.html), which was
based on Weblogo3 {Crooks, 2004 #150}. Statistical enrichment or underrepresentation of

amino acids in each position in the 11 optimal MHC-E 9-mer epitopes recognized in the
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macaques, and for the 551 HLA-E eluted peptides from TAP-deficient cells published in Lampen
et al., supra were calculated using the Composition Profiler Tool (http://cprofiler.org/cgi-
bin/profiler.cgi) (Vacic V et al., BMC Bioinform 8, 211 (2007); incorporated by reference herein).
The amino acid composition of each position in the 11 optimal peptides was compared to the
amino acid frequencies found in SIVmac239 Gag (GenBank accession #M33262), the insert
strain used for the vaccine. To compare the per position composition of the 11 optimal peptides
to previously published peptides eluted from HLA-E in a TAP-deficient setting, the full set of 551
eluted peptides previously published in Lampen et al. was used. The peptides in Lampen et al.
varied in length, between 8 and 13 amino acids; 9 was the most common length. They had used
a motif searching algorithm to explore amino acid enrichment and under-representation among
315 9 mers in their eluted set (Fig. 2 in Lampen et al.) as position 2 and the C-terminal position
was of most interest, regardless of length, a slightly different approach was taken to exploring
their published data, and characterized an aligned version of all of their 551 eluted peptides.
Gaps were added to maintain the alignment as needed after position 8, to enable a 2" position
and aligned C-terminus evaluation including all peptides. Their data was compared for each
alignment position to the amino acid frequencies found in natural proteins based on SwissProt
51 (Bairoch A et al., Nucleic Acids Res 33, D154 (2005); incorporated by reference herein).

The sequence LOGO shown in Fig. 13D indicates the frequency of each amino acid in a
given position (relative to their background frequency in SIVmac239 Gag) by the height of the
letter, based on 11 optimal, MHC-E-restricted SIVgag 9mer peptide epitopes recognized by
CD8+ T cells in strain 68-1 RhCMV vector-vaccinated macaques. The sequence LOGO in Fig. 13D
is colored according to enrichment (boxes with grey fill or hatched boxes) or
underrepresentation (boxes with white fill) among 551 peptides eluted from HLA-E in a TAP-
deficient setting by Lampen et al. As shown in the right panel of Fig. 13D, amino acids enriched
in the 2™ and C-terminal anchor positions among the 551 Lampen et al. peptides were rare
among our 11 optimal SIVgag peptides, while those that were significantly underrepresented

were enriched.

76



10

WO 2016/130693 PCT/US2016/017373

It is understood that the examples and embodiments described herein are for
illustrative purposes only and that various modifications or changes in light thereof will be
suggested to person skilled in the art and are to be included within the spirit and purview of
this application.

All publications, patents, patent applications, internet sites, and accession
numbers/database sequences including both polynucleotide and polypeptide sequences cited
herein are hereby incorporated by reference herein in their entirety for all purposes to the
same extent as if each individual publication, patent, patent application, internet site, or
accession number/database sequence were specifically and individually indicated to be so

incorporated by reference.
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CLAIMS

1. A cytomegalovirus (CMV) vector comprising:

(1) a first nucleic acid sequence encoding at least one heterologous antigen;

(2) a second nucleic acid sequence encoding at least one active UL40 protein, or an
ortholog or homolog thereof; and

(3) a third nucleic acid sequence encoding at least one active US28 protein, or an
ortholog or homolog thereof;

wherein the CMV vector does not express an active UL128 protein, or an ortholog

thereof, and does not express an active UL130 protein, or an ortholog thereof.

2. The CMV vector of claim 2, wherein the at least one heterologous antigen comprises a

pathogen-specific antigen, a tumor antigen, a tissue-specific antigen, or a host self-antigen.

3. The CMV vector of claim 2, wherein the host self-antigen is an antigen derived from the
variable region of a T cell receptor (TCR) or an antigen derived from the variable region of a B

cell receptor.

4. The CMV vector of claim 2, wherein the pathogen-specific antigen is derived from a
pathogen selected from the group consisting of: human immunodeficiency virus, simian
immunodeficiency virus, herpes simplex virus, hepatitis B virus, hepatitis C virus,

papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

5. The CMV vector of claim 2, wherein the tumor antigen is related to a cancer selected
from the group consisting of: acute myelogenous leukemia, chronic myelogenous leukemia,
myelodysplastic syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia,
non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer,
ovarian cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC),

and germ cell tumors.
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6. The CMV vector of any one of claims 1-5, wherein the CMV vector does not express an
active UL128 or UL130 protein, or orthologs thereof, due to the presence of one or more

mutations in the nucleic acid sequence encoding UL128 or UL130, or orthologs thereof.

7. The CMV vector of claim 6, wherein the one or more mutations in the nucleic acid
sequence encoding UL128 or UL130, or orthologs thereof, are selected from the group
consisting of: point mutations, frameshift mutations, truncation mutations, and deletion of all

of the nucleic acid sequence encoding the protein.

8. The CMV vector of any one of claims 1-7, wherein the CMV vector further comprises a
fourth nucleic acid sequence, wherein the fourth nucleic acid sequence comprises an antisense
sequence or an RNAi sequence that inhibits the expression of UL128 or UL130, or orthologs

thereof.

9. The CMV vector of any one of claims 1-8, wherein the CMV vector further comprises at
least one inactivating mutation in one or more viral genes encoding viral proteins that are

essential, non-essential, or augmenting for growth in vivo
10. The CMV vector of claim 9, wherein the at least one inactivating mutation is selected
from the group consisting of: point mutation, frameshift mutation, truncation mutation, and

deletion of all of the nucleic acid sequence encoding the viral protein.

11. The CMV vector of claim 9 or 10, wherein the at least one inactivating mutation is in

UL82 (pp71)

12. The CMV vector of any one of claims 9-11, wherein the at least one inactivating

mutation is in US11.
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13. The CMV vector of any one of claims 1-12, wherein the CMV vector is a human CMV
(HCMV) or rhesus CMV (RhCMV) vector.

14. A method of generating an immune response to at least one heterologous antigen in a
subject, the method comprising administering to the subject the CMV vector of any one of
claims 1-13 in an amount effective to elicit a CD8" T cell response to the first heterologous

antigen in the subject.

15. The method of claim 14, wherein at least 10% of CD8" T cells elicited by the CMV vector

are restricted by MHC-E, or an ortholog thereof.

16. The method of claim 15, wherein at least 20%, at least 30%, at least 40%, at least 50%,
at least 60%, at least 75%, at least 90%, at least 95%, or at least 95% of the CD8+ T cells elicited

by the CMV vector are restricted by MHC-E, or an ortholog thereof.

+

17. The method of claim 15 or 16, further comprising identifying a CD8* TCR from the CD8
T cells elicited by the CMV vector, wherein the CD8" TCR recognizes a MHC-E/heterologous

antigen-derived peptide complex.

18. The method of claim 17, wherein the CD8" TCR is identified by DNA or RNA sequencing.

19. The method of any one of claims 14-18, wherein the subject has been previously

exposed to CMV.

20. The method of any one of claims 14-19, wherein the subject is a human or nonhuman

primate.
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21. The method of any one of claims 14-20, wherein administering the CMV vector
comprises subcutaneous, intravenous, intramuscular, intraperitoneal, or oral administration of

the CMV vector.

22. The method of any one of claims 14-21, further comprising administering a second CMV
vector to the subject, wherein the second CMV vector comprises a nucleic acid sequence

encoding at least one heterologous antigen.

23. The method of claim 22, wherein the second CMV vector expresses an active UL128
protein.
24, The method of claim 22 or 23, wherein the second CMV vector expresses an active

UL130 protein.

25. The method of any one of claims 22-24, wherein the at least one heterologous antigen
of the second CMV vector is a pathogen-specific antigen, a tumor antigen, a tissue-specific

antigen, or a host self-antigen

26. The method of claim 25, wherein the host self-antigen is an antigen derived from the

variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

27. The method of claim 25, wherein the pathogen-specific antigen of the second CMV
vector is derived from a pathogen selected from the group consisting of: human
immunodeficiency virus, simian immunodeficiency virus, herpes simplex virus, hepatitis B virus,

hepatitis C virus, papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

28. The method of claim 25, wherein the tumor antigen of the second CMV vector is related

to a cancer selected from the group consisting of: acute myelogenous leukemia, chronic
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myelogenous leukemia, myelodysplastic syndrome, acute lymphoblastic leukemia, chronic
lymphoblastic leukemia, non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma,
breast cancer, lung cancer, ovarian cancer, prostate cancer, pancreatic cancer, colon cancer,

renal cell carcinoma (RCC), and germ cell tumors.

29. The method of any one of claims 22-24, wherein the at least one heterologous antigen

of the first CMV vector and the second CMV vector are the same antigen.

30. The method of any one of claims 22-29, wherein the second CMV vector is a HCMV or

RhCMV vector.

31. The method of any one of claims 22-30, wherein administering the second CMV vector
comprises intravenous, intramuscular, intraperitoneal, or oral administration of the second

CMV vector.

32. The method of any one of claims 22-31, wherein the second CMV vector is administered

before, concurrently with, or after the first CMV vector.

33. A CMV vector comprising a nucleic acid sequence encoding at least one heterologous
antigen, wherein the CMV vector:

(1) does not express an active UL128 protein, or an ortholog thereof;

(2) does not express an active UL130 protein, or an ortholog thereof; and

(3) does not express an active protein selected from UL40 or US28, or an ortholog

thereof.

34, The CMV vector of claims 33, wherein the at least one heterologous antigen comprises a

pathogen-specific antigen, a tumor antigen, a tissue-specific antigen, or a host self-antigen.
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35. The CMV vector of claim 34, wherein the host self-antigen is an antigen derived from

the variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

36. The CMV vector of claim 34, wherein the pathogen-specific antigen is derived from a
pathogen selected from the group consisting of: human immunodeficiency virus, simian
immunodeficiency virus, herpes simplex virus, hepatitis B virus, hepatitis C virus,

papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

37. The CMV vector of claim 34, wherein the tumor antigen is related to a cancer selected
from the group consisting of: acute myelogenous leukemia, chronic myelogenous leukemia,
myelodysplastic syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia,
non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer,
ovarian cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC),

and germ cell tumors.

38. The CMV vector of any one of claims 33-37, wherein the vector does not express an
active UL128, UL130, UL40, or US28 protein, or an ortholog thereof, due to the presence of one
or more mutations in the nucleic acid sequence encoding UL128, UL130, UL40, or US28, or an

ortholog thereof.

39. The CMV vector of claim 38, wherein the one or more mutations in the nucleic acid
sequence encoding UL128, UL130, UL40, or US28 protein, or an ortholog thereof, are selected
from the group consisting of: point mutations, frameshift mutations, truncation mutations, and

deletion of all of the nucleic acid sequences encoding the protein.

40. The CMV vector of any one of claims 33-39, further comprising a second nucleic acid

sequence, wherein the second nucleic acid sequence comprises an antisense sequence or an
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RNAI sequence that inhibits the expression of UL128, UL130, UL40, or US28, or an ortholog

thereof.

41. The CMV vector of any one of claims 33-40, wherein the CMV vector further comprises
at least one inactivating mutation in one or more in viral genes encoding viral proteins that are

essential, non-essential, or augmenting for growth in vivo.

42. The CMV vector of claim 41, wherein the at least one inactivating mutation is selected
from the group consisting of: point mutation, frameshift mutation, truncation mutation, and

deletion of all of the nucleic acid sequence encoding the viral protein.

43, The CMV vector of claim 41 or 42, wherein the at least one inactivating mutation is in

UL82 (pp71).

44, The CMV vector of any one of claims 41-43, wherein the at least one inactivating

mutation is in US11.

45, The CMV vector of any one of claims 33-44, wherein the CMV vector is a human CMV
(HCMV) or rhesus CMV (RhCMV) vector.

46. A method of generating an immune response to at least one heterologous antigen in a
subject, the method comprising administering to the subject the CMV vector of any one of
claims 33-45 in an amount effective to elicit a CD8" T cell response to the at least one

heterologous antigen in the subject.

47. The method of claim 46, wherein less than 1% of the CD8" T cells elicited by the CMV

vector are restricted by MHC-E.
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48. The method of claim 46 or 47, wherein more than 10% of CD8" T cells elicited by the

CMV vector are stimulated by peptides presented by single or multiple MHC-II alleles.

49. The method of any one of claims 46-48, wherein the subject has been previously

exposed to CMV.

50. The method of any one of claims 46-49, wherein the subject is a human or nonhuman
primate.
51. The method of any one of claims 46-50, wherein administering the CMV vector

comprises intravenous, intramuscular, intraperitoneal, or oral administration of the first CMV

vector.

52. The method of any one of claims 46-51, further comprising administering a second CMV
vector to the subject, wherein the second CMV vector comprises a nucleic acid sequence

encoding at least one heterologous antigen.

53. The method of claim 52, wherein the second CMV vector expresses an active UL128
protein.
54. The method of claim 52 or 53, wherein the second CMV vector expresses an active

UL130 protein.

55. The method of any one of claims 52-54, wherein the at least one heterologous antigen

of the second vector is a pathogen-specific antigen, a tumor antigen, a tissue-specific antigen,

or a host self-antigen.
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56. The method of claim 55, wherein the host self-antigen is an antigen derived from the

variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

57. The method of claim 55, wherein the pathogen-specific antigen of the second CMV
vector is derived from a pathogen selected from the group consisting of: human
immunodeficiency virus, simian immunodeficiency virus, herpes simplex virus, hepatitis B virus,

hepatitis C virus, papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

58. The method of claim 55, wherein the tumor antigen of the second CMV vector is related
to a cancer selected from the group consisting of: acute myelogenous leukemia, chronic
myelogenous leukemia, myelodysplastic syndrome, acute lymphoblastic leukemia, chronic
lymphoblastic leukemia, non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma,
breast cancer, lung cancer, ovarian cancer, prostate cancer, pancreatic cancer, colon cancer,

renal cell carcinoma (RCC), and germ cell tumors.

59. The method of any one of claims 52-54, wherein the at least one heterologous antigen

of the first CMV vector and the second CMV vector are the same antigen.

60. The method of any one of claims 52-59, wherein the second CMV vector is a HCMV or
RhCMV vector.

61. The method of any one of claims 52-60, wherein administering the second CMV vector
comprises intravenous, intramuscular, intraperitoneal, or oral administration of the second

CMV vector.

62. The method of any one of claims 52-61, wherein the second CMV vector is administered

before, concurrently with, or after the first CMV vector.
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63. A method of generating CD8" T cells that recognize MHC-E-peptide complexes, the
method comprising:

(1) administering to a subject the CMV vector of any one of claims 1-13 in an
amount effective to generate a set of CD8" T cells that recognize MHC-E/peptide
complexes;

(2) identifying a first CD8" TCR from the set of CD8" T cells, wherein the first CD8"
TCR recognizes a MHC-E/heterologous antigen-derived peptide complex;

(3) isolating one or more CD8" T cells from the subject; and

(4) transfecting the one or more CD8" T cells with an expression vector, wherein the
expression vector comprises a nucleic acid sequence encoding a second CD8*
TCR and a promoter operably linked to the nucleic acid sequence encoding the
second CD8" TCR, wherein the second CD8" TCR comprises CDR3a and CDR3p of
the first CD8" TCR, thereby generating one or more transfected CD8* T cells that

recognize a MHC-E/heterologous antigen-derived peptide complex.

64. The method of claim 63, wherein the first CD8" TCR is identified by DNA or RNA

sequencing.

65. The method of claim 63 or 64, wherein the second CD8* TCR comprises CDR1a, CDR2aq,
CDR3a, CDR1B, CDR2pB, and CDR3p of the first CD8" TCR.

66. The method of claim 65, wherein the nucleic acid sequence encoding the second CD8*

TCR is identical to the nucleic acid sequence encoding the first CD8" TCR.
67. The method of any one of claims 63-66, wherein administering the CMV vector to the

subject comprises intravenous, intramuscular, intraperitoneal, or oral administration of the

CMV vector to the subject.
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68. The method of any one of claims 63-67, wherein the subject has been previously

exposed to CMV.

69. The method of any one of claims 63-68, wherein the subject is a human or nonhuman
primate.
70. The method of any one of claims 63-69, wherein the at least one heterologous antigen

of the CMV vector comprises a tumor antigen.

71. The method of claim 70, wherein the tumor antigen is related to a cancer selected from
the group consisting of: acute myelogenous leukemia, chronic myelogenous leukemia,
myelodysplastic syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia,
non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer,
ovarian cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC),

and germ cell tumors.

72. The method of claim 70 or 71, further comprising administering the transfected CD8* T

cells to the subject to treat cancer.

73. The method of any one of claims 63-69, wherein the at least one heterologous antigen

of the CMV vector comprises a pathogen-specific antigen.

74. The method of claim 73, wherein the pathogen-specific antigen is derived from a
pathogen selected from the group consisting of: human immunodeficiency virus, simian
immunodeficiency virus, herpes simplex virus, hepatitis B virus, hepatitis C virus,

papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.
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75. The method of claim 73 or 74, further comprising administering the transfected CD8* T

cells to the subject to treat a pathogenic infection.

76. The method of any one of claims 63-69, wherein the at least one heterologous antigen

of the CMV vector comprises a host self-antigen or a tissue-specific antigen.

77. The method of claim 76, wherein the host self-antigen is an antigen derived from the

variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

78. The method of claim 76 or 77, further comprising administering the transfected CD8* T

cells to the subject to treat an autoimmune disease or disorder.

79. The method of claim 76 or 77, further comprising administering the transfected CD8* T
cells to the subject to induce an autoimmune response to the host self-antigen or tissue-specific

antigen.

80. A method of generating CD8" T cells that recognize MHC-E-peptide complexes, the
method comprising:

(1) administering to a first subject the CMV vector of any one of claims 1-13 in an
amount effective to generate a set of CD8" T cells that recognize MHC-E/peptide
complexes;

(2) identifying a first CD8" TCR from the set of CD8" T cells, wherein the first CD8"
TCR recognizes a MHC-E/heterologous antigen-derived peptide complex;

(3) isolating one or more CD8* T cells from a second subject; and

(4) transfecting the one or more CD8" T cells with an expression vector, wherein the
expression vector comprises a nucleic acid sequence encoding a second CD8*
TCR and a promoter operably linked to the nucleic acid sequence encoding the

second CD8" TCR, wherein the second CD8" TCR comprises CDR3a and CDR3p of
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the first CD8" TCR, thereby generating one or more transfected CD8* T cells that

recognize a MHC-E/heterologous antigen-derived peptide complex.

81. The method of claim 80, wherein the first CD8" TCR is identified by DNA or RNA

sequencing.

82. The method of claim 80 or 81, wherein the first subject is a human or nonhuman
primate.

83. The method of any one of claims 80-82, wherein the second subject is a human or

nonhuman primate.

84. The method of any one of claims 80-83, wherein the first subject is a nonhuman primate
and the second subject is a human, and wherein the second CD8" TCR is a chimeric nonhuman
primate-human CD8" TCR comprising the non-human primate CDR3a and CDR3p of the first
CD8" TCR.

85. The method of claim 84, wherein the second CD8" TCR comprises the non-human

primate CDR1a, CDR2a, CDR3a, CDR1pB, CDR2B, and CDR3p of the first CD8" TCR.

86. The method of any one of claims 80-83, wherein the second CD8* TCR comprises CDR1aq,
CDR2a, CDR3a, CDR1B, CDR2B, and CDR3p of the first CD8" TCR.

87. The method of claim 86, wherein the nucleic acid sequence encoding the second CD8*

TCR is identical to the nucleic acid sequence encoding the first CD8" TCR.

88. The method of any one of claims 80-83, wherein the second CD8* TCR is a chimeric CD8"

TCR.
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89. The method of claim 88, wherein the second CD8" TCR comprises CDR1a, CDR2aq,
CDR3a, CDR1B, CDR2pB, and CDR3p of the first CD8" TCR.

90. The method of any one of claims 80-89, wherein administering the CMV vector to the
first subject comprises intravenous, intramuscular, intraperitoneal, or oral administration of the

CMV vector to the first subject.

91. The method of any one of claims 80-90, wherein the first subject has been previously

exposed to CMV.

92. The method of any one of claims 80-91, wherein the at least one heterologous antigen

comprises a tumor antigen.

93. The method of claim 92, wherein the tumor antigen is related to a cancer selected from
the group consisting of: acute myelogenous leukemia, chronic myelogenous leukemia,
myelodysplastic syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia,
non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer,
ovarian cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC),

and germ cell tumors.

94. The method of claim 92 or 93, further comprising administering the transfected CD8* T

cells to the second subject to treat cancer.

95. The method of any one of claims 80-91, wherein the at least one heterologous antigen

comprises a pathogen-specific antigen.
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96. The method of claim 95, wherein the pathogen-specific antigen is derived from a
pathogen selected from the group consisting of: human immunodeficiency virus, simian
immunodeficiency virus, herpes simplex virus, hepatitis B virus, hepatitis C virus,

papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

97. The method of claim 95 or 96, further comprising administering the transfected CD8* T

cells to the second subject to treat a pathogenic infection.

98. The method of any one of claims 80-91, wherein the at least one heterologous antigen

comprises a host self-antigen or a tissue-specific antigen.

99. The method of claim 98, wherein the host self-antigen is an antigen derived from the

variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

100. The method of claim 98 or 99, further comprising administering the transfected CD8" T

cells to the second subject to treat an autoimmune disease or disorder.

101. The method of claim 98 or 99, further comprising administering the transfected CD8" T
cells to the subject to induce an autoimmune response to the host self-antigen or tissue-specific
antigen.

102. A CDS8'T cell generated by the method of any one of claims 63-101.

103. The CD8' T cell of claim 102, wherein the at least one heterologous antigen of the CMV

vector comprises a tumor antigen.

104. The CD8" T cell of claim 103, wherein the tumor antigen is related to a cancer selected

from the group consisting of: acute myelogenous leukemia, chronic myelogenous leukemia,
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myelodysplastic syndrome, acute lymphoblastic leukemia, chronic lymphoblastic leukemia,
non-Hodgkin’s lymphoma, multiple myeloma, malignant melanoma, breast cancer, lung cancer,
ovarian cancer, prostate cancer, pancreatic cancer, colon cancer, renal cell carcinoma (RCC),

and germ cell tumors.

105. The CD8" T cell of claim 102, wherein the at least one heterologous antigen of the CMV

vector comprises a pathogen-specific antigen.

106. The CD8" T cell of claim 105, wherein the pathogen-specific antigen is derived from a
pathogen selected from the group consisting of: human immunodeficiency virus, simian
immunodeficiency virus, herpes simplex virus, hepatitis B virus, hepatitis C virus,

papillomavirus, Plasmodium parasites, and Mycobacterium tuberculosis.

107. The CD8" T cell of claim 102, wherein the at least one heterologous antigen of the CMV

vector comprises a host self-antigen or a tissue-specific antigen.

108. The CD8" T cell of claim 107, wherein the host self-antigen is an antigen derived from

the variable region of a TCR or an antigen derived from the variable region of a B cell receptor.

109. A method of treating cancer, the method comprising administering the CD8"* T cell of

claim 103 or 104 to a subject.

110. A method of treating a pathogenic infection, the method comprising administering the

CD8" T cell of claim 105 or 106 to a subject.

111. A method of treating an autoimmune disease or disorder, the method comprising

administering the CD8" T cell of claim 107 or 108 to a subject.
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112. A method of inducing an autoimmune response to a host self-antigen or tissue-specific
antigen, the method comprising administering the CD8" T cell of claim 107 or 108 to the

subject.
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E*02:12:02

1 Transfectant generated
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Figure 20A
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Figure 20B
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Figure 22A
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Figure 24A
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Figure 27A
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(1) 7] 28— X Gt FH A 2007 A2 AR BIMHC-E/ Ik 2 & W0 CD8 T4 2H < B AR 223k 1 42
13T —T01 BTk ) CMV 28k K 5

(2) %58 2k H FriRCD8 TH M 4H (1) 5 —CD8 TCR , b BT ik 25 —CD8 TCRIA 72K H T-MHC-
E/RIRPUSRFIRE GV

(3) AEE 0 G 7 B — Ml B 22 FhCDS TR ; LA J¢

(4) AR AR L iR — Fhol 5 2 FhCDS TN MY , Forb AT ik ik #0045 i 55 —CDS
"TCRIAZIR 7 5 FN 5 4 BT iR 55— CD8 TCRII I R 7 4l # A E HE 21 J3 30 7, Ho A Bk 28
—CDS'TCRA, & Frik %5 —CD8 TCRA¥CDR3a AICDR3B , MM 7= A= 1R 515Kk [ FMHC-E/ S Y5 4 J 1)
KA — FhE R 2 Fh& 17 42 CD8 T4 -

81 . KU SR 8O I ik ) 75 15 , He v 38 5L DNABRNAM % 7€ i ik 55 —CD8'TCR.

82 . BUHEE R 80BLB1 Pk ) 77 1%, Hrp A 55— X 2 NBIE A R KK

83 B FIEL R 80 Z 82 HH AL — T TR 1) J7¥2% , FoHh Bk 28 — % 2 N dE N R KK

84 R RN ZERBOFESIHF AL — TR 1) /775, KA TR B — X R dE N R KR H ik 28
TG RN H B I FTIAR S —CD8 TCRAZ AL Frid 55 —CD8 TCRIFT Ik N R K ZECDR3a AICDR3
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Bk A dE N R K- A CD8 TCR.
85 . WU FE 3R 84 Fr ik (1) 77 ¥ , Fo v Bk 5 — CD8 TCRAU 25 T ik 25 —CD8 TCRIF JE N R K2
CDR1a.CDR2a.CDR3a.CDR1B.CDR2BFICDR3B.
86 . B FI B R 80 83H AL — T BT IR 1) /772 , FoHp BT i 5 —CD8 TCREL 75 ik 5 —CD8'TCR
fJCDR1a.CDR2aCDR3aCDR1B.CDR2BHICDR3B
87 . BRI EL R 86 T i 77 7% , Forb i i ik 28— CDS TCRIU AL IR I 41 5 4 Al BT ik 55 —CD8
"TCRIIAZ IR 7 HAH ] -
88 . A A FE R 80 Z 83 H T — T Tk I J5 1% , FoH ikt 2 —CD8TCR A2 1k & CD8 TCR.,
89 . ) H SR 88 Ffr ik ) 77 v2% , Herf BT ik &5 — CD8 TCRAL, & T ik %5 —CD8 TCR#JCDR 1a . CDR2
a.CDR3aCDR1B-CDR2BHICDR3B.
90 . BUR|EE K80 ZE 89 H AT — I AT Ik (1) 57 ¥ , o H ] Pk 38 — 5% G it FH BT iR CMV 28k AR . 45
[va) BT 28— 6T G Bk N LD S IR P B4 1 it FH TR CMV K £
91 BUFIZLR80Z 90 AT — T IR 1) ik, o Bk 55 — X G e i & B 28 F-CMv.
92 BRI EL R 80Z 91 HR AL — T BT I 1) 77 ¥2% , Fo A ik 2 /b — F S i A 25 PR 70 D
93 KRN ELR 92T I (1) 7325, T rp BT ik Rg it Ji 5534 1 DA T (1) E A G « A 18 400 P 12k
L9 15 P 4 00 2 1 I8 B B A S 2 S S 2 PR IBREE 40 P 1 ot s A 1 K B 4
F 975 < FE 2E A7 iR B 98« 22 i R v R R L PR L e L O S | R 4 e R
JiRIEE 45 e < B A g (RCC) A= i 400 i Jrk e
94 BRI EER 92893 BT IR K 51 » LI B4 [n) Fridk 28 — X 5 it FH i ik 28 4% JLCD8 " T4 g
PAVETT S i o
95 BRI ZER80F 91 AT — T il (1) 77 7%, Fo v BT i & /b — B S5 Y e Ji A 5 9 Dol A4
PR
96 . BURIZE K 95 BT (¥ 7 3%, o Hp BT I o B AR AR e 14 0 ik B T3 B DA R i A« A
AP R P IR IR S S BRI R B B A B S B 200 RS L T B S e B LSRR
I3 B JE J5UER S A A HRRNEE A RRF A
97 . BURIEE R 95896 B (1) 77 7 , FL I A0 4 ) B ik 285 5% G it FH i iR 48 7% 4L CD8 " T4 i
PLIGTT 0 IR A B G
98 MR FERBOFE I HAL— TR 1) 7%, Kb A B2 b —F R EESEEA S
P B R b
99 AR EL RIS i (1) 77325, Ferb T ik 18 £ H S P52 K B T-TCRZ W 28 X {4 J5 5l ok
H TBAIAZ Ak 2 AT AR X L
100 . A EE SR 98BI B il (1) 77 2% , Fo i A0 F5% ] BT ik B8 — 6 G it FH i ik 48 3% 4 CD8 T4H fifd
PAVRTT B B e Mo B -
101 . BRI ELSR9I8E BT IR 1) 7 ¥2% , FL i B4 ] BT IR %o G it FH ik 48 7 4CD8 T4 fa LA 75
SX TR TE 32 H S PR B R PR S N
102 . @8I BRI R 63 22101 AT — TR IR 1 75 7= A= R CD8 T4 Y .
103 . AUF)EE SR 102 BTk (¥ CD8 TR A , o B OMVER AR (1) v i 22 /b — Fh S Y e S 0 &5 e
N
104 BURIZER 103 BT iR R CD8 T4H A , e A ik s bt J5t 53k 1 DA R IRRE A OG - Stk
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ST AP I A 1 B AT P I R AR R SR A AIE U VAR E AT B 1 L 1 AR
E=L £ P 7 A FE AT IR EEL IR 22 R P B R N B 2R L i B S0 | A A R
Jerh R MR &5 e 5 4 B i (RCC) AN AR B 241 i Fffed

105 AR EE SR 102 BT iR (¥ CD8 T4 L , e Bl OMVER AR 1) Ffr i 22 /b — o S Y e Jie A 50
JR AR A

106 . BUF)ZE SR 105 BT i (19 CD8 T4H A , o vk o i A4 e S 0 i >R B 38 B DA 1
JER AR = N 2R S BB 973 55 SR R G B BB S B L LAl JRDE R R L £ T SRR L T BB 2% 0
B FLERIR R S R A AR RS R B

107 . AUFEE SR 102FTiR (¥ CD8 TR Al , e BT OMVER AR 1) v i 22 /b — Fh U P i B & 1
T A GPURE AL TR .

108 B ELR 107 BT i (I CD8 TR , Forb pirid 1 3 H B b S A2 >k B T TCRZ AT AR [X (1) 4T
JRBCR B T BA A SZ AR 2 T AR X [T

109 . YEI7IAE B 54, BT i 7 120045 ) 5 G it AR ZE 3R 10355 104 Bk I CD8 T4

110 VA7 998 JEAA IR YL B 7 7%, BT i 5 v 46 1) %o 2 it L ABSUR 22 3R 10588106 T i& 11 CD8™T
Y .

111697 B B G 1 5 03 BURRE I 77325, B 77 6 B 3 1) 6 G it FHASUR) 223k 1078108
TR (Y CDS T i .

112. 3550015 £ H S PR SR R PR 2 B B S N 512, BT 5 15 AL E W)
o 5 Jiti AR B3R 1075 108 ATk 1) CDS T4 i
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A] B4 dEshBIcDs+ TLRR N BRI 5 EFEE 4

[0001]  AHOCHRITEMZ X 51 H

[0002]  ACHR{EEISK20154F2 H 10 HH&5Z 1 36 [ Il I HH i8N0 . 62/114,203 20154E7 H24
P K 55 [ s B B 4% N0 . 62/196,520. LA & 201549 H 18 H #2232 1) 3¢ [ IIfs i B % No . 62/
220, TO3RI AU 2 , Ho 2% H @ I 5] FHEEAR I AA

P AR Tt

[0003] AR Ui , AR AMEE: £ G P28 42 Pl A 4T FHOMV B4k o BE B At , ARS8 72 28 DL R Bt
HIMHCRR il 14: Ak B CD8" b 128 I o BE ELAA I, , AR S8 7= A2 AT 52 MHC-ERR il 2 32 AR 1) T
ML, F4ECDST

[0004]  BUMFSCRF Y

[0005] A BHEAEHREEE S PAMFEE National Institutes of Health) #%FHI
Fe 4 5P01 AT094417 1) 38 [ BUR SCRE R P A2 1 o 32 [ BUR AT AS i B =28 — 8 IR

ERREA

[0006] FRIASEMEIZEEFETE T (Simian Immunodeficiency Virus,SIV) & A FIETEE
PR 5 (RhCMV) JE P #AR (RhCMV/STV) $2 44 7 41553 B PESTVEI B 47 (Hansen, S.G. 55, Nat
Med 15,293 (2009) ;Hansen, S.G.%%,Nature 473,523 (2011) ; —#F ¥t 5] FFHFAAD) .
TP 47 AT 48 2 e ) AR A DX O3 A T AR vy 1) 285 7 DA T LT B i 2 2%, 20 50 %6 %
R (vaccinnee) 75 52 3 V5% H 4 7 10 03 5 UAE S0P A TS 230 HH 6 od 25 2 il 1) 56 4%
il o A RhCMV LR 3 B BT A% 5 735 13 5 I 1 ) B P A K P “R0& (b1ip) 7, {H & R W82 3
CDA AL T A P AR , A K AR STV e U B2, I ELBE J5 , [t 5 1) [R] 0 HE RS 3 B AX TR AL 45
JUFASTT AL, [RS8 52 6l 1) 25 W S2 OR P S B A 2P 2R IR BE SR AE R STV R
Flixt B8 # (elite controller) FMIDNASUE (prime) /Ad5 58 5 v 2 A i
(boostvaccinated) X} E 1 I A K 4E (Hansen,S.G. 2%, Nature 502,100 (2013) o7, i#i it
FIHFFAARTD) « % TRhCMVIE S CD8™ T AEZRhCMV/ STV v 5 Fh i FE I e o /1 33X
PRI F A 0 AR A a8 ST ETAH i %) D) R A5 14 5 T AR X RhCMV /STVER (R 5 5 2.
STV AL il 42 il I AL i1l 12 D ik 22 5% 21 288, P i ik S b Jo ] 3 T 3 3 R SV b i 2 5 4 e
B (CMV) Y2 e AR 3 i

LR

[0007]  ARSCHATF T AEX R A P2 20— R IR PR 2 0 BB T BT IR T VA AL
55 111] BT 3R 5oF 52 it FH A 204 B2 F) OMV A7 o T 3R OMV 388 A 60, 25 2 i T 3k 28 /0 — Feb S Y SR A 25—
LI i 22 /b — P MR UL40 R [ B e R BB & R 56 R 7 41 UL K G bl
Z/b—FpUS28 H i B H FE Y EE R FRYIN S =A% TR T 91 o BB CMV L 7R AN SRk 7
UL1282 A B L B R VR, 7 AR IETEHEUL130%E A sl H B R FYEYD , H H i il 244
FEAERICDS” T LAY 222010 %6 SZMHC-E S H: [R VR PIRR il o 7 — e St 77 S, ik 28 — X%
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75 9t — 2 TR US28%4 [ Bl H R IHA B E R R - BT ik s 0 5 v LA AR A
U, ALFE Sk 3 T8 a0 CL T 105 B AR e MR - N SR G e e s B (HIV) M H 8 s
g (SIV) LAyt 2 i B £ BB N B 2 0 5 FL KI5 (papillomavirus) JE R HUE
(Plasmodium) 274 L ANEER% 4 B P B (Mycobacterium tuberculosis) o fF % —Sesz g4,
B i e P e B mT DL R PR, B35 4 0 5 DL A G 5 M R < o P R A AR 1 I
(acute myelogenous leukemia) 12840 M4 A IM.9% (chronic myelogenous
leukemia) «EHHEIM A B W 4E 51 (myelodysplastic syndrome) - 2 P vk B2 2 B (5 197
(acute lymphoblastic leukemia) 12 EWRE 4HM [ ML%% (chronic lymphoblastic
leukemia) \AFEHFEMEE (hon-Hodgkin’ s lymphoma) « % KM & #7808 W2
e Jiiges | O S0 L 0 B B B e L 45 e B AaIfD g (renal cell carcinoma, RCC)
A TEARRE I (germ cell tumor) o 7E 1 —LesSLfH, BriR Rt 5 nl L2 4 23R i s
B8 H S PR, A G R B T T4 524k (TCR) 2 AI A2 X 14T )R >k B TBH i 5z ik 2 v]
X B HLR RS PR BOP PR o 7E ) — s rh, TR B iR A g (1) 51 UL408E B (B
B ARFIRY) A/ 803E HUs28t B (B H B A2 FRVEYD) , (2) & ME UL128% A (B H H R [FIF
), LA S (3) i RUL1305E 1 (B3 B R RIS , F=AMHC-TT “H R AL (supertope) ” FiR il 14
CD8" TZHMI M E HLA-EFR i #£CD8" T4 .

[0008]  ASCHUE AT T NESI W E 4w A, R i (1) 20— M R i s B L
JRH S — R IF 5, (2) gt 2 /b —FhyE M ULA08: H B8CE R IRV B E R IR 26 — 1%
f2 750, PA K (3) gmtdh 22 /b — Fpys MEUS28 i 1 Bl H RIS B B R REYI 38 =R 7
H o Fr iR B AR AR L EPE UL128 FIUL1308 B s B R R U  AE — LSl 77 b, ik 56
R T AN 3 PR E P US28 8 [ B L R YR A B E R R IR

[0009] &N JF 7 ANEEh) E 4 s 844, e (D ARRiEMEULI285 1 (B B &I J4
YD), (2) ARIKIEMEULI30E H EHE RFEYD , I H ) ARKFEHULA0ER ELHE R
[E) P54 A/ BE 1 US28 8 (B3 B R FIEHAD) -

[0010]  ASCHIE AT 1A R RIMHC-E-IK & & W2 CD8™ THHMI) 732 o BT ik 77 ¥ B 45 n]
55— Gt A RO AR IR BIMHC-E/ R E S YIICDS™ T A4 & A CMVEA , Ho4ifid (1)
/=P RIEPUR, (2) 20— MR HEUL4A0E B (BH B R FEEYEFEEYD , Bk (3) 20
—FpyE e US28KE A (B H B R FVEY s FIIEYD) o ik CMVEAA i3 14 UL128FIUL130
EEBSHERFVEY A — LS 7 e, BriRCMV ik gn it — & 1 ppyE YEUS28 88 1 5l
HH R IRV RIIE) o B ik e J e R o] DL AR AT 0 5, L5 s B A4 S Ptk P S g i
Ji B SR B SR R PR A — ST R, Bk B S PR R B T TEBA M 32 44
Z A AR X BT AE— LS T R, 1% 07 VA IS Al 4 8 BTIRCDST TAMUZH ) 55 —CD8 T
sz, P BT IR 25 —CD8™ TCRR AR H T MHC-E/ S IRPUIR I IR E &9 o 15— LS5 )7
ZrF, JEIDNASRRNA 5 45 52 Arid 55 —CD8™ TN 3244 o 7E — L8 St )5 v , i 5 2R 1]
F0HE R IR AR G B — X R EER 0 R0 B () — Fh el 58 2 FhT A0, e b ik R 1A %%
PRELE YmhD 25 —CD8™ TN 2 AR AL IR /7 51 A5 dm S BT IR 58 —CD8™ THH AR SZ AR X IR ST 41
A AR BB T, Ko iR 258 D8 T SZ AR R0 Frid 58 —CD8™ TYH M 3Z A& 1
CDR3aAICDR3B, AT = AE 1R 7K B T-MHC-E/ S5 Y 5T 5 ) IR 2 & W01 — Fh el BE 2 Fih 28 3% e
CD8" TZMML . £ —LLSji 77 L2 , 1% 7 vk vl A 4 1) 8 — B 28 0 Gt FH Pk 48 4% 4+CD8™ T

10
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B LR TT B , B U iE I R A % 4 (pathogenic infection) B H £ G % M 2 5 5%
i o 7E —LE STt 7 S H 1% VAR v B 4 ) 5 — BB X it FH BT iR & 5 YL CD8” THT AL LA
7 F0E £ S YU S SR R PR B B RN

[0011] I ATF T I AL HE LR 25 PR 1 77 v il 4 IR BIMHC-E- Bk B & W &£ 46 4LCD8™ T
YR (1) 1) 55— X 5t F A 207 A2 R BIMHC-E/ Bk & & ¥RICDS™ TR ZH 2 B ROV #4
P BT IR OMVER AR B B i 22 /b — Fh S R B R 10 56 — 4R 7 971 i 2 /b — Ry PEUL A0
B H B R R IR ER IR 1) 5 AR T A CA K Gt B /b — Py US28 8 H B H B
Z IR B RIS YD B 25 =A% R 7 51, 9F B I A Biral MV #4483 1 UL 128 FIUL 130 H
s H B RFVEY; (2) %2 FTiACDS” T 2 —CD8" TN /4, Hrh FTid % —CD8™ T
Y H 52 AR B TMHC-E/ IR PUR I KR 5405 (3) MATIR 3 — X REE X R & —
FhEEE 2 FPCD8" TAHA ; LA 22 (4) HIZRIK FLAAR e Gy MBI i 25 — BB 0 R0 B 1 Pl ik — ol
B Z FHCD8" T, Hoh Frid RIAFAR S Jmid 28 —CD8" THI M2 R I X IR T 4 A 5 U
T FriR 55 —.CD8" TN 2 AR AL R T 41 vl A M 42 1) JR 2 1, e Birik 285 —CD8™ T4H g
S ARAL TR A5 —CD8T THH A% A& {1 CDR3a MICDR3B , MM 7 AE IR HIMHC-E- Ik & &I 4
LTI MY o BT IR SR BT R o] DA AR AT B iR, 60 45 95 S AR AR S P 0 Do B R B i o 7 — e s
Jiti 77 TR, T IR CMVER AR 1) 28 =A% R 7 51 gt — &8 T MpyiE e US28 28 1 i H B R IR YR 5k
HEED A SCHIE A TE TR TT 5 (B W he 9 iR A4 S 4 B B 9% M 95 03 B E) 1)
T7v8, BT O v 4 1) 3 — B 58 6 e B AR IMHC-E- Ik B2 A IR £ 55 44CDS™ T4 .
[0012]  PH P ik

[0013] {5 R €2 m] DA BB 4 Hb 3 A AR SC BT A FE 1 — L6 &1 3% (graph) ATHTZEIE] (plot) ,1X
TE LR HAE A TR AT o BE N R R 6 A TF N2 BT A B UE A T BUE AT R B e
T NER) H 5, I BB LS UFAFET (proceedings) H 2 I A SCH BT A B 1 11
T P 3 A 2 P AR

[0014] 1A K H L FEHR68-1 RhCMV/gag % v # P fEIR % (Rh22034 BERh21826) 4
JE MM (peripheral blood mononuclear cell,PBMC) f—4H v =4l B A . sk
T 45 1 Hb B 2 IR, RnCMVEE#R 68— 1 AN R 1A 5K H Rh13\Rh60Rh157 . 51157 . 4 (43 7] HCMV
RL11. UL36-UL128FAUL130) JF 5 & 1A 1) 325 (R 7= ) o 4585 R 9 2 400 ot A &4 i P & IR 7~ 4 £
(intracellular cytokine staining, ICS) #ll7E 5 F B BRIBK i 0 48 e 1 40 5 52 8 41 g
— i B S5 B IFN- v Fl/BUINF-a 4 (BN RER Bz CD8™ T i B2 A0 22) SR vEAR
PBMCHY IRRF 5 PECD8™ TAH I R 51l o 51 ASMHC— T K56 22 i FH A/ BF 44 ) B I EL I e 5 G A
RIEF8ERIMHC-14r ¥, 1 B B E BRI A4l ifie 2 (B-1ymphoblastoid cellline,
BLCL) FHERH XS B .

[0015]  E&]1Bs& R H 4 FE#k68-1 RhCMV/gag#i A B P fE % (Rh22034F11Rh21826)
FIPBMCHICD8" TR —Him N 4i AR Bl (B FARE CHED " T ES &
Gagors-287 (SIVmac239Gag 155 4A#69) ik i BT R 2358 41 i (B ABLCLEAY K iAMamu—E[]
K562 #:YLT) —H2i & S TFN- v F1/8 TNF-a 72 42 (AN PR 1 FT7xCD8™ T 4 M 25
B o AEVE A AN K (ERE ) 883 2 Mamu—E45 & ik Rh67s-16VL9 (Rh67VLI) HiMamu—A *
002:0145 & ikGagri-79GY9 (SIVgag GY9) MIAFEAE T, Kb 2B 518 € M Gag 155F A
(Gag 15-met) —#CHEH o 47 Bl & IKFH Wr 2% £F X CD8™ T IFN- v /88 TNF-a/=4: [t

11
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B, BTIRCDST TR H 54 Gagrs-287 (SJVmac239Gag 1558 44&#69) ik i) B 4&BLCLEMamu—
EFE e T2 07 & AU H 4 #4R68-1 RhCMV/ gag A2 i Be i 1) 1m0 M6  Hc s AR vt 34
JUABEL W7 B W 5% 1] 1) 87 25 384T 3 — 4k o

[0016]  E1CRKH L TEM68-1 RhCMV/gag B4 B P fE % (Rh22034F11Rh21826)
FIPBMCHICD8" TR —Him N 4i R Bl (B AARE CHED " T ES &
Gagarr-491 (SIVmac239Gag 155 A#120) ki BT )R b 4 i (H MABLCLEAN K ikMamu-E/]
K5625; 4L 1) — i & Ja i IFN- v Fl/BLINF-ap=4: (AN G IR PR BTz CDS™ T i i) W &S A%
) AEBA BN CCBHWT) 3038 fEMamu-E45 & JARh67s-16VL9 (Rh67VLI) HiMamu—A * 002: 01
4h4 KGagri-19GY9 (SIVgag GY9) MIAFELE T, il R 4H i 548 € M Gag 155 Mk — L7
B o A7 B BRFH W7 25 - 5$CD8™ TIME ) TFN- v A/ BX TNF-a =4 f L 55, T iR CD8™ T4l Ak H
52 Gagarr-191 (STVmac239Gag 155 /&#120) k) B ABLCLE Mamu-E¥% 4% 1 — 2 % & 1 VU
R BHR68-1 RhCMV/ gag #5452 17 He R A ME Y A% o 508 AR -5 FE AR BEL B e 0 5% 1) |0 25
HATIH—.

[0017]  PE2ARUEHH 7 LA A3 - 7€ H ##k68-1 RhCMV/gag#k ik (n=6) . #Fk68-1.2
RhCMV/gag#ifk (n=9) MVA/gag#ifk (n="7) J& f B PR FEI A% o DL L #ESTVmac 239/ 4L 1
FET A (n=8) tr , {8 IR LM AR TCSH I 125 2L 19 15 B K Gag ik (LA 1IN E R H
) AR BISRXFCDS" TN X STVmac239Gag ) N & 34T KA /EE  (epitope—mapped) o 415K
Wi A7) 1B 8 K, RaCMVEE 4k 68-1 . 291 K & T Rh60.Rh157 . 5AIRh157 .4 (43 %I WHCMV UL36.
UL128F1UL130) [HERIE . S S T 52CD8" T AL M 2 ) K47 MHC-T (mAb W6/32) «
MHC-E (Rh67VL9) FIMHC-TT (mAb G46-6) FELIT , 43S AMHC-TFH KT (F (A 3E FEHE) L 58 SMHC-E
BEIKr K B3 78 HE) 559 MHC-ERH I KB 524k (hatch) JHFEHE) MHC-TTRH W (R EAIH T
HE) B e (2 B s SR S 7R HE) o A DUFE H 1 R R MR AT A Hh s 7 A R X A s R A4 K
()3 ST MHC-EFH W7 AL B/ N H (B W51 = H 22063 F122624 F 2K H T-BACH)
RhCMV /gag ¥ v 42 P , T 1E VAT 4% 21826 . 22034 . 22436 F122607 2K H T-AEBACHIRhCMVgag (1)
P TR

[0018]  [&2B& K H ZMamuAl * 001:01+#E#£68-1 RhCMV/gag# /45 11 2 A ) 15 ] % 1
PBMCHICD8" T4 A i — 4L im N4 M AR B, 75 1 785 FGageo-sa (Gag#18) ik S ik i (TERH
M) 8% 3% FEMHC-E4E & Rh67s-16 VLIEMamu—A * 01455 Gagisi-1ssCMOf [ FELE T 51 5 2 8 41
Ffl (P ARBLCLER AN & iAMamuAl * 001 : 01 BiMamu—Ef{K5625% Y 1) — ECi 5 Jo A TEN-y A1/8§
INF-a7? A4 (BN ZRER R B RCD8”™ TEH I N A=) o

[0019]  K2CRkH &5 WK 2BATR PR 2 A — R E 1 MamuAl * 001:01-E¢#k
68-1 RhCMV/gag 844 i Al E R KIPBMC. H1CD8™ TR — A Al A .

[0020]  K3AZ —ZH MR K, s ) 7 AR 7 ESTVIEE Gy (CD4 Gag p27") HIARE YL (CD4”
Gagp27) [JCDA" THH i #EAR ¥ R [ b 19 A4K (bulk) R EHMHC-T GEitmAb W6/32M&) . 7E A
B Fos i TR R AL AR B, A R TR B R SL 16 RAAH SR I STV G4
RG] CD4" TY0M H RAAMHC-T 4% 8 1) 3 % 6 58 F (mean fluorescent
intensity,MFI) .

[0021] 3B —AHFRAE, i~ T A HESIVE YL (CD4 Gag p277) LA YL (CD4”
Gagp27-) HICD4A" TZH M B AR ) 1M _EAUMHC-E GEid mAb 4D12JE) fE A K EoRH 7%

12
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PER AR, T4 B R T ok B SR 16 RS IE R 1 STV G 1) 5 AR B GL 1 CD4"
TYHMI R MHC-E4L {3 [{IMF T,

[0022] P& 3CRER~H TR T-Gagors-2s7 (69) 8 Gagarr-191 (120) Ik HI L H) MHC-ERR #114:CD8"
THH M ) 2R B 1 B o 3l I A A SRR BRI B TFN- v A/ BTNF-a = A= 4R B I 0 H RT3
[ERa

[0023]  PE4ARE 7> 55 H FHEE#R68-1 RhCMV/gag MVA/gag E:#K68—1.2 RhCMV/gagys i 2= Ff
(P EE STV ) FE A I CD8™ TN — AR MR AR, 2R T 7E 5 ST
2 HARSTVmac239/8 4L 11CDA" Ty CTRH W) B3 fEMHC-T 145 & T T2 AH O H 2 B Ik (MHC-
IT binding Class II-associated invariant chain peptide,CLIP) 7z MHC—I[H H¥rmAb
W6/32 (W6,/32+CLIP) B{Rh67s-16VLIMICLIP (VL9+CLIP) IfFEAE i & J5CD8™ T MU TFN- v
/B8 TNF-a =4,

[0024]  [&4BJ2 % T3k 4 FI#E#k68-1 RhCMV/gag (n=5) MVA/gag (n=6) . FE#E68-1.2
RhCMV/gag (n=4) s i He Fpak FS TV 4 (n=6) [IEAERICDS" TR 2 B AAFT 7~ 1 iR 5
FRITE 7 S 56 1) U — b N B A 3 A T E B AR I

[0025]  [&4CRE—ZHim =N AR, i 80 7 MHC-EFR #1|#4:Gagarr-191Gag #120F% A7 (HE) 85k
Mamu—A * 001 : 01FR #ilP£Gagis1-1s90CMIZFRAL (FHE) Fr 7 HICD8™ T R (CL) X STVIE 441 a1y
W o FEFE H I BELIBT 2% A1 A7 AE R CL S RGBS TV L CD4+ T CRE Rh22607)
—iEE .

[0026]  &]5 (/&) 7t T oK F 31X STVgagfRh67 (UL40) SRR 168-1 RhCMVEEH ) fE7H]
WEEIPBMCHCDS” TAHMR (1 43 bt , 7~ 1 FE 46 € I [H] 5 5 060 B T-STVgag M B B Ik — i §
JEWITEN=y A1 /B INF-a 4 ot R B s 7 ok B ARIR 2040 PBMCH () CD8™ T4 g AN e )3
T Mamu—EBR %4 ikGagors-287 (Gag69) BXGagarr-191 (Gagl120) 4 B~ H 1 2K B M B FMHC-11
BEL 14 ik (Gagb3A1Gag73) I [Fl—Zh#) I PBMC F1CD8* T MU & 4 b MHC-T Tk 5 T B
VB PR R AL, B IX 6 KB V1 22 AR IMHC- T T2 A7 R R 2338 , I (R e 7E K 2 B 51 e B

o

[0027] &6 ULEH T LA N2 72 B /DRh6 T B Hk68—1 RhCMV/gag#ifk (n=3) J 1 2
PR PE A R 5 AR A R TCSHE M 1254 & 221 155K hGaghk (A 1T NMNE R ES)
R ISRAFCDS™ TN STVmac239Gag ' N & 34T RALAEE X F 8 T 5¢CD8™ T4
.2 1 BK3E4TMHC-T (mAb W6/32) MHC-E (Rh67VL9) AIMHC-IT (mAb G46-6) FHIKT , 37025 H
MHC-TFH W (71 A3 78 HE) \MHC-ERH Wy K €43 78 HE) FIMHC-TTRE I (PR IHFEHE) R T H
FEFRSZMHC-TT PR i, 3 BH 75 ZERh6 7R 5] FZHLA-ERE 7 PHECDS™ TN %

[0028] K| 7AR /N T3 FH M Mamu-D 4> 155 G A i R AUMHC-T1 MHC-Ta MHC-E5k
MHC-FR I 4Lty —H K .

[0029] 7B N H T 48 @ M EE (rhesus macaque , RM) AN FE R 43 Y (1) 3R o AN
i# it Roche /454 B g M 2 i 47 Mamu—A Mamu—BA1 Mamu—EJ&E [X] 43 Y , 2K 0,9 &2 3% o~ ik 8 H
TMHC-THE gy 7= A [ S A JE R o an SR 51 Hh 22 AN SRR DR, T AR R AR SRR I S A A
[0030] P 7C2&—ZH M &, Aok — ANMHC-Ta BMHC— Th &8 A7 A& PR 4% %k 21|58 A (MHC-T[H
) i Z (5 000 . 221 40 AL K 562) o f4 4 i FH 58 X s 87 4 AMHC—T B2 v B ik (W6 /32)
TEZ R R Y1550 B AVEAY MHC-T3RIE K A AN 72 A 10 % BR 4 ML I 1 X PBSPEERLIK,
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FH2 % 2 5 W I 8] o, W AR AELSRT TR =R 4l B A b, H FHF LowJoiEAT 20 T « FIAMHC- T (I BIk E2
BRI RE AR (BLCL) FHAERH % B8, WMHC—T  BH 1 3 A 40 g 28 AR BH o) e

[0031]  ESAR/NH T K EHRh22607HIGag 120 R Hi 44 I 5E )AL M e (Flow
data) i1 —4H K.

[0032] P8B! UL PRI SR HARFEENIRM (#s 2182622436+ 22034 F122607 ; |&]
7B It 7sMamu— T2 f37 JE[K]) fPBMC L 48 E /) STVgag Rk E 1ARBIH B REZH AR 41 i &
(BLCL) \MHC-T-null.221 BRK5624H /15 Fi5 & B B —Mamu- T3 44— 2t 5 , FEbE el
MG ARTCS 73 HrCD8 TAH M M2 (Z WL D) o INEE 3G, § 30 T35 5t OB 1CDs*
TN RN Z A & 755 OKEBAE) Ko s A T8GR T 1 R CD8™ TN B2 I 4H & F-1F
5 (B AME) KR AEE —HIH, R4 R RMH R IE Mamu—T 2547 FE [K DA K (A HE 27 s R R IE )
SN IER DL A AE R

[0033] &9 @MHC-T 5MHC-ERH Wi iff 70 i) — H i XA AR >k B () & Eik68-1
RhCMV/ gag #8428 1 $ A A AR M B (B) 2 BEAK68-1.2 RhCMV/ gag #8412 1 42 i iy A ] o
[FJPBMCHCDS”™ T AR MR ARE 7~ th TES EJ7 R KGag 155K BE—iEEIF
HAE M Fi O BE W 2% 11 988 & J5 B9 TEN= v A1/ B TNF-a 2 77 (B RER HP AT sCD8™ T 41l
) BLZF AR

[0034] P 10AR AN ARE , ;R H T HGagers-2s7 (STVmac239 Gag 15 FAA#69) Hl
Wk B 4 B R68-1RhCMV/ gag #7428 B B A fEml Ak 7). PBMCIH HLst A7 v s 4 is R 1CS. &
I TFN- v AITNF-a %5 58 i B T IX 26 MHC-E45 & 1 GagikICD8™ T4 , H-F Ji5 5 PBMC H 1 H
RPN T 18 2 br SV RIE AT L o BB E 7R NPBMCHR X T4 78 A 264 BH P 4
P S A B 43 Bl T R B B0 3R 7R BH 14 ) TRN= v FITNF—a 7= A= 4B ) 4 L

[0035]  E&|10BJE —H N AMARKE , 7~ T HGagarr-191 (STVmac239Gag 15 FEAR#120) Hl
Wk B 4 B HR68-1RhCMV/ gag #7428 B B2 A fE el Ak 7). PBMCIH: HLst A7 v N4 ig R 1CS. 1@
I TFN- y FITNF-a %5 58 B T ix 26 MHC-E45 & 1IGagikICD8" T4 , H-F Ji5 5 PBMC H 1 H
RPN T 18 2 br SV RIE AT L o BB A E 7R NPBMCHR X T4 78 A -4 BH P 4
P S AR B 43 Bl T R B B0 3R 7R BH 14 ) TRN= v FITNF—a 7= A= 4B ) 4 L

[0036] & 113E[EI 7R T ##K68-1 RhCMV/SIVgag 5l #2AICDS THH MU MHCPR Hil 1k .

[0037]  EI1IAR/RH TR EZACENEFERR6S—1 RhCMV/STVgag s M fE I ()Y H 2k
Bl 73 HT TRh22034) 1 PBMC ) it =X 24 A A 4 i P4 4 i PR - L 2 (TCS) i < 45 R 1 — 4
Wl o FH K b 30 6 8 IIMHC— T 4% G 1~ B0 FE 20 B i 2 T (1) 78 8 1 L5 AR IR R AL RIHCR 5 &
P55 TR A AT A PBMC , 388 5 V7 2 4 B R TCS M 5 46 I TEN—y A1/ B TNF—a 7 £ S fify 72 CDS
T TR ) (RS RBR BT 1 11CD8 TR B Z AT %) o S5 AMHC-T 1 14 . 221 FIK56 24
A IS P % B 17T AR B B2 B3 240 A 4 B (BLCL) FH AR BH X Lo i DA FIMHC- T 43 782
5 3 HRh22034 RIARIARLE,

[0038] P& 11BN T K H 2L T K 1T TAFRLEA HRh22034 %38 1 53 4 A D A1 AMHC-
B4 TR M AR TCS /M 2 45 5 — 4 A

[0039]  J&11CAR R 1R b ik FAHIE ) #:4Kk68-1 RhCMV/STVgag A4 y% i £ i) 15
T (4 33 R ALt 7 A () AR 3R 4 BE B RMEFI PBMC 2 3R 8 43 1 1 — 4 &, i iA PBMC HH
STVgagars-287 (69) B STVgagarr-a91 (120) Ak ) B AARBLCLYIF , I Hoad i i =X 4m o AR TCS 2
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X L2 PECD3 WREL i (TFN- v FNINF-a= A M1 s 7 R T (gate) ) HEAT R Y0 #7 . 75
BRI FR5E TN 1 05 40 B AT 3 E 25 20 P 4 o) DA AR 6 F0 B8 8 3R s (R A P vh R S T
X 45 Py L ABXT %6 CAAR R B FE7R) o

[0040] P 11D LA F&5 R — 4K, K —MHC-E¥ 3T 54 MHC-E45 & Ik
VMAPRTLLL (VL) =i} FEJEMHC-E45 & ik (STVgag GY9) — Wil & , 28 J5 R € [)STVgag 15
SRR R A HEAT Ik o A PR 1 2 5 1k68-1 RhCMV/STVgagZs v H2 M I 15 ] J  PBMC LA A%
DL MHC-ER2 4%+ an b ik S 7im R4 AR ICST 5E - X T-SIVgagars-2s7  (69) \SIVgagsss-399
(97) FISTVgagass-147 (109) NMamu—FE * 02:04, X} F-SIVgagasr-271 (65) FASIVgagarr-191 (120) N
Mamu-E * 02:011,

[0041] 124 [F 7% H 7 MHC-EFR #1114 528 T-F ARh157.5/.4 RhCMVE A& 5| #2/CD8" T4H
IR

[0042]  E12AR 7~ T BL N B3R : 7E A48 € BISTVgag 1A i B 2 44 2 1 422 P 5l & H
STVmac23974 B YL E i 4k (BT n B 2in=06) 1 , {5 AV 40 B AR TCSA M 1 254N JE 4L /) 15
RihGaghk (RALIINRAIEIRES) BIRARXFSIVgagfICD8™ TN & i AT KA /EKE . F
Bom T st CD8™ TYHME R 1 ik FHME R 7, Hoh HE B HE 78 487 38 FH L2 MHC-T mAb W6-
32 MHC EPH W7 ik VL ANMHC—T TRH It ik CLTPRH W 7 5 () MHCPR #1) 4 - MHC—-Ta R #i]14: \MHC-EFR
il 12 FIMHC—T TFR i 14 2 25 T > 90 % [ B2 40 7ol 4 S W6 -32 (1 L IH 78 AE) B W6—32 A1
VL9 (K EIEFTHE) LA S B CLTP (B I FTAE) BTRELWT , AN FF A 1% LL bR #E 1 B2 bR ic 9 A 1
JE (FEEMLLIEANE) A MR H T T4 R BRI , 1% LEMHCRR i) 14 28 71 vh A 572 47 1)
wNEH .

[0043]  PE12BA /RN T a0 B FrilR 78 RIS X L 8 (1 ) B3 AKR68-1 RhCMV #4492 1 2
AR TR 6 T STVpo 1 &5 1% 70 BOAT 18 8 1 Ag85B. ESAT-6 FIRpfARICDS” THH N & i 47
AR

[0044]  E]12C2—2HE (F) « m—4H K () FAERE )~ 7 20 8 H HEk68-1
RhCMV/gag MVA/gag Bi#k68-1.2 RhCMV/gagd tAE fy e Fhali g FSTVIE L 1) 1E Jr % (1) CD8
YT X STV B L ¥ CDA " 40 i 150 19 43 B o Z2 g i SR s T 7ECD8T T 5 H A&
STVmac239/% 441 CD4" T4H A Fe it (JoFH W) B £ 72 MHC-TRH WrmAb W6 /32 JIMHC-T145&
CLIPRK (PTIMHC-I+CLIP) BRMHC-E45 & BKVLOM CLIP (VL9+CLIP) MIAFAE W% & Ja i IFN-y Al
TNF-a/=4:  fr A AR I CD3™ . CD8 4R A b 34T % 11 A M AR E s TR B & B 7E 1)
TE AR ) 45 5

[0045]  [&13A R HY T 7F F##Kk68-1 RhCMV/gag 5% FUR B 3U4A (J5 & B HEMVA/gag (n=
11) \Ad5/gag (n=3) FIZHL 5 FLIUDNA/gag+1L-12 (n=4)) B B A A R, 50
TEHA Z A STVmac 2398 4L i E A (4w EE 4k & <10, 00045 U1 /m1 sn=12) 1, HIHHA
CD8" T MR B ASEIMHC E (K 1) FIMHC-Ta (ZEf5) [R H 1 STVaag 3 A5 1) S5 1 b 32 1)
S = AN DA

[0046]  E13BAE ~tH 1 7E R IA BEF4E E M PL R BER68-1 RhCMV/gag A2 i F A
A AT AT (3 2%, 76 i FIRhOMV / gag I OMV SR B 4 ( naive ) B 1 ¥FAERhCMY  TE1 R
2, FEFACDST TR A FIMHC  ERR il 3R A7 (1) % FE (100N & AR 1 2 1 K FE 1)
AL WA KPS R BRI TR A AR
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[0047] [ 13CHEAMHT42 R ##k68-1 RhCMV/ gag &4 2s T B2 Fh 1 1E Yo M 7 1254 B B (1)
(INHERES) GEEMSTVgagl 5ERARIKIIMHC-E R HilPESTVgagF A4y 5 PECDS" T4
I B B FE AR VR, 109/1251558 4k (87 %) 1E 22/ 1 4 ] ffe Hh g MHC-ERR 1] 14:CDS
T 4HBEIR A

[0048]  [&13D (fF) /& Jk T AE A B k68—1 RhOMVAR A2 v 5 Fh i) AE A b HCDS™ T4 ff K
ST L Ah I AEMHC-E R il S TVeag 9TARBERAL , W1 7 B 51 FE 4R 7R 45 72 A B AL R PP
BRI AT (RT3 AE STVmac239GagH [ 1 Sl #e , 2 W.J71%) B 5 FIL0GO. 7 #1ILOGO )
PiLampen MH%E,53,126-131(2013) (it 5] FH AARSO) fETAP SREE T 5 4 AHLA-EBE i
[PI55 1R IR H 1 & 5 O (38 78 7 BEl I 2 28 7 BF) 8RR A &2 (underrepresentation)
(At 7R/ BT . 551 P Lampen s (19 Ik o 75 25 2067 ANC A i 8 72 Ar B B 4R 1) R 2L 1R
FRAN IR E S TVgag bk H 22 WL (5 B 5 10 i AR A 2 1 TR e gt = 4 o i 2 T
Pl A IR B R68-1 RhCMV/ gag$s i B2 A W AR IR B 23 LU g A TR A

[0049] K142 /NHEEFTH L EEMG68-1 RhCMV/gagl B E M fEI M+ STVgagare-284F/l
SIVgagasz-1907e P #ZCDS™ TR MK . FE120 R 2 FE#£68-1 RhCMV/gagss i B Fh I RM ,
1 R R4 B AR TCSHfE XS 48 7B (1 STVgag 9 ARNKIYICDS™ THHHL R , 8 FHCD3"/CD8" T4
B TNF-afl /B IFN- vy IIREE e 5 AR R R e (read—out) o TR BRI 7E TS 52
B 2 5 2 AL HA X6 3% S8 R A7 (1) PTG ) R 25 o BT R B 25400 L e i IE DL s e LA
CD8" . CDIS T Z MV J 1) % o7 I 2 S P (1) A o 7K - 2% e P 6T 18

[0050]  PE154L[EI/R 1R IE B —MHC- 140 T & 5% G 4 M R I 50IE , FTiRMHC- 143 7%
T AR & EEPR68-1 RhCMV/STVgag# i 4 Fh ) fH I Mk 18 FIMHC-143 ¥

[0051] P 15A& R~ T LA &5 RIS, HohiE it Roche /454 FEBERR NI 7 %4 R & Bik68-1
RhCMV /STVgag2s 1 # Ff i) FE I 3 33 4T Mamu—A . Mamu—BAIMamu—E3E PR 73 BY o I €6 [ S 45 7R ik
I TMHC- T3 G 1 F= AR ) S5 AT B (R o A 51 2 AN S SR R B, 7= A T RIS AR B /s [R) o
UK (allomorph) fR L LT,

[0052]  [&]15BsE—ZH AR , 7n T B —MHC- 143 F B3R IA  FMHC-Ta  BYMHC-Tb&5 A7 JE (K]
gL BSE A MHC-TIHYE) d0f & (221408 K56241 ) o , I FvZ MHC-T B 7 B ik (W6/
32) Yt FRIAMHC-T FIBIRES BELH M FE AN (BLCL) FH A BH 4 X FE, TMHC—T BH 14 555 A 1 g &
FAAEBA X HE

[0053]  [E16AFH16BIL[A 7N H 1 0k 4 A AE T FHRhCMV/STVgag 5 S CD8™ T4 B 2 1)
MHC-Ta FIMHC-Tb4E TP I 25 B 34T

[0054] & 16A 2 7 Hi A FHK [ Rh22034 I PBMCZ. STVgagaas-a7 (109) S 25 (RIMHCPR il 12 43 b7
AR IR A AR TCSE ) — 4 . BTn i TNF-a 5 TFN- v B9t 20 7ECD3 ™. CD8 ik E2 41
Mo EBEAT T, AN SR ) 4i B o B E R

[0055]  [E16BA N T LA NI, >k A4 X $5 @ iR (MHC/r 27 T B 15A) fIPBMC,
Fri&PBMC 5 8 %€ (1 STVgag Mk fik ik GFEEk) 1 H B L BEZN A A 2 2 (BLCL) JMHC-1-FH
P . 221 8K56 240 ffl 5 B —Mamu— T8 41— & , H-b 5 i X4 R 1CS 43 #rCD8”
T MR B —FIFF 46, 5305 T 75 5t K CD8™ TN R B i 4H A FH+7F 5 UK ()
Fos AREEE T RMCDS TANRMNE A E H-75 (B ANE) £R AL —FIF, 75
HRMH R IE FIMHC- T 5547 L PR LA K A HE 3R 7 5 R B I S5 A7 2 A DL 2% A 2 7R (Mamu—F %
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01:01 HIRIEARKD o

[0056]  &[17/27 H PA N B3R - BEAS K STVgag ik 5238 2 # k681 RhCMV/SIVgag 5/ HICDS
T TYH A ) 2 HMHC— Ta ] Joid 7 284 AR AN 2 33X T 200 3 25 1) B aft) P MHC 5o JE A o 4 —2H.20 A
ZBEMR68-1 RhCMV/STVgag# iy v B M (i ] s TMamu—A1 % 001: 01K Mamu—Al %
002: 01 A AEEATMHC /> B, IF H IS TVgageo-s3 (18) « STVgagl29-143 (33) MISIVgagl97-
211 (50) K5 FPERICDS” TN 2 VE R, B FFFR68—1 RhCMV/ gagdi 4525 B 42 Fir ) iy e o
XPIX = Fh AR5 S CD8™ T4 b 1) I AN Al T 2 2 1 2 Foh 3l ) Fh Mamu—A1 % 001 : 01 5%
Mamu—A1 % 002: 01 [ F71E .

[0057] K| 18AMI18BIL [/~ Hi , B Fk68-1 RhCMV/STVgag 5IAZfICDS™ T 41 A ik il ey s A
AMHC-EZ3 T P E 52 N AR

[0058]  [E18AR N T LA NI — 4L - 3 AU 4R B R TCSHE MIAE 5 4 € IMHC-Ef% Je 1
AT R R 2 A f kot GESEE) Bfe € Gag 156 SRR — &M & 5 I TFN- v Fil/5;
TNF-ar?4 (BRI ATZRCD8™ T 4R M 1 B A 2) SR VAL KR H & BEPR68-1 RhCMV/
SIVgag#A42% tr e M fE R [Rh21826 : STVgagse-103 (23) ~SIVgagize-143 (33) <SIVgagasr-271
(65) \SIVgagars-4s7 (119) ;Rh22034:SI1Vgagesi-75 (16) \SIVgages-s3 (18) « SIVgagari-2s7 (69) «
SIVgagsss-399 (97) -SIVgagarr-191 (120) ;Rh22436: SIVgagior—211 (30) <SIVgagior—211 (50) 1K
PBMCH B4R S PECDS™ TAHMUIR A (Z W 1) JE=, BT 12/MHC-EFR il 14 15 5 /A iR R A m]
A R 5L 3% ZEMamu—E [ 5 S5 8 44 MHLA-E — % _E (935 #k68-1 RhCMV/STVgag# /4 512 ICDS
T TN

[0059]  [&]18BxE HH & 18AH Flra 1) 4% G 1 Bt 28 1) N AHE TR EMHC-E 73 [ a 1 Flla 2 [X 35 1)
AR LT, Horb OCEE I BANF 1 485k 5 K (4 [ 52 387 « 5 45 A I B B BT A BRIF
ISHRIEFHLA-E % 01:03. Mamu—E * 02:04FIMamu—E * 02: 112 [A] 2 & 5F /), fiMamu—E % 02
20017 1% Lo 5 J op A7 AE 5 48, 3 2 ARSI AT IMHC-E 53 85 K X ) o BB AR -5 At 5] 5 3 A A
Lt , ZEBFIF [ A8 S h A7 AR B 4, (H @ Mamu—E % 02:20 HEWE45 & I 2 A7 A A ik o

[0060] K197/~ T EA FHIE, BAk68-1 RhCMV/SIVgag 5l e B R A1 RF F 4 CD8+ THH
F 7R H# HICD8a " TR A 1% M4 T4 4 68-1 RhCMV/STVgagie i f (1) ey Az
(Rh21826.Rh22034.Rh22436. Rh22607) i 5. J-STVgagers-2s7 (69) BiSIVgagarr-491 (120) ik
) MHC-EFR i 14:CD8+ TANMLII R AL T i E/R T Rk 45 e R A 09 ke R #4£CD3™ T
i (TFN-y “FITINF-a”) {1 20 b (S W L 1CH R X 4m B 1D -

[0061]  E|20A% 7£ IR E HISTVgag 15K AR RAL K P 2 A/, 58 MHC-E-45& Ik
VMAPRTLLL (VL) Biof e Ik — e Tt & i B — MHC-Ef% %411 — 4 I . A >R B & 5 pR68-1
RhCMV/STVgag ¥ i e MR E T M (F T SIVgagso-103 (23) <SIVgagizo-143 (33) <SIVgagior-211
(50) HISTIVgagars-as7 (119) R HRh21826 5 % T-SIVgage1-75 (16) MISIVgages-ss (18) BN
Rh22034; %f TSTVgagiiz-131 (30) R %5 ARh22436) HIPBMC 41l 11 BTk 34T 40 R ICS.
i FHPL FMHC-E#5 4% 1 : X T SIVgageo-s3 (18) FISIVgagsy-103 (23) W& Mamu—E * 02: 04 ; X}
T SIVgagei-75 (16) \STVgagii7-131 (30) \SIVgagize-143 (33) .SIVgagior-211 (50) FISTVgagars-1s7
(119) N2 JyMamu—E * 02: 11) o {8 HI20uMZ& 9 B2 6 LR 3 IR - % F-STVgagso-103 (23)
STVgagii7-131 (30) FISTVgagioo-143 (33) NZF yMamu—Al * 002: 0145 & KSTVgagri-79 (GY9) , H.
*%TF SIVgageo-ss (18) «SIVgagior-211 (50) FSIVgagars-4s7 (119) MZ N Mamu-Al % 001:014%
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EIKSTVgagisi-1s9 (CM9) o IX Le K 55 B 11D 1 s — A 2R BH VLI BK A R BH Wi 1 254 AN [R]MHC—
BB M 15 RARMERALIICDS TN IR o

[0062] P& 20BAXFEHIE, Hd e e s B4 5 Rl VL — B & , A5
FiSIVgagarr-a91 (120) STVgag 15% /A4 Mamu—Al % 001 :01FR #i14:Gag-CM9nK Tat—-SL8fk
MR JE K IR et JiE 2 3B 41 MY 5 S IS ) — L% B T an B 20 AR i K A e R 1CS
53 M - Rh2243672 42681 RhCMV/SIVgag e FHFIRM, MRh2700252 SIVIEKGLH) JE &, FHa
IR FEE PRI VL9 B2 T B W 2R IAMHC-E ) B R 2 33 40 v 10 R H 2 B #k68-1 RhCMV/ gag 3 AR 1%
R IE D) STVgagarr-aa1 (120) R 5 PECDS™ TAHALIIRE /7, (HX) Gag-CM9EK Tat—SL8
RSP 1) IMHC- Ta PR 1 PECD8™ T R

[0063]  [&|21 % Y T A P e v 20 40 0 AR TCS I TNF—a Al /B TFN- v 1 Bk S 14:CDS™ T4 ity
FIBAE 9 B 3 B9 84 J3 A I MHC—EBR i 14 15 Ik 2= A7 19 72 sC#k % 4 # (formal
truncation analysis) . E JCHHER SEALS FEARM) &3 R A1 2 R o g 41 CD8™ T
ST 25 5 DA T8 A% U0 R I B R IR B DA B 0 2 AR 5 Ay (L P, K £ B R e v
T ) 25 AR R 2 R i A IR ) R i B AR ) R 5 T A W A 15 SR AR TANIE 22
(179 5 R SR A A X A R 5 VR BT R (R B AR O SR A (R B AN R B K B 2 I 9T Ak 3R
N SRR ISR F AR AL

[0064] [ 22AF122B3: [F] 7% HIMHC-EFR 41 1:CD8" T4 i % A AME ] MHC-E%%: 4% 1~ Jik oy
) B¢ FE O B A ) 771 B Wi 1B o B Mamu—F % 02:04. Mamu—FE % 02: 20 FIHLA-E * 01 : 03%5 4% 1 FI 4
TR B ESIVgag IBARRKFRAISIVgagare-as4- SIVgagaso-267+ SIVgagare-2848L ST Vgagasa-490
(Z WK 4) Fikr, ek, 3F B 5k E3-4 1 4:68-1 RhCMV/STVgagys i 42 1) 15 J] 45 () PBMC
H L FH T 0 AR TOSHf E N2 PECDS™ T4H MM (TFN- v *H11/BINF-o) fR#5i % .

[0065]  PE22A2 7~ HH T Rh22607 HF X STY gagare-asa 75 5 i o7 i 42 1k o0 M i) — 4L
[0066]  P22BAE 7~ H T M N T-STVgagare-4s4-SIVgagaso-267-SIVgagere-2sa~ SIVgagasz-190f]
CD8" THH A 1 751 5 i . (SF- Y4B = SEMR. 25301 2%) 1) — 4R I, L B 2 A0 ARG T 78 FH 1ORMER
TR B K R B G v UL B e R R AT U — Ak

[0067]  [K|23/2RhCMVE K ##k68-1.68-1. 281 ARh157.4/.568-1. 22 8] i) JE R 40 2 .
FERhCMVIK AL A 2> B 4vh ,Rh157.5 (UL128) « Rh157.4 (UL130) AIRh157.6 (UL131A) 3£ K LA
FH S F] G AE S5 24 b o AE A 2485 IR o AL AR [A] , RhCMV - 68— 13K 45 J4F 1) R 2T 44 41 i
18 M % Rh157.5 (UL128) ORFLA K2 Rh157 .4 (UL130) ORFA i 1~ 2F8) K30 70 i 2 3 HLAH AR A 3t
DR 2L IX 45 e s, 5 350/ 508 73 E N AR 2T 4 41 B 1) 1L R AR 2 AR 2 A Wi 2k . 5 pk68-1
RhCMV ) 5 2T 4 21 it 3 37 1, 5 B0 AERh6 1 /Rh60 (UL36) 2[R 4 N 28 A B EF , 1X 5 3R it 28
AR FIHE AT & 1L 2505 T (premature stop codon) o fERhCMV 68—1. 27 , 38 i ¥4 3K FH RhCMVEE:#F
180.92[Rh157.5 (UL128) FIRh157.4 (UL130) #2246 A FIRhCMV 68. 1[1JRh157 .4 (UL130)
F—ART WS T e LRI A4, H HRh61/Rh60 (UL36) F8 728 1k 52 A B A T 4
N T R B EEPR68-1 RhCMVE AR 5| A2 CD8” T4H i 19 3E & FIMHCRR fill 14 v )= A F
Rh157.5/.4 (UL128/UL130) St4 (DL & KN B /Dohae ik H R K E &4)) , @i MRh157 .6
(UL131A) & 1254651 F3E50bp 46 EL IR 157 .5 (UL128) 2% 1k 2545 1 [] Jf B 41 f#Rh 157 . 5
(UL128) #IRh157.4 (UL130) MEEFR68-1. 2FH e R BB 25 , B FRh61/Rh60 (UL36) BE
RAZ I, X Fh ARK157.5/.4 (AUL128/UL130) ##Kk68-1.2 RhCMVE{A 5 AR T&BEE

18
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FEHk68-1.2 RhCMVEAM JRIGEMR68-1 #H ik al LG M R ARG B HR T
Rh157.5/.4 (UL128/UL130) fft 2% .

[0068]  PE243L[E R T HEEPR68-1 5 ##k68-1.2 RhCMV/gag#R A 512 CDS™ T4 i X
MHC-E5MHC-Taff) 2 515 H .

[0069]  [E|24A/~H T 4 B A A B A2 Hi-MHC-TRH BrmAb W6-328% MHC-ERH Kt VLI Bk K] 155
LN, HEEPR68-1 (Rh157.4/ . 5k 2K) RhCMV/gag #i A 51 AL FIMHC-THK i 14  STVgag R A1 45 5
PECD8™ T4 ffa () AR R A It =N A AR 2 25 1] (FE % T T CD3".CD8™ T /Y TFN- v 5 TNF-
a) .

[0070]  K24B/~H T 72 A A B 2 Hi-MHC-TRH WrmAb W6-328% MHC-EFH WrVLIAKEH
Wr 15O, FHEEAR68-1.2 (Rh157.4/.5- KR RhCMV/gag# A 512 IMHC—TAHK A 14 |
STVgag RALKEFHECDS™ TN AR K Mt AN A B Z B (FE 1 1TT/ICD3T.CDS™ T4 L
IFN- v 5TNF-a) oy &, VLKA B T FH #2681 RhCMVERAAR SIS FTE  MHC—T 4K #5114 o7

o

[0071]  [&]257& FHRhCMV/gag# A& (Fi#k68. 1 /168-1.2) MVA/gag A FISZ % (1) STV G 5|
FEC ) R AR S MECDS™ T B 25 PR B 1] 12 43 7 o &I L2A BT I , 78 48 € [ STVgag Rk i B
BRI R H ) STVmac2394% & J& Z% (STVmac 239X} HE -5V 46) 111 57 4 i 1E S i (78
KB B 120 R B 6 X shd) &, 48 R AR TCSH I 1254 & 42 155 Ak gag ik (B
UANZIEFRE B BRSBTS TVgagICD8™ TN 23T RALMER . S8 m T 5CD8™ T
YT 8 T K A R, JE A HE I 3B A i /il i FH$TIZMHC-T mAb W6-32 MHC-ERH B IKVL9
FIMHC— T TRH Wt ik CL T PREL Uit 7 5 [KIMHCFR 1l P4 o MHC— TR i) 2 MHC—EPE fi 4 FIMHC—T T PR fh 14
I3 HINFET >90% [ R B4 B W6-32  (H ELIEFEAE)  FRAW6-32F1VLY K (e IH 7R HE) LA K
HMCLIP (BB 3B 7R HE) BT BH T , AN 7 A X Se br vf i N B b id N AN e (G LI B2 4R 3E 78
HE) o X6} FUE TR , 72645 R B T 3K SeMHC PR sl P4 28 1) v ST 2 i e N H 9 2,
K HEEER68-1 RhCMV/ gag#k /A9 i B2 Fi ¥y fEVT A5 (1) CD8™ T M 15 73 1) i 8 o] AN R AL
ZMHC-T TERMHC-EE# FLPR #il14: « #HLL 2 &, BEAK68-1.2 RhCMV/gag FIMVA/ gag B A4 51 L 11
FIT A 285 A2 5 FIMHC— Ta PR il P 0 o 75 STV HR 35 TE V) Hh 4 5 1) 46 K 2 B0 S TV gag RALEF 5+
PECD8" T B2 tH R MHC-TaR il P 1, (HR X 12 L3+ 194 X R0 H B A MHC-TTRR
HIPER) — DN RAR N (LT BB R AN R =2.2%) , FRIAMHC-TTFR i 14£CD8”
THH P 45 72 ) T IR (1) B A 9288 I R R B4 4

[0072] K262~ T RER (HF A7) RnCMVIERZL L J2 B #K68-1 RhCMV/ gag ZARKT X Al —
YOG, SPRhCMV S B EL 31 (IE1) 2R HICDST TR B & i R A7 AF B i B o 7E 1) B A= 7Y
(EFENGEPR) RhCMV R SR B i ey i (1) 5 2) FHEE#R68-1 RhCMV/gag Rk M4 T B2 Fh 1)
RhOMV A & e e ym 4 (P &) , #113) P85 #k68-1 RhCMV/gag #iAABIK YL (superinfected) [
RAREF A RARhCMVIR G iy R A (R D) A, A I R4l R TCSARE M1 374N 41 1 55 R TE
W (ARG LARIEFRES) (9 MSRSRhCMV TELRICD8" T4H B &5 it 1T R A E K . B30
T35 5tCD8" THH A M2 [ Ik HE R 7 , A AE AT S A8 487 @ i FHHTIZMHC-T mAb W6-32.
MHC ERH Wr SKVLOFNMHC—T TRE B A CLIP  BH Wit iy f 5 I MHCRIR ] 14 - MHC— Ta PR i) ¥4 \MHC-EFR
PEAIMHC-TT PR #1149 36 T > 90 %6 1 225 43 7l 4 B W6 -32 (1 4 dE 78 4E) | S pwe-32 i
VLY K 3B FEAE) LA S BCLIP (BE A 3E FEHE) FTRH W , ANFF A 1% BE bR AE ) B 25 AR e N A
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& (T B S22 IH 7 ME) o 0 T8 RAETAGE , 7E45 )7 HY 17 3 LeMHCRIR i) 14 24 Sl v A 7 R A 1)
BN EE S RANEGL R TR A () TE LR AL R 57 PR B 58 A2 MHC TalR il 14 1 , 1M 75
I EERR68-1 RhCMV/ gag A4 Sk G iy FEymp i v, G 8 37 25 B 98 I HL 58 4 55 PR il P 1)
(291 TEE A FRIMHC—T T PR i) ¥4 3 457 AIMHC-EFR il PE R Ar) o FHEER68-1 RhCMV/ gag 2k {4 i B 4
) R SRRhCMV I e i 8y % S 75 HE 5 0 (MHC—Ta) A1AFE & A8 (MHC—-T T A1 /EEMHC-E) BR #1411
TE1- FA4:RECDS™ TH i FUE &Y.

[0073] & 27 A E A A MHC-E4S 5 EmAb 4D 1200 St B8 . BT R T @i
MHC-T mAb W6/32 (L) 5MHC-E4%: FtEmAb 4D12 (FHE) () 8 —MHC-TaB{MHC- T b4 411
F Mg R B A Mamu—Ta FMamu—E[R] J5t 5 8 445 G4 21 R 08 A\ B2— Rk 85 1 1) 51 40 i
ZRMA-SH o fEA B BLCL A BH 14 %5 HR , 1 57 ASRMA—-S 21 i 28 FH A I P4 5 R Rk e B D)
TR, 4D 1206 Mamu—EF% 441~ 1 s A 1 PR ) 12

[0074]  K27B/~ T 3B FImAb W6 /3234% 8 fiff 5 1) S MHC-T 1) 26 Tl 2k o

[0075]  KI27Con i T 7EAR R85 F2 0 00 A2 P2 P S TVIER JL 1) RN A S ZL 1 CDA" T4 L i
it FmAb 4D123% Ay g (1) B MHC T R T 2Rk , AR STV B 1) 4l i il it Gag  Ag 4 iy
FIEFICDA R Gag'/CDA™) YR , T A JBE 4L ) 40 308 1o Bk /> Gag J 87 1 R 8 7K P F) 2 1T CD4
FiE (Gag /CDA™) G, £ ER T AR MR R4 AR BT &l A B A 7k E Bt
ASHTF R STV GL I CDA™ TR 5 ARG CDA™ T MY Hh = MHC-T 35 R 4 MHC-E %%
BHIMFT B B XS T 36 B 2 PAE .

[0076]  [&]287& XSTVgagfIMHC-TafR filt4:CD8" T4 25 1 BEAAR K P43 BT o 5 MMHC-TafR
Hil 1S TVgag R A RF F 14 CD8” TAH M N2 1) i B2 1R 4 7 125 Bk FH o5 S TVgag Rk J 1 (114
MVA/gag.3/MAd5/gag4 ~DNA/gag+TL-12) & i F 1 8% FISTVmac239/& 4 CF & HAJ% 5
& <<10,000%8 Ul /ml sn=12) {30 A EEH FI1251EE Q1N EER) EL:STVgag 15
FRBK. 25 (%) KRB EManu-A1 * 001 : 01FR i 4 G )% B4 STVgagisi-189 (CM9) KAL)
Gag—4515 MR X FMHC-Ta [F] 557 B0k , T2 R e B AR KA B BT m s By T
MAEERE Mamu-A1 % 001:01 (30 R AEIAEH 1919 HKIE) , Ho5 W N FGagab15 TARKIMER
R BR T BAA N TR A N AR () Gag4b ik , 5 H B #R68—-1 RhCMV/gag#ifhk 5/ 1)
MHC-EPR #l]#£CD8" TN N (1941 RALEA =40% IR AR, G528 FHiE R A ML,
BA SR HAD Gag 155 BLAIMHC-TFR Hil14£CD8™ T4 1M B A3 AH 4 I (2 /M15
Bk, RH40% W, HRE —1N>40%) (B30) AR, B T —ALLAL, 4581254 & 821
SIVgag 15%AARZEZE /b — FEWR M MHC-TalR HI1ECDS™ T4HMIIR 7, I H.F% 7 134 LA
Ab, A ESTVgag 15 FARTE2 LB 2 RAE W g m AL 2 R, 42 HAEDgE 4 d i 5
FRk68-1 RhCMV/gag#R 44 51 #2 IMHC-ERR #1ECDS™ TN TCiE IR 125 SIVgag 15F K
[RI164™ o PR L, VB FH B3 AR68—1 RhCMVER A 5| A2 FMHC-ERR #1/#4:CD8™ T4H il .2 % T~ e P
FARIPR S TR B T H AT AR A 2 B EMHC-Ta 2y 1 BEAR SCHRF I N2 IR AE )
2, Al e HTMHC-TalR il Ve bt Ji 2238 KRG B I H

[0077]  [&]29/2 —H =g K . A E7R H 7 FHRh214 ZERh220%5k 2% ) 7K STVgagf168—1 RhCMV
BRI IE R I PBMCH CD8™ TN B 40 b, st 1 7R 48 58 I 18] s 5 %) B F-STVgag ) B &
JE— 0 E SR IFN- v fl/ BTNF-ap=A4: JE K X 35 Rh214 2 Rh2202% % 5 A 5 41 i 576 75
(HCMV) US28E. 45 [A) % 154N 3£ Kl : Rh214 . Rh215.Rh216.Rh218.Rh220 (D.Maloulideng,]
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Virol 86,8959 (2012) ; Fuilid 51 FIFEAATO) o 18] i Bl 7t ok B AR IR 34701 PBMCH ) CD8
T TN B AN N FMamu-ERR #11E ik Gagars-2s7 (Gag69) 5XGagarr-491 (Gag120) - 45 7 Hi SR H A
[ Zh 4 (I PBMC Hh 1] [ F-MHC—T TRR #1)4 fIk (Gag53MGag73) FICD8™ T ZHHLHI 1 43 bt JMHC-TT
JURT BT B 8 ) R A7, RX 8 iR VF 2 AN[E I MAC-TTE8 A7 B R 52336 , IF Rt 72 K 2 #5))
Yo 51 BN

[0078]  KEI302 36 H T LA R [ : 7 FHERZDRh214-222/f) 8 #K68-1 RhCMV/gag#fk (n=3)
P R E R R A8 PR R B R TCSAT M1 25/ E 2R ¥ 15 R M Gag ik (LA 11N BE R
H ) IR BISRXTCD8™ TR XS STVmac239Gag i N HEAT R ALV K 0 T8 m T 5CD8™ T
Y1 R 7 25 ) AR EATMHC-T (mAb W6/32) \MHC-E (Rh67VL9) FIMHC-1T (mAb G46-6) BHWT , H-4)
FEONMHC-TRH Iy (F € 3H 78 HE) MHC-EBH I R (a3 78 4E) MHC-TTRH W (R CL3HFEHE) BAN
€ (BSCELIFAE) VE &, P IRERSZMHC-TIRR ], X K W] 75 ZERh214-2222k 512  HLA-EF
FHECD8” TAHMI R .

[0079]  JKHHiEIR

[0080] Ak BHRAE 1B A A CMVEL A4, HALFE AR T3 il 22 /> — M i 2R B 9L
JE F D FE PEUL40 8 AN 2 /> — FhUS28 8 H I AZ BR (B AN KA TE PEUL 128 UL 1308 1 1Y
HHCMVEAR AR W FR AL 1 B A OMVER A, L AFEH AR 60 5 g 5 22 /b — Fh e e )5
BRI A RIE (1) FEPEUL40H | A/ BE MEUS288 L (2) WG HRUL1288E H A1 (3) ¥ 1k
UL130% H ) B CMVEAR S4TSR I0 FAHCMY BRI I3, 91 e 0 G vp 7 A0k
F DM R IR PR 2 S B A T T AR IR BIMHC-E- KB &4 2. CD8™ TR 771\ LA
SARIT IR T

[00811 1.%EX

[0082]  FRAE S Ul W, 15 D)4 VA R BoR R o 7 T A5 i FHR TSI 5
A BLF :Benjamin Lewin,Genes V,0xford University Press Hifix,1994 (ISBN 0-19-
854287-9) ;KendrewZs . (4%5) ,The Encyclopedia of Molecular Biology,Blackwell
Science Ltd. sk ,1994 (ISBN 0-632-02182-9) ; LA &ZRobert A.Meyers (4w%H) ,Molecular
Biology and Biotechnology:a Comprehensive Desk Reference,VCR Publishers,Inc.
s, 1995 (ISBN 1-56081-569-8) »

[0083] A3 rb 51 HIHY B A R % A 0 E 3R LI DXl A8 S5/ e e A
(OG22 H R Z K75 —3) ¥t 5| FHEARIE NASCH T FrA B 1, HRE B2 anfm] a4~
BT H R S T R T R R L LI X i BYOE S5/ B R R A A L A HL B i B
IeiE 5l I

[0084]  BRARE S5 BB, 75 WA SO I BT BOR TR AR TE BoAT 5 A A IF N 25 i Js 40
S5 H T RN B 30 AR ) A ] P 2 S R AR BT S S A A AR 5 A B e
W) 44 ) s — A/ FhEl R A/ Bl SR, BRAE B R 30 S A a5 001 “B B A
LG TN 38 LR, o T A% IR B 22 Ik 25t ) BT A RS R /N B B R KN BL ST O T i
B0 1 BURAE AT ME , I HARE Tk o )R 5 A S vk AE AL B 45 8] 1) 7 V5 A
AT AR TN A S B A (B DL T ik 1 & i 7k R R “B 57 =R
“ELIE” o BLAL ARE DT IR NS B R 24 45 B R DR AN B AERR 1l Dy 1B T R A A TN
BH AT SRt T RARARER LT U
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[0085] U J5 : A SCHAE R R R “PUJi” Bl “fo e 57 v B A R AR R AEXNT R 5 S
A NESIE Y/ NS G NS i A = DR NS 2 =10 S = W A R AN LR b e = N il = B (2 R
R (H Pt 5@ I W) 0 55t F S BT iR B B R AZ 1 IR 7 #1 B AA) it e % 5| ki 388 i &t Xt
i B [ 5 AR R / S 200 P SRS TR ) e 2 v 2

[0086] it FH « i AT AF] A R A% [m) 0 RAR AL B s T 2570, 9 B 5 A S E I & A RS
JR THOMVEAR [ 1 G4 o 78 45 P e B I8 A2 B R AEANBR Ty 58 (B B2 VUL S 52 N S Y
FERKA) 20 E N EEHM BRSNS HEFR NI

[0087] i - Horp S o A AN 52 458 | 1h 23 24 5 LR 08 1= 28 At 2H 2R 1% 92 3 B0 o o e 2
it v 3 3o YR AN R G B A B R A o e RE 2 A 2R R TE . N R 100
FhAS R B R o K 22 Hi0 At DA LSRR I 2% B iy 44 o 91 4, 75 465 W I 06 IR R ] Bk R 5
Jp i o AR, JiEE FRASFAIE. (R 5312 20 TR RE VA T Ak & W AR B8RS P R R AAE) ASBR T i R
TR E T A R B TARAERE FEAT 20, Tl R ARG AR .

[0088] i i A 355 LA e 5 BAN 52 42 1] ) 4 B A K A ARFAE 1R T 1 TR o 85 55 T e AH O 1Y)
FAPRFAE B FEFE RS , TP AR AR AN B 155 DIRE , A S8 /KT R s 4t i (R - B LAt 20 WA P20
DA % A1) B R 98 4 B G 8 L2, 4R N S L Bz v 2H 2 B8 B (49 bk B2 1) 45

[0089]  “ILFEMEBN” 8L “FeHe” 248 O 4 B W14 Iy 350 o7 FF 48] il o ifn i stk 2 R4
I 2 G AR L AR R A ) A o e RE 1 PRI (pathology) " BLFE X G AR BEHI B A
MR X FEEA PR T 70 BA AT i 4R i 2R e 2 T PO AR AR 4R B IR Thag , DL &
i 7SR T A L D] Bl Atk 23 34 7 4y, U0 of) 8 Ja] 98 1 B A % N2 L S TR K (neoplasia)
FEHTIRAL (premalignancy) , IR, 1= N JE B BXzE i 40 2R B A B () ik L 1) 2%

[0090] 2% & : A s I ARTE “B2E” 2 T8 2577 (51 an 0 2 R Y H J if) CMV A4 B R
K H TMHC-E/ IR PR MK E A Y &7 42CD8+ THIMI) &, FL /2 L=z B i 2
5] 2 ek 2 BV o o AE B9 9 AR AIE BCIE IR 5 B 5 5 0T B D ) e g B o AE — e s il
BRE"RZGIT (OFET) AT AR R RS BO5 0 1 — Phal 5 2 iR/ s e R & . A
RCE AT LLARIE YT A 2R, HAFE DT (R 58 9598 B0 IE I — Fhal B8 22 PR AE sRE R (9 n 5
SRR IR B B G2 i A DG — el B 22 AR BREEIR) KA &

[0091]  ZRAR. SRR E 5 IEH (LA B B A Y [ FITEA% R B 2 KT 41 AR I AT ] 22 57 o SRAR
P B RAS AT AT 8 BIEAZ IR T 41 - e Ak A S (1) 4R B sl A M At T RO R AR A
[0092]  — LAY ) 2 ) 7 21 S8 AR A0 45 5 AT (il A% H IR B LR 1) 22 57) 5 VT ER R AR
AN FEEERBUNZER Z ) 6k Qb — A 2 MEERSE LR LR E 2T
BLHE R R A i 7 FI SR I 22 57) s BB R AR O ml 9 3%ERR 11 2 MZ IR Bk T 3R
R FHIR 7R  FEEIEIR 2 5 10 R ] BRON LR & 3 RAL G FE IR e AR
AT JE AR TR R 7 51 o A A 1 BT A TR ) R R AR LR AR

[0093] A ST AR AR R 3 SR AR” J2 0 B 42k (R HH (AT 88 , R A B BUR s A I Th
REPFAREL D e 76 A2 3e 2K

[0094] K% R 7 B BAZ IR )T 5] RAE “Bx BT 57 F K% R 17 91 A2 48 Mo S8 A% W A% 1R
(DNA) BAZ LR (RNA) 7281, BLFEAH AR -5 {ERNA - (mRNA) \DNA/RNAZRAZ AR B & AL IR -
TR AT LA A2 BB Bl 3 350 40 B 58 4 RUEE CRUBEAAR) o SOURE A A IR 1T L A [ 5 R A B S Y0 XU
N
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[0095]  EEZH . EEAH PR BN 2 ke B AN RIRFAER) 7 71 el B 8 7 51 P A
2B TAHA (5 W HK 25T 64 107 Z0 00 A8 L, 51 an 6 7 S i )5 f1 /5l id
ok — ANl B 22 AN LR ) S AR A I BRIG K CMVEAA X Ff N T 2H &30 3 il i Ak 2 & il ki B
‘i DL 1t 36 e A5 e g B R TR R R AR IR 1) 43 B8 X Bt AT N T34k 58 1. BL4H 22 JIKIE T
PAFRAE FHE AL IR (B3GR 1% 2 A 2 2 IR R AR RV 15 = AR B IR (B0, 9
BT B L 5 SR P R I CMVE AR 1) 2 BRI A% ER) ) il 4% 1 2 ik

[0096] & il R g5 « A< SC AR A5 FH K 2 I BB CMV A2 — HLZE TS F 4 , AN Pk 2 el
A ) JEL 2R R 2H PR I 7 A 8 B 0 I R 78 3 S R I B o AE Jy — LR S, S o TR O
e fBREEER (dissemination—deficient) , RI'EATRE WS & | ALK 4., (HABE B gL
— 2R, PR A B RORLAS DA 52 J% % 241 R8T i 5 R DR R T A 1 4 P 3 3 BRI o 7 ) — LB ST
B, & B P R B A B EUBR A (spread—deficient) , RIBR L9 75 A 52 JBGL ) 15
53 W s DRI IG5 B3 AN BE AE M 32 R 8. 78— SE St 77 S b, & iR CMV 2 A0 5 R Bk 2D
BRSO — AN ECE 2 AR (TR Bl S SR ) — A EUE 2 AN R
(“H5RILR”) 2 RIK A FEAZ I COMY o ARS8 2 2 HfIR 1 CMV b 75 25 [R RN 36 5 2 [R) (e 1 2
US 2013/0136768, Hidid 5| FHIF AASO I+ HAEAR L H A TF.

(00971  wJ 25 FHE AR . v 25 FH &R i 1 B 2 % A s Remington’s Pharmaceutical
Sciences,E.W.Martin,Mack Publishing Co.,Easton,PA, 2519}, 19954iA & & T AL
RN TR 2B W10 25 9038 325 () 20 A D RO 7)o — SR 8 B0AAR 1) 42k Jo s B e T i R 1) L
A it AR o 451 4, i 15 471 a1 70388 B 2 Ry SRR AR AR SR B T e I A 4 24 A
AT 2R TS B LA, AN K AR B ER K ST R VA R R 2 B K R T AR 6 T ] A
HEY BAnEOR R R R ZE IR 20 |, R0 75 [ 44 2044 T A3 451 an 24 FH 2 H R
P LA U R B AR FR B B AR R AR 2 A, it I 25 e & el L /DR e
57 B o, A8 A R 7 B LA 7R B S TR AN pHEE R 7R , 48 1 20 BRI B K 1L BB I E H AR
PRI o

[0098]  ZAXHIR : A I ARTE “ZZH IR 218 PR (RNA) 50 % M 1R
(DNA) IR GH) o 22 A% 7 IR EH VU Pl I A0 e« R A | O g I, A D 1) Jig e g / PR 1 g (R
WEE FHT-RNA) ook H Z R B JwtS 7 51487 HH AL R dm RS 1) B 1 L 751

[0099]  Z K ARIE“BR 7 “BK” L2 IR AN R ER 7 AN AR A SR ] B fE L 2 FR AT
T B B R R I SR AW . R E VAT Lo B BE S HE 1, Hon] AL & A2 1) 2 L IR B
IR, FF H AT 9 IR DA A 5235 2 v BT o 120K S W 5 ) 48 H SR Hh BlE 1T
THE IR R IE TR R G - 9 — W BE TV s BB LAk TR AL« S R AL L Bl IR A BAT AT HAD 4R AR
BB (B W S PR CBAEYNE R R A -

[0100]  JF A [R]— %/ ARABAYE « IS ANBE 2 ML IR 7 F1 B A BCE 2 N2 R IR T 41 2 [H]
)[R — 1 /AR AR DA P 210 2 TR 1) [] — M Bl AR 3R 7 o e 91 (8] — P T L R — 4 43 B ok
& 7 43 Bk sy, 7 20— B0 5 AR AU v DL A R — Pk BB 1 2 b (R e RSP
FETR B ) SR & 5 [ oy bl sy , 7 AR, . BA 3 = 10 7 8 1R — P 9F HAR HE Thag thAH
[F) BXAEABAR) 22 IR B R 1 R s A3k (g, 7E AN IR 00 ppdb B AH IR DR Y B 0T, B AN el
AR B D Re B /N B R B 0 R AR ARTE 20 RTARCN “FIEYD”

[0101]  FH T+ LU BB 7 B BG 6 J7 92 A A 8 3l o 28 S 1) o 22 PR o R LG 6E B8 4 0 T
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Smith&Waterman,Adv Appl Math 2,482 (1981) ;Needleman& Wunsch,] Mol Biol 48,443
(1970;Pearson&Lipman,Proc NatlAcad Sci USA 85,2444 (1988) ;Higgins&Sharp,Gene
73,237-244 (1988) ;Higgins &Sharp,CABIOS 5,151-153(1989) ;CorpetZs,Nuc Acids Res
16, 10881-10890 (1988) ;Huang%,Computer App Biosci 8,155-165(1992) ; A Pearson
% ,Meth Mol Bio 24,307-331(1994) . th#4k,Altschul4¥,J Mol Biol 215,403-410(1990)
FEH T 5 HI LG 7 v AN R T S TR AT R

[0102]  NCBIJS&B/F HILL x4 23 A T H (Basic Local Alignment Search Tool,BLAST)
(Altschul%¥, (1990) , [A] £) A] VF 22 R IESAT , BL45 [ K P15 B 0 (NCBI ,National
Library of Medicine,Building 38A, Room 8N805,Bethesda,MD 20894) DA M H EEM |,
HT 570 #fEFblastp.blastn.blastx.tblastnfltblastxzsi&f# FH. 56 £ (Z B0 LA
FENCBL sk 3] .

[0103]  BLASTNHH T L &% ER 2 41, T BLASTP F T bb 30 G FE 8 2 41 o T SR P AN BT EG A B
FIELA TRV, T A2 1 0 SRR 3K 6 ] 9058 X 33830 7 g B OE I 7 271 n SR A B L
A B R TUFE 52 B4 H SORSKEAS SRR S I 7 471

[0104]  —Z& LT, 38 I XS AE AN 7 51 HR A7 A A [R) A% H IR B BE IR ik 2 1 o B i 3 H kAT
THEOR A E VL ECE o & 3 LU 7 91 (] — e e ae o DG O o DA B 28 5 1 91 b i 310 R S 910
o B vt B K FE (5 an >k B BT 4558 7 810 B A0 LR IR 1010 1004 32 4 4% 1 IR Bl 2l R 1R ok
1) AN E R TSR LA 100 SR E 40, 24 5 B A 1154 MZE R ) M7 Z1 1547 B XTI
HA1166 ANILE K IR P55 AP 5 A A T75. 0% HIF — 1% (11661554 % 100=
75.0) o F 43 Ho T 9 6] — VAR & N B e (20 A7 914, 75, 11,7512, 75 13F175. 144
HNFNT5.1,1M75.15.75.16.75.17 75. 18 FI75. 1947 #E N B 75. 2. K FE R IR & N EEHL
TE 73— AN, A5 204 1% T R X I B 7 51) 5 2R H %8 5 7 81 1 2038 SR A% P R an T
), BRI IEEEE Y EET5% 75 FE—M BP15+20*% 100=75) .

[0105] 3 T K T-2J30/ N2 FE PR ) 28 B R 17 91 ) L 3L, R FRASE FH i BN BRI\ 2 488 (1) B A7
AR NLL, HAEANERIEAI R AN A D) I BRIABLOSUM62 #EFEFBlast 2741 B4 . [ I 4
¥ 38 5 R MEZE T3 FNCBI Basic Blast 2.0 FHZEERTHIM AKX AH 2 070%
KR E — M, B E (B Inr 8088 7 . swissprot B FE A& R 7 51 B0 ) #5476 18]
B blastp. FIDUST (Hancock&Armstrong,Comput Appl Biosci 10,67-70 (1994)) i€
Hiblastnfg /74 2 21 1 2 ) . HARFE 7458 FHSEG. B4, o] LLIEAT Fahbb X . A H 2 5 KA
UM & B S8 VAT B 2 Bos R S R — R E b, Bl S & E R A 2 b
£)75%.80% 85% + 90% 95% 98 % 5799 % [ |7 51| [F] — 1k

[0106]  HLEXFEE K (DT 29301 R M) I, K FH & BONER NS E GFIsRIBR 9, 42 o1 [A] i 1
§147) WIPAM3OEREAE FiBlast 25 4 BRE AT EE XS« 525 7 21| B 3L 22 55 ROMALL 1t i) 2
H B4 I8 Z 7 A AN N 2 s AR i B be R — 1, Bl in S S E iR 2 D 2560% .
70%.75%80%  85%.90% +95% 98 % k99 % 1 )7 Fl[7] — ¥ o 2454 /N F 58 % 5 54T )7
FIE] — 1 LE R, [ PR A8 AR 10-20 M2 R R i O B B 2075 % BT Al [E — 1, I
HARE &AM 52 H I E— T HA 2 /085% . 90% .95 % 898 % I /¥ 41l [A] — 14 . 7£
NCBIWA st EHIAR 1 FEIX AL FL o 11 e 7 2 (/] — PR ) 792

[0107] P MZIR 70 T % VI R B — MBI X AN 7> F1E W0 B BTl i ™ 4% 2% 44 15
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FAT RGN, B T B AT M, A SRR g FE IR — PR RO AZ IR P 51 AT 4 i A ) B AH AL
(PR ST SRR T 41 o o] A FH I P ] H 1 SR AT AL R T 21 ) 78 4 DA P2 AR A i A 1 AH
5] 8 1 I 2 M LR 2y 7 o X AR [R) S R 2 ] 48 5 e R 2 1 R A R L 2 /b 2
50% . 60% .70% 80% .90% 95% 98 % 5,99 % ] = 1| [7] — 1

[0108] X G« A SCHAd I AR TE “XF 57 2 $83E 10 2 M0 E MES W AR Wik (B dE N FEEN
AL —RKIFB) .

[0109] VBT « AL S B AR TE “VEI77 42 $8 SO P2 193 5003 BER D IR A2 AE BIORE AR () T3t
P& KPR < 8 BUIR B0 BORE R A SCH A H I RAE “9697” (“treatment”  “treat” f
“treating”) WABIGIT HIAEAT AT WS R 1) 25 R0 - A 28 SR A @ o an DA R AIE R it 5
JEOGE G H 95 0 1 ACRE PR 119 2B R R AR 5 973 1) — S 4 3 I PACE PR 1 712 B 1 PR A1, 505 110
B R L IR I B R BRI, o G 1 A fa R B i IR AS 1 40, B0 AR A3 A
R 8 I A S M 1 LAt 2 5 TSI MR VR T A R AN SR TR 5 IR AR AR B R R T B AR R o6
Gt IR TT , 3 B 2 B AR A A2 908 BRI 19 XURSE o Y8 97 1 ¥ 7 2 75 358 993 TR AARAE RIRER
A2 5 IR G VR TT -

[0110]  TT.EE4HCMVE A K oA i3

[0111]  RSCHATIF T Re08 B R B GA MIRI NS E 4l 5 (CMV) 344k . BrikCMv
AR A gD IR R A PR ER 41, OF BB biE e UL128FIUL130%E (A B H B A& [H YA
W (e S At A b B CMV IS [R5 L [R]) 1) 3Rk o S Y PL JR T DAL Al 0 R, B 45 5k B T
HIV STV, B2yt 2 75 « £ BB P 2 I 28 0 2« LS IR0 B I8 it i 2 A8 RN 5 A% 0 AT
BRI PR R AR S MR B o £ S — s g, SRR R mT DU IR B R , B 9 dn 5 2 v e 4
PR IR A AT A L R AR R SR A AE L SRR 40 A IR R AR
THE A A5 A A SRR | 22 Rk T BRI B BRI T L O B L AT A R
Jerh R MR - 485 W e < B AT (RCC) R0 A2 B 41 v e A+ 5 1 Jie e 470 Jis o 76— e s g v, CMV R
PIEEDTEEULA0E [ (8 H H R/ REY) A/t US28%E A @ EH RIFVEY) 15—
S St ] R, SRR AT DL A AR S R PR EUE 32 B S PUE  BR Wk B T TN A2 A
Z AR PR R EH T BN 2 AR 2 AT AR X LR R T PR B B

[0112]  #F—Lesefrh , i T ZE 4 AUL128 . UL1308RUL40 (5 H & R [EJ5EA) HIA% IR 7 71 th
TEAERAS , iR #i44 AR k1% PEUL128 . UL130.US28 BRUL40%E A . 2845 7] DL & 5 3 /i 1k
UL128.UL130.US28ERUL40 & [ ik FIAE AR FRAL o 3X A TEAL n] A0 45 sl AL L FE A R AT | /b
T 9wt 5 A 238 A R e (B R AR) (sl ig B A i 2 A A% IR P 51 B SR Ok L BT
fa] HoAh 5245

[0113] 78 % —ss i, T3k b A28 A S UL 128 UL 1308k UL40 & A (St H &
[E Y5 ) Fik () ) LEERNAL /751 (siRNABKmiRNA) I REIR FF 31, AR A Tk G UL 128 .
UL130.US28BUL40% H (BF B RIFVEY)) o 0T A LMEATT 40 &4 FH S8 A8 F /B s SCRT/ BRNA T
PLF=AE B/ 5 R UL 128 UL 130, US28 B UL40 (5 B & [ JEA) HICMVERAA .

[0114]  CMVE A4 AT A 55 A A3k H O A0 $2 AR AN ] 4 88 B 25 1 S A ) 2R VG SR8, 491 2 % 37
UST1RAZ B R VEULS2 (pp71) R4 , BT A HoAth 2K 3 SAR o CMVER ARk ] AL 75 g A A3 2
IO TR P 05 25 A% 1 (R A2 M 3™ 9081 400 i) o 75 1100 B 8 e A P 9 #5308 1A 0 73 2 1 T
— PhEEE 2 Pl B 2R R () 2 D — AN R RS IR ARG RAF AT DA H s AR R SRR

25



CN 108064304 A ﬁﬁ HH :F; 18/40 71

U 2 Bl w7 5 B 1 2 A AR T B Bk 51 o 2R 9 SR AL 5 F 2 TR i X 3K
T 5 2 B D Re R KB D e S A R AT R AR

[0115]  ARSCHIE AT T AEXT G =A% SRR 2 CD8" THH L B2 1 77 25 o BT il 7 124,
F5 7)) G it A 35 I OMVER AR o 7E— AN St 7 B, OMVEAR I R AR T A i & /b —
Fh SRR R T 51, DL R AR IETEVEUL1283 1 (B B R R VR YY) AR IETEMEUL130
HH EHERFEEY) I B RS D— MG EUL408E B 2 D —Fhig 1EUS28 1
R 7 51 o BT 22 /0 — P A ULA0 £ 11 A0 22 /b — g MEUS 28 3 [ v B2 ULA0FIUS28 (1) H. A& [F]
PR ECFIEAD o FH X FPER R 5 RZHICD8™ TN B I R AE 7E T A 22 2010 % [ X FHMHC-
ER I RAN CD8" THHM . 7£ Iy — st filrh, 2 /020% . £2/30% . £ /040% . 2 /b50% .
£/060% 2 /DT75% A /090% £ /095 % 5 A2 /095 % HICD8” T4 ffl SZMHC-ERR il o 75 — Lo 5K
Jiti 77 ZEH  OMVER AR A — 2 FuFPE PEUS 288 F B H B R RN E A B R P4 75— LS i g
o, TR 5 R AL HE % K H HCMVER 7R 512 ICD8” TANMIICD8” T 52 44 , I A Firidk
CD8" THHMI=Z M 5K B TMHC. E/ S RPURE I K E &4 o 75— 2L 5t 7 22 7, il I RNA SR,
DNAJI 7 %5 5E CD8" THHMSZ A4 o 7E 1 — A3t 77 S, OMVER IR I RREAE T B A Rk & 1
UL128\UL130F1 UL40EE A HIAZIR /7 41, I H X Fhak Ak vl H T SHLA-EFR #]14:CD8™ T 41 jig
(Fh A% 7 58 BEUS28 FULAO M — Fh B BE 22 i 53 A A4 51 k) — i, 375 A HLA-ERR il 14:CD8
T TN (SR> D) REPEULA0BUS 28 85 [ 1 — Fh B BE 2 Bl 5 MW B 51 D) B T 510
HIMC-TTHERALY CD8™ TAHME . 7E 73— NSt 77 v , CMVER PR IR 7E T oA AN R IB V6 1
UL128.\UL130FIUL285E H IR 7 41, 3 HX Mk nl F 5 HLA-EBR i 14:CD8™ TAHA (Fi
B Fr 58 BEUS28 FULAOM) — FhEEE 2 Fh R MW ER AR 51 D) — i, 338 76 1% A HLA-ERR #il #4:CD8"
THHHL (B> Dh e MEULA0EUS28 £ 1 1 — FH B FE 2 Bl 55 AN B4 51 2) BB T 51 iR )
MC-TTHERAIHICD8" THME . 75 73— DL 7 B, OMVER AR 1 AR E T B A A RIATH M
UL128.UL130.UL28FIUL40EE H FIHZ IR T %1, FF HX M n] F T SHLA-ERR i #4£CD8™ T4
Mo (F B 58 BEUS28 FIULA0 1) — Pl B 2 Fh i A E R 51 D) — 2 , B 7R HLA-ERR il
PECD8”™ TN (FH k> Thae tEUL40 8L US28 5 [ (1) — Pl 58 2 Fh 5 MK Btk 51E) I~
SR BIMC-TTHE R A FICD8™ T4 M.

[0116]  ASLHIE AT T A HBIMHC-E- K E A2 CD8™ THHRMIIY 5% o 1% 7 2 A4 1) 28
— X5 (S EhH) Jiti FH w2 /0 — Rl SR YR TR AVE PEUL40 2] A B0E H R R E E R IR
FRICMV A4, LLP= A2 AR BIMHC-E/ ik 2 &0 8 CDS™ T MU A o B iR CMV AR 4 /N 4 53 14 UL 1 28 A1l
UL130%8E 1 B B R FNEY) , 3+ Bl 5050 vl DR AT HU R , CLFE 9 I ARE: S 1 s
FRE 0 S L A 2R e R R T B R G s =, 15 B SRRk E T
2 i 52 A4 BB A 52 A 2RI AR X LR o %7 VIR A4 - S e CD8” TR AL 25 —CD8™ T4H
M2k, HoA BriR 55— CD8" THHMSZ AUk H T-MHC-E/ SRR K E 640 s 3F R IE
AR Y Frik — PRl 5E 2 FHCD8” TAMM , Forb Pk Rk s 0 & b 55— CD8” T A2 A
(A% 7 5 AN 55 i T2 M 52 AR B A% BR 7 41 ol AR M T 8210 Ja 20, e AT iR 55 —CD8™ T
Y32 AR AL 5 55—CDS™ TCRI CDR3aFICDR3B, M 742 1R BHIMHC-EfL & &4 — Fhik 56 2
PR 3% JLCD8™ TAHMY . T HIR A Bk e e () — PhEl B 2 FRCD8™ THH M v LA B — X R 5k
BN R A Sl T R, A VRIS T AL ) B BB T Rt BT — ek s
Z A FL LT LLYE T 00 (19 Wi 98 o A R e B [ - H 28 1 i B ) o 7E — L s
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it 7 S, 1% 5 R AT AL [ B — B N G FH TR — PR 2 A B Qe TA M DL S
X SVRE SRR B 32 H B PUR H 5 R N

[0117] I ATF T IEELHE LR 25 BRI 77 v i 4 IR BIMHC-E- Bk B & & 46 44CD8™ T
YR (1) 1) 55— X 5t B A 207 A2 R BIMHC-E/ Bk & & ¥RICDS™ TR ZH 2 B A CMV # 4,
P BT IR OMVER AR B B i 22 /b — Fh S R B R 10 56 — 4R 7 471, I HLIE B w03 14 UL 40
HERE AR5, I HH A Bk OMVE A A R IA T PEUL1 28 FIUL1 3088 H 8 H B &R [F] U
Vs (2) %5 FTIRCD8" THHMIZH I 25 —CD8" TAHMZ A4, iR TR 55 —CD8" T4 A 2 /& 1 Jj1]
KH TMHC-E/ RIEPUSE IR E GW;  (3) MR 28— X R B X 54 5 — Phal e £
CD8" THHMI; LA K (4) FHERIR SR Y DB —BEE X R 4 B I ik — PPl 38 2 FhCD8™ T
2, A BT R B R R R CD8” TR M SZ AR AL IR T 1 AN S i 2 T2 52
RIIAL TR 17 51 n] VR HOE 210 )R 3, H R 55 CD8" T2 /(0 & 25 —CD8™ T4l Z 14
[¥JCDR3aFICDR3B » AT 7= A2 TUAIMHC-E- K 52 & W1 8 5% YL T L o BT ik S YR e s vl DL AT ]
PG, G B e P VR B e S B S PR BN R o 7 — e St
ZHp, 3@ I RNABDNAJ 7 45 58 25 —CD8" TS24k A SCHR B AT 17167 5% (19 e i
I3 SRR R B 5 o BN BIURTAE) 1 51, BITIR 5 A B A 1) B — BB 0 it FH AR
HIMHC-ERRE A W0 5L Y TAN IR AR SCHIE A TF 115 S0 18 32 5 S PR s 2305 53 40 R
(1) B 998 LB 1) J5 15 5 BTl J7 905 A0 4 1) B — B80BE 5% G it FH AR 1) MHC-EK S &M & %
YLTHH L

[0118]  #£ Jy— 2L su b, BT ik J7 VAP0 S ) ook G it FH A R0 1) 285 — CMV B4, ik 25 —.CMV
AR AL — FIEPUR LR 7 51 o 1% 58 — 3R 0T LR AT AT OMV R Ak , AL 36 B A 7
UL128%85 1 (B [A IR E B AR [FI5A) ) A/ 8E R UL1308 [ (B R VRV 5L E R R VRY))
RICMV B4 o BT 38— CMVER A n] A5 28 = Rl Jat o Bk 36— S J5 vl LUORATA] L
Ji s A FE 5 55— CMV A 1 S5 U505 A8 7] 1 S0 i o T 28— CMV A4 ] AR XS T 28 —
CMV 2K 7 (14 it JFH A ] B ) it D 60 7 it FH 55— MV B ik 2 i S L R I sk 2 5 o X B G 7R
AR Z BT B S W ATAT I HH R B /NI o0 B B SR it FH 28— Ak

[0119] M HIERIB B AR , NELSHPICMVEARTE AT % 52 (1 ) H o R A 8 B 1T o
FE— LSt 77 R, DB 1 OMVE R LU AR BT 10 G A R B 1 OB AETE £ 2 (Al
B -

[0120]  Sye sl v DL AN A2 oK B T OMVIRAE AT & (B B El e B B, B i b i s S Ak 57
PP G (G v e &AL S 85 (keyhole—limpet hemocyanin,KLH) 25N
EEE) AL R EPUR 8 £ B SRS AT .

[0121] 955 JE A4 S MR B0 i v CASK AT An] N B8 4095 S5 A o 99 e A4 v DA 2 o 25 93 i A4k
2 B s SR AR B R A R, I ELU IR T DU SR B T8 B B A4 L 40 T e SR AR B A AR R R R
A AR HURT LR A Wi Bl AR R 51 RES 5095 o B, B AR e RT DL R AR ZhW AR A L 5 Rk
I iR AR BN AE PR i B (he lminth) A= )R BRI B (worm) « HHGE HRUAE WK 51 S 1 590 A
ANEF A HL (ectoparasi te) B HI RSN &7 AR HLUS RS 95

[0122] )5 T DA K B T 1 88 R o e i S R (E AN PR T S M BE 40 f v 1 i s 2 1k
8 200 PR 1 L i B AR R SR A AE L SRR I I I S P AR L A ot L R
A REL I 2 R VR B RER A R 2R LR T | B B A0 A e IR 4 T
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B 4l (RCC) R4 B 40 A ik yed

[0123]  HiJFE AT LLRTE £ H SHiR A8 F B S PR AFEEAR T2k B T T40 52 4 2 742
X 8K 5 TBAN 5244k 2 v 248 X FI LR o Pt 5 v DA L 2R S PR B iR o 4H 200 S e b S B
{EABR TR iR e o .

[0124] A3 2 FF A CMV B A4 AT AR AL 55 38 20 OV 23 B3 AR LA B m] 245 FH 38 AR B A R 711
P e 28 SR A2 B T A A AL TR A OMVIRR B A (B L3RI 77 ) I S s L & 5
FEC JR) HR B A B 1 G B B o B AT DA AE A — 8 S AR AP 1 1T o 075 B 4H CMV I B B A AR (B
HRIEFY) 0% G SRR 51 53R el 4 5 M a2 N, T DR EA — 8 2 R
PR AP 5 R e 4 G PR M R DR I, RAE s A A R
WA AHE P EY” (BRI ARE ] LR RIS

[0125] A A FF B COMVE AR AT F T 7E X R i R G BB I 7, Bridk 77 i a4 0]
%o G itk FH A, 4 MV 5 B 28k 47 A Rl 247 FH 38 A B B 710 ) 928 S e S e Bl T L 6400
N T AR B, RE R GFE A s, B AR N RN 1 “Bh” e dE A LA
SMEI T B MESI R I LB MESI B FE T B MES Y, BLHE sl (AR ST I
“EN) RN EAh, 28R, B B — T8 TR, 8 T AU B B I, AR
B N2 AN BT B L3 -

[0126] AL H 28 FF B CMV AR A RT FH 78 /60 25 28 2H OMV 93 2 B A8 A AT 245 F 388 A ks 8 771 14
TEIT AW o AR SO A FF B CMVER AR R DLEE o 4 A5 2 S5 Y0 SR ) 7 571 19 DNA S\ CMV
2[RI ) 0 75 B A o 7 DX AR il 4 o BT J7 725340 W] L35 M CMV 36 R 21 Hp i 2k — AN Bl 2 A4S
IX 355 o BT IR 75 4 AT 0 HE A4 ) EE 240 R B, T 3 7 vk T LG 7E L RDNATK A7 78 7E 40 iR A 2 1
Br RS MV DNAK G2 A, Fridk (5 AR DNAED 2 0 3 k9 15 CMV 3 [K] 2 FrYg — 35 43+ [ Y5 ¥ DNA
J7 F 1) 5 JRDNA , AT K 57 JRDNA 5] N BICMV I 32 (R 20, I HAT 8 Ho AR Js el o i pk ) =
YHABMEIT OMV o TR 77230 AT AL 35 V) EICMV. DNALL SRS V) EIfICMV DNA, 4 55 U5 DNAZ 32 52
ZYIENFICMV DNALLFRAF 58 CMV- 5 JRDNA , F 4242 CMV—S7JRDNARE Je 4t i , UL AT H AR J5
[EIUSCIE S S YRDNA. AT AE TSR CMY o F T8 7Ry B0, IR BE BT 7 v fe it 1 e
I i CMV 15 22 IR 1) A R SR A7 AE T-CMV HR 1 fHAADNAFK) kL, ikt 144 DNAFECMV DNAR) [X Bt
P 75 DU BT IS X B 5 CMV 35 R 2 1) 00 5 BRI 0 7 IX IR 28, 4 155K H OMV A 75 B AR 4 75 X
15 () DNATE AL AR DNA ) ) 3 o 7] K S YR DNASE N BICMV A DL F= A AT AT B ) FR 4 MV, L7 3
SR AR ZDNAT R e B A S R IE .

[0127]  7F & 40 CMV R A4 b 4 i S5 Y P R O DNA R T 05 SR 3 7 JE 3 1 AT LAk B AR ] 5k
P50 U9 5 7, ALFE P YECMV S 2, 40HCMV . RhCMV B CMV (MCMV) B HABCMY J& 27~ 5
AT LR AR W # B 30T, B AIEF La 3 B F- . J8 3+ 0] LA A 1) 3 s R B 31, A
B H R B PR A S SO B 1 e T 1% DX s RN A 1 B 3 12 i3 3 BT SRR I 4 K
TR BN BT X o Ja s 0] LLH XS R T /) 3 307 [ DNAJF 51 A i 8 75 3 51 1) 4 A
TR o B /I JE B - BH CAPAL s TATARE CREAR % g 7K P (1 5 /N 51 5 AN 52 719 1) 3 K )
PR “ EUE IR P A B i oA RN R R SR R AN, R B R K BT
A TERATAE, B 2K 3 37 1) F L3 4y Dbk B 25 9 B, B 1) J3 37 T Lk 3 T4 4nMeMv
B HCMV ) S8 92 95 25 , 9 AnHCMV-TE - BEMCMV—-TE o 2 F-H8 2%t , K/N A 4K B8 8 1B Kk 3|
2240%, EE2E290% . Ja8 T DL RSB IR B 8 T . X THCMV 3 8 1, &%
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FHE L FINo.5,168,062H15, 385,839, & T H FURIDNARL e 4 fg H T th H it 173R1E8 , %5
FelgnerZ% (1994) ,J.Biol.Chem.269, 25502561, H., ¢ T BEL#E7F 57 FURIDNALE Jy faj 24 B
R EL o 2 P YL B R 1 1) J7¥2 , 2% Science, 259: 1745-49, 1993 [K i, ml il i B
T ST BARDNASKAS AR AE A K BRI LA

[0128] I ATF T ] 4 N\ 2H 95 85 sl TR 1) R IA &L, BTk R IA BB S i I 6 S 1 3 3
T RIS EIC VAL E TR M 1 2 B ARE RS 5 s B s (2 75 Thie M Sv40
RIRE RIS S HBREIA T L3R4 T RG-S, #se B AN SR 2 8 1 R IR IR LS
SRINRENEN B I 2 RIR T IRILE S AR AL EE (F1WCMV) 146 N K /ISR il 1] . %
ik S AT AL A T L BT R N 2 5 R G S URFDNA s I HLATIADNA AT DL A ST rp ik
1) U5EDNA .

[0129]  RFHTEEESSZEHEYHIPiE, 185 WStedman’s Medical Dictionary (58
24K, 1982, 45111, 928 P 11 58 S (R 1 bl 350 HR A FH ) B R 119 %) 5wl e FH R B X e b S ) H
PP R B A o T FIRPUIR , A A N 53 TR I IR B 2 BRI R IR DL S AHR.DNA T )
(0 R DA B S S R 0 M S50 (9 2, K70 B A 458) AR 81 1] LR S % S DR e it % L
TEDNA, 11 76 75 1 FE A 5256

[0130] s BLJR I TRALI — b7k SR ALAE R i SR A 7 4 F IR PR M S
K o SR 5 TR 5 Bk 5 R AR B (A R BRI BUAAR LS 80 ST 41 BB IS AL A 17 o 1X Fh
JHEAET AR AL AR B 45 3 S RO T IR 3 S MHC /T8 A 1 4 2R PR Rk

(01311 — Rt , 77 AR5 S YR PR ) e e B2« A 24 B 1 s U el s /N ik ot L
TEAL T S — AR “ R EH LA E &Y MHO) ™ IR &b 2R, T4 A R 5 &
5 A P RMHCE & 9-T2R A0 1135, AR VF 22 AN [R) S o7 22 R 40 o A [R) 420 A A et
ZEARNFE LB IMHCE &5 0 2 s L B A AN FEMIMHCIE AL . —RMHC 128> FRRN
MHC-E (A HHLA-E , RMHH AMamu-E, /MR H 4 Qa-1b) »

[0132] Ny, A& gmhl YR PR 2 5 FIIDNAA & il & I T AECMY 344 FR Ik 5h R IA
(118 8hF, 53 BT IR DNA T DA PR - S5 98 50 S5 1) G i DNA o 12 440 52 A ] LA AF S A R CMV 5 3
T LR AL R LA R, i AT AR 5 5 3h T BT B LR IE « A, T DU AT G S SR BT
JER FRIDNAR 22 A% DLl A FH 58 5 30 )5 30 7 508 3 ARG 3 )3 3 7 sl AT AT 20 A DA S ok
P 20k o R I, 2 5 SV B AR DNATT AR OF-CMV - P9 T8 2 3 738 24 5 A6, B TR 6
BT 0 LL S Gt S5 IR BT R G DNA— R 4 A2 A7 UG N 31 55— AL B« g 2 T — Fh R TR
A% EE o] LB e MV .

[0133] I ATF T L5 AT T I CMV 2R 47 1) 265 90 Fn L A 28 A mT DA TR 13 R 11 24 47 A
fth 21 A5 Py LA ATE DA AR ATk 2 260 6 AT Ae] e FH 5 358 F o X BRI 2594 & el LLaE it i 15 4 ig 1%
O ILA B2 R S BR Fk P9 45) o it A AR mT DL I B e 12, & 1 4 8 S AR T 2845
[0134] R A FFII 24 G4 mT DAAR S 24 U AR N SR FI AR AE F AR K il £ o IX BRI
YA AT DL DA I A AT AR N 53 SR ) B R B AR Tt 5 25 RE B Gy e R 3 I A )
Tt A0S P A1) A R DA R it & A 2 TR 3R o 2H A mT DA SR U FH L 5503 T S A CMY
TR B LA G0 88 TR I B W B A T 4 A e it AR it X R A A T
B AL R AR LR BER AT B AE H EE A OMVER AL 3 ik R G RIA M PR BUR AL, I BLAEH &
FRERMER A .

29



CN 108064304 A ﬁﬁ HH :F; 22/40 T

[0135]  ZH &R @l HFAL10 (i, 10 &8 ZALT] A A 8% (B2t BH i)
65) it FH PRT AR S0 351 48] GV A2 R A 2R R B A s DA R FH T B A0 B R VLA B i
PN it (B8 T v 53t ) 16 105510 4870 2 DI T VR R AR ERFL R o AR X AR A A v, E AR TR LA
5 G & B R R ) (B anJe i K AR B 3K SR & RS TR A

[0136] 5 5k | fe 988 B I8 1 2 5 A 30 5 ] /B0, 5 A 1) RN — 78 B () OMV R R Bl R IA F= 4 LA 5|
R B N o FE NN R, AL (alum) (BEERERENE S ALER) A& MU B i 7)o S Je Hoali
2 53-Quil A Freund a2l LA A FH B 98 RS 8 B FH %) oAt A2 75 LA s, IR PR T
FAE N (T E P& o AR RTS8 R A 27 b S 3], 497 2 B P — B L STl P s JD A T
SEEW), BN Goodman—Sni tkof £4%, J. Tmmunol . 147:410-415 (1991) PR ABLL , & H
JRABAERE AN AR, tiMillerds, J . Exp. Med. 176:1739-1744 (1992) ATik , LA A & A Jii
BB A B WiNovasome flg FiFEHIH (Micro Vescular Systems,Inc.,Nashua,
N.H.) .

[0137]  ZH&WynT LLE AR AR s — 7RI R o, F T i@t i B A (R, LR 2 N ERCRE 1) i FH ERCAL
it (Bl i 22 7% (perlingual) (B, & 10 B W (BHECEN LTTN BIEN )
it FH o e A1 A5 280 B A FH s A5 R A5 W MR o EH SR IE P ) 1 O SR A A
CMV U] 1 FRAE 7K F , LA K bl BRI 2 (91 4n i 32 10 St P Esc) ol s 4008 1 J31) AR B 9 R N
J51, LA K LDso FH 2 A1 I HAN 7 220 B2 SR 3e i) HAhPRE R 7)) 7€ o RIS R E T LA
JLEDLE A4k, 105 22500mg . MV 34 1] LA DAEAR] A 38 1Y & i FH DA 7R 1 26551 5 7K
NS ERIE  AE R PR ) S CMVER AR R DAL ZE /D 10%pfuff &t FH 5 R, CMV R 44
AJ LA RL & D% it 5 AR 20102 pfuZE 2910 pfuit [l I o HoAth & 3d 10 34 sl FoBe 571 v DL L
A B A BT JE B KBS b 3R 7K - OMV AR AT DL R 1, T 76t F I 25 8, alimT DA ARV
Wb 47 AT LA AR EIR B E 196.5%.10%820% N

[0138] S BRAR , A A BH B 1 5T % e G b A% R 1T LAAN [A) T~ 4% S0 Bz A BT 3k () 46 7 )7
F1) o BRI, A K B 25 LS B 7 7 A1 R S5 2R S TS N S 0 RN 5 48, IR 2 7 AR 4 A K BH 1) 7 VR A
FHED AT o 7E3X J7 TH] , B 400538 1 76 M 5T b2 DR ~e 1Y, B FE 20 B IR S PN A ) IS 2 5 48 45
un, BRI 7 N F: (D) BRIE-REA AR AR ; (2) Btz iR FE 2R R
g s (3) AEMRPE- N2 IR A2 R e 2 R e AR TR R N2 R R (L R 5 LA
Jo (4) AN L g B PRI —H 2R L R ARG A 2 BRI L - Db 2l 22 2R 7/ 2 R P T 2 PR, o
RN IR L2 TR AN 28 TR A I 4 70 RN 05 A5 TR 2 R - v] LA & B T , 76 DL F B0 R AS
XS AR IE P P A RSN« F SR IR B A R S T M ¥ R  BUR 2 TR s IR &
B B R % 2 IR, B TR s 22 S R B e I3 IR B 2 TR AR 5 Bl 466 1) A OQ 22 PR ik
AT IR ) AR <1 B e o R, 5 i B 1 B A SR A R I 2 R P 41 (H R AR A 58
Jo7 b S B 0T S P DR ) /N ) S R R e 1) B AR A A T N A TE L A .

[0139] A% BH B A% IR 7 21 o] LA EAT B 05 -0 Ak, , 48] dn 2 65w g i A B - N 48 o 451
AT a0 e OB AR A B ER A B T AV 2 i R (RAEHTV A HARE W5 1 R E R A
YT, I Had i R 1K e 5 R - AR DU A LA S S EE 6 o i ) B RS 1, W DA S B R
FUR B9 1A, 40 AndreZ%.J.Virol.72:1497-1503, 19981 ik .

[0140] % f& S R CMV 28 i A1 A, 25 76 HL v 0 S 1 10 D e AN/ Bt i 1k 5 R AR AR AT A2 4
RIRZIR 7 31 o 1% 6 Dy R 55 [ AR 44 AT AR A0 v B2 7 th Ok B8 0 1k R e 0 o 9, AN
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JIT 9 A 2 1R 1 IR DNAJF 31 () AR A DL B 3 B o B R P R 1) IR o7 B 4 s — AN Bl LA = R R
TR 2R BT N DA B 28 R IR B A A R A B g A 2 15 385 5 i) T G ) 22 PR 1 o o R
SFRIER B WONH AR/ WA SRR/ o B R SRR s R/ BB R
MR/ A s e/ 75 A R/ W I 2 R s B2 R/ S 2R s LA ROR N & R/ B 2 R/ T 2 TR - £
— AL T S, AR S B AR PR RAL S R IRE IR R £ 050% L 2 b55% B /b
60% E/D65% B> 70%  BDT5% B /H80% . £ /85% . E/D86% \E/D8T% B/
88% % /089% . FE/b90% ED91%  E92%  E93% F D 94% . FEDI5% (E D
96 % £ /97 % 28 /198 %6 B 2 2199 %6 1) [m] Y 14k B[] — M

[0141] AP 3d I b X IF G A5 P 210 Sk A s e 270 ] — A sl ] st e, AASE 2 22 AN ] — PR d KA
[ IS 458 270 5 S e /MG o 55 ) b, AT A FH P 22 280 R0k vb B A — Aok g e 31 [R) — 1 . FH
THENADSFIAMEZFENERBMELY EKarlin&gAltschul,
Proc.Natl.Acad.Sci.USA 1990;87:2264-2268 & %, fEKarlin&Altschul,
Proc.Natl.Acad.Sci.USA 1993;90: 5873-5877+H AT T ittt

[0142]  HTF B 7 HIE BE ) 55— s &Myers&Miller ,CABIOS 1988;4:11-17
(R SR o B TR ) SRV T NAE N GCG R B EL X B AT A0 — 35 73 I ALGERFE /7 (2. ORfCAS) Hh o 24
FHALTGNAE U L B 1R e H1 I, ] DL FHPAMT 204 B Al B 36, A i K B2 i1 40 12, B Ar
1538 4. T 55 J5 305 A1 AR AU A e 6 ) DX 38 3 — APl SV & 40 Pearsong
Lipman,Proc.Natl.Acad.Sci.USA 1988;85:2444-2448H {#iiR JFASTAR V%

[0143]  FR¥EA K& A A Hhfd FH ) ZWU-BLAST (Washington University BLAST) 2.0k
. Mftp://blast.wustl.edu/blast/executables N #ii& H T £ PMNUNIXF & HIWU-
BLAST 2.O0RR I AT HREFF 1AL F 95T WU-BLAST 1. 4fRAS, i 2 3 1M SO 3L T FLATUSINCB T -
BLAST 1.4ffix (Altschul&Gish,1996,Local alignment statistics,DoolittleZmis,
Methods in Enzymology 266:460-480;AltschulZs. (1990) ,[d F;Gish& States,1993;
Nature Genetics 3:266-272;Karlin&Altschul,Proc.Natl. Acad.Sci.USA 90:5873—
5877 (1993) ; BT X Le it 51 FFF A AT .

[0144] A FH A7 #4E E 2 DNAA 5 [ 43 A 1] 8 A 5 B ) 22 o B 20 A% 1P IR e B AN A4 0/ B4t
JR X FER AR R ARG ARN AR 2 WA Molecular Cloning:A Laboratory
Manual”, 2 — it (Sambrook%s. 1989) .

[0145] A A% H R 77 21 AT DA N “BAA” v o RAE “BAR” Je Ak RN 51772 48 H
AR, IF H A SO B F B RS “BfA” 5 A e bse RN G2 BT B AR 1) 2 S — B H .
il , ASSURE AR N G AL FHARTE “BiR” F T8 R vFe(e g R o 7+ N — DI
B 3 —AIEE R VB BEAL R 73 T BRI 25T o

[0146] W RAMR 4 A< A B A FH 70V 2 T8 AR 5 B 8 03 23 B AT A B4 o 72 FE L8 S Jit 7 =, B
AN TFHE B AT AR A (5 anfs G A 2208 R 450) M/ sRAEAR S AE KI5 IR 40 i LA
A G A ) SR TR (B, 9 SR AR e A R HIVET R e H AN AA) AR e W T
Z PN A AR 7 B B P o R T IR AR . L BT DA SR VR AE AR A AN/ BRI 40 i
Hh S B AT AT A

[0147] X} TR RIE I FT A TF PR , PR I 8 B B w7 21 iz 548 5 8 E B
e 3 R R 1 TR Y BB R 1 A P BRI L WA A A, S R EE T B FIAL TR
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2 ity A1 853 Bl 1 LA — 58 77 SNALA IEEL , (015 b 7 51) () 0k Bl s M/ A R A T A R
5 1] F 52 e T B ) R I A 3 AT R AR R RS S A0 BT LR AR AT
B2 o tE, B WEASER F B 3h 7 3858 L IRES N & T DL K48 5 5 H T B /R M B AL TR
H1 B8 7 A 2 I8 B AR SCH BTl 1 HoAd T A o AR 1E 8 817 AE AR ST B T4 Bl SERNA
REBGII RGO U R AR — A s s, IF H U 5 AR A ) 8 E B g i 7 21 vl
VRN, 5 B0 g A 2 1 o 1) R0 o A R B 3 B PR 1) 3Rk ] LAAE AH i 2 )3 3 1 85 =
BRI, 5 B AR 2 R T R 8 1) AR (B (H AR T R DU R &,
BE i f 3R, BNE &) N A B Bl sk . B 31 AT DU E A S Y | 2H 2l AR R
PR R 22 B3GR 37 AN 58 1 A2 A AT 2 A, I HAT X RE A A5G 10 e 3 7 B 1 5
0] TR AR B R R 5, 3 ) R Bl A/ B R Tk B A R 3R
(Fukaryotic Promoter Database,EPDB) .

[0148]  ARATFFWN B S RIE RIS YU ) B AL B 8UA  AE — 252 h , Bl 2 HI VAL
JR A, HIVE R A FEE AR T2 32 E A FFNo. 2008/0199493 A1F12013/0136768A1H
FHEHIHTIVT R, 2 3 Y 51 R N A SCHTV R 8L 5 %8 IR v BEnT FAEHTVER A
R 540, BT LLAE B 25 A 7FNo . 2008/0199493 A1A12013/0136768 Al it IHIVZ
TR HIVHUMAIR B AT P iRt ] B BRIV A PR « B B BT 1 n] LU STVHLR o 1)
i, W LS FHSEE A N0 . 2008/0199493 A1£12013/0136768 AL it HISIVHLR o

(01491 FRAE AR BA A FH ) B8 A o] A 7 G () R [R5 X (8 dn J5 3l B 1), 175 m]
KIEARRKHBILR

[0150]  FEXJ G AR P FRIEA & B BT , 51 DA 72 A A P HT V-1 Ji 1 G 28 87 255 F / B
XTHIV=1H DR 1 S0 %, N #0E & T-FE R R 1A BT N 8 F 22 4 1) SRk sk« 72
— s fp b, w] B EE AR S8 S R Rk B AN/ BT R L 490 a0 AR R B OHT V-1 G g R
AW A B I R ET IR o 7E 7 — e s rh, mT DLAE A X R R IE PR , 1 n7E A I BH 17
G958 JR A ZH A WD NP P () I R 3 AN S s e R S, R H o

(01511 7K ST A i3 At CMV AR A ] A5 a5 b7 = 18] 7 B A0) 98248, W T {56 45 978 75 AN R Jek e
G35 52 A1 1) BCHAth B T CMVIES G 1T AT #e T I 5F: RE B 6T G o AR ST HR 3l B OMV 38 4 38 w4 25
FEUAFAE G 9% 0 M AN G2 30 1 3R A7 A % A i R MHCRIR i 4 1 A% o SR T, A ST BT i 1)
CMVER A4 HH 1) 98 AR AN B2 M 2544 B 397 Sk 4 2 B 20 A OMV IR (A ) B T 6 0 o IX R CMV R AR H
T 0 35 E & A A J12013-0136768.2010-0142823. 2014-0141038. LL JZPCT HH i A JFWO
2014/138209+ , FHo A= 3amid 51 I AA L,

[0152] By 8 FFI CMVER A4 T LA FEAA P it A, 491 T 3 0 02 77 A e 28 S PR I 2, B 46 CD8 ™ 47
P N, BLAERHEAE T/ B 4r I CD8™ TR 4 MHC TS/ BMHC-E (5 A Y54 5k
TR FURA) B 6] ) e 95 B2 o 1, AE — S8 s 45 A, o] g B B8 A8 S 56 = Bh A (191 an e ] %)
st BT JE R CMVE A4, T T8 FHRhOMV ) 428 5 4 2H 6 0 R 2 e 40 i R i Ak o 6 2 —
sl H, AR LE A X G A A5 B BT A FH R CMV R A% , 461 Gn 75458 FHHCMV 1) 4 928 Ji 40 & 0 I
PRI H A T S Bl R H

[0153]  XbFaX AERIAAR PN L 5 BT 2 1 I CMVER A4 AR ik B 2 mT 24 FH 3R 1 fe i I 2 &
W 2H 53 it FH o A BA ) B 2 s 1tk 4 W mT T SR G e Y i B s R A e MR L
JiR) B e T, ] AR XTHIV-11 Tl 14 B ya 7 14 92 1 (1) — P El BE 2 i 2H 43 DL T i
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B15 + ESCE B T ATDS o A W PR A R AN AR A3 m] - SR L BE DR v B, T4 B A
KU A% IR I AR R (B N) (B v, (45 LR SR T A X B b 2Rk BL 5 e 2 o

o

[0154]  HT30) (BFEN) 8 fh 2 HE (85 %) & O AR, 3 B X T4 e X G A0 fa g
Ji 4 40 B rT DL AR 5 R S o DRI U, 428 J5 Rl DA T 5 G it FH — IR BB 22 0k AT 3, 7 H 2
Ji 1 2H A W 43 T e FH 2 D) A7 7 1 e 14D BT (] ) B o SV A ) B 5 T AN X 0 5 2 AN [
[ AEIE N 10K B0, 5 HIBH 2. 46808 i . Xt F N\, [ B I8 5 2426 i . 754k B )
— AR RIS e T b, TR B SR, B R 2108 128 1458168 188 .20 .22
Ji 248 .26 J5 28 /5 .30 JE 32 JH . 34 )H .36 JH 38 (40 i (42 44 .46 JH .48 JF .50 & . 52
Jil . 54 .56 JE .58 i 60 & .62 F .64 .66 J& .68 B 70 A . G B A SR 2 A R IR
PEAH AW L E6 Vi T, (H AT LR D E BL2849R . 155 5 o 2 I & 1) v 3 w47 it
5GP JE — R A A1) o B — S4B DL T, BRAF R P AR B A A B R) ) B (B2 104F) [ insis e
95 5 MR LN TR I UR G T 58 o AR BH B J7 9538 B0 46 22 U B I 77 R o TR X L 5 vk
— IR B 22 IR BB e AP — IR B 22 IR o e P e Aol o s U B 95 2 b 1) S o 47 922 R
PEZH AW e CAARIR BANI] S G S PR AH A 2R3 (il , 3 B 1 RIS EUA) (IR AT
G358 J5R 1 1) 7)1 1T AR A o 451 20, T SR 08 B T BUOR a0 B, D) 3wy DL A R EiCA
6] 2870 (5, DNADY & 4 1 B 25 0k 44 o — Fh ] FH A S50 n iy 28 S 3% a1 B 4 F4 7
BB G T, e & A B o — IR B e P M I 1) S5 4 ) R0 S5 8 ) 1R AT P 4 i 28 42
Foft o X6 T AR QU EE AN 52 SR i IR BH 21 2 , 7048 A i BH (I DNA | 21 B 15 B 3808 24k
PRSI BON INR 7 28 A i 75 2 R EES ANZL A o R AR FHCMVER A, [ i 234 5k B T AN 9%
JEAR AN F T i

St 1

[0155] DL SE it 5 25 51 15 B 17 BT A T 10 7 7 o AR A A A TR I8 25, ARSI RN G IR
Bl BT T 51 () 326 4 S it 37 AR At SE e 451 P AR A0 4 2 TT BB, T TG 75 0o B ) SR

[0156] Sz fsil1 . Jo st Bk /D UL 128 FUL 1 304H 5 45 ULA0ANUS 28 36 K] [ 1y 6% (55 241 it o 75 2%
B EA S FMHC-EFR il 4:CD8™ THH .

[0157]  JSEmi L4 uERH , RhCMV/STVEAR IR B B A STV F 14 CD8™ T M B % , H e e A
[ T g e == A R W 2, HE 2 AE STV B AR £ (Hansen, S.G. 55, Science
340,1237874 (2013) , Had ik 5| HIFAAETD .

[0158] REE L Hi%E T RhCMV/SIViE S HICDS™ TN N 2 LAMHC-1T PR #14:CDS™ T4HAuAE
IRIAELE N F, E PR I H 42 CD8™ TZHMY (i MHC—TRE BT HLARWe /324011l (1) B L) 11 43 T-AT%
IRAEARFI o

[0159] R4, jifi FHH68-1 RhCMV/gag#R A 7E 4 & FHRhCMV / gag 8 445 T #22 Fh i) L ] e o
5| EHE A STVmac239Gagers-2s7 (Gag 15ZE4A#69) 1 Gagarr-101 (Gag 155EAR#120) “HFRAL” HY
MHC-T PR #114CD8" TANAE , I AN EMHC-Taf) R IE . IX B R & ThAE MR S 1 “AE 4 (BIE 2 2)
MHC-Tb2r FHI S 5 AR 73X B6CDS" T MK R HIPEMAC-T 287 R K .t A
A 5RMIRhCMV/gagiFs FKICD8™ THIMU N Z 4 R TERR68-1 RhCMV/ gag s 1 42 i) 18 J] 4
(RIZH B R I R FaE B — <28 (BRI 2 78) MHC-Ta sk 3E 24 BMHC— T b&& A7 5 R FRMHC- T35 L 140
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(BET) o B4 A FIMHCER #1440 %€ (Hansen%.Science (2013) , |8 ) , #fi5E T $E 7]
Gagors-287FGagarr-101 B R ALICDS" TANMIEMHC-E ffF I N IR AIX Ee kA7 (B 14) .

[0160]  MHC-E (A A HLA-E B o fMamu—E  BL K /N Qa-17)  EAEfR N JLF-4F
ANE R0 P R IR B v B R AR UMHC-Tb %y, HL7E 50 0% R 40 40 Bl A 4 ) b sy 3Rk
(N.LeeZ,Proc Natl Acad Sci USA 95, 5199 (1998) fIS.CoupelZs,Blood 109,2806
(2007) , ZFH B I HIFALRD) S HATE € @BE8, 5001 HLA T3 EEAHH
(J.RobinsonZ%, Nucleic Acids Res 41,D1222(2013) ; HiEt 5] FHIFAA SO ) (N AF
TEPANHLA-E4r 1, HAEAL T IR S5 G RE AN B — AN 2R R AL A2 Ak , F R I o] B 22 DhRE _H A A
) R.K.Strong%¥,J Biol Chem 278,5082 (2003) ; Hidid 5 FFF AA D) MHC-ERJIX F i
JE BRI B AT REARRE T BEN4 RhOMV/ gag 5 y% 42 B 1 FE el tn 4l e 8% S 32 T B A sh
FEAER MHC-Ta % o7 J25 R T #E 1) AH[R) (1) Gag MHC-THEZR AL o

[0161]  MHC-EH 4% %5 3 J9 £ LRhCMV / gag B8 v #5 Fh IR MBI M P e x MHC-TRHIF(¥ICD8" T
S0 Pt 4 B stk S FE TR (B 1A) & BLARMHC-E ) 25 7 5 248 IMHC-Ta 7 1 25 M AR AL, (E 2 7R 1E
WA AR MAC-E AN E B A5 & FF 2k B TMHC-Ta2r T T S 7 7 A9 R 4K
JOR FH T+ 52 3 A NK A o SR T, 76 40 S0 2% 41, 4510 G 8 s 2 Sk 4L S A, MHC-E 45 & — 41 58
ST = B 2 FEAICD8T TAMI R AL , Ho g 658 7 5 32 EEMHC-Ta il SRR I 45 & 2 P AN L
it (LampenZs,[8 k., f1C.C. OlivieraZ®,] E.xp Med 207,207 (2010) ; — & i@t 5] HIF
AARTIL) o« MHC-EMi 25 71 5 Ik FEBE 5 4 & AU (repertoire) 238 2CD8™ TAHMM HE /158
B, B ARHIMHC-TFR f4ECD8" T B2 32 % (A2 A EB 1) HH T @i MHC-EfY) 238 .
[0162] il O\ 4 S IHLA-ERR HiP£CD8™ T4H A% xf 2 Fh A\ Ji J5 4k , G FE CMV (G.Pietra
22 Proc Natl Acad Sci USA 100,10896 (2003) ; HE it 5] FHIE AA L) sEBV (Jorgensen
PB4 ,PL0S One 7,e46120(2012) ; Jid@id 51 FIFF AL s 2T IR (Salmonella
typhi) (R. Salerno—GoncalvesZ¥,] Immunol 173,5852 (2004) ; HiEit 5] HIEAATD) ;LA
T 55K B AP (Mycobacteriumtuberculosis) (A.S.Heinzel%¥, J Exp Med 196,1473
(2002) FISA JoostenZE.PLoS Pathol 6,e1000782 (2010) ; & ¥idid 5| I AAIL) 4R
M, A FRIEHIV/STVEE 4% MHC-ERR #I|#4£CD8™ T4 .25, ¢ H B A ANAFAE 1 FE AT A
FRPUE R X B R4 MR HI P CD8T TAHM A% 1T 5

[0163] g FAMHC “BELIET” BKAfIA 1 2K B 40 IMHCRE il 14 2 s , ik MHC “BHWT™ Bk DA &1 = Fi
1 5% S HEMHCTR] Jii SRR SE A, DR e X 12 MHC 3 T 45 A R ik ik oAt ik o o 1 PR Lk
G FiE 2 20 0 G SENK AR B o (1 5 A , HOMV 44 BB 2 11 UL40 (RCMV ] Y4 9Rh67) , A5
KB T2 JMHC-Ta Rl 3 Fr S ARG B ) 9 JE A4 I (VWAPRTLLL , Rh67s-16VL9) o VLK LA i (4
SEA SR S E L 45 S MHC-EAR S &4 (P. Tomasec®s,Science 287,1031 (2000) ; HidE it 5]
HIHAARSD) Kbt )R 28401 5K B TRh6 TR VLIRK TiiF B LABH W Gagars-osr FlGagarr-191 K
SMHC-Ef 454 » 3-S5 AL i Mamu—A * 002: 01 (A * 02) 541 Gagni-roGYIRK I &5 4 MHC-E
1IR3 25 4 BARN6 7s-16 VLI A7 £ 58 4 | 1 RIA B PMHC-BRF A7 24 [A] ¥ H ARBLCL A% G
F & W) Gagors-2s1fGagarr-ao i R ALAICDS” TR 51, X UESE T MHC-EE N MHC-T7#
FANL I E I 2B S5 A B (B 1BAILC) o

[0164]  JEMHC-EX} FHRhCMV/gag#k A4 51 AL 1) AR Gaghr S+ ECD8™ T i N Z: ) v ik -5 Fi
R 498 % R4 Modified Vaccinia Ankara) MVA/gag) ZAKFIRIRSTVIEKGL3E4T T EE

34



CN 108064304 A ﬁﬁ HH :F; 27/40 T

B o A% FIMHC-TEEMHC-TT K5 S5 4 %) BELIBT 52 D B B A4 (mAb) LA A BH WrRh675-16 VLI K FRIMHC-E
(R A AR TCSR PPk 7E25 RAE TR B h (6 ) FHEE#R68-1 RhCMV/gaghie &9 A A
BEPE68-1.2 RhCMV/gagfu .7 R MVA/gag % 245 M . LA Je 8 R4 STV B GL iy fe i %)
R IR A ST A e A 7 28 TR R )42 o AN FE FH B 681 RhCMV/ gag Fo J38 2 i (1) P VAT A v
PIMHC-ERH Wr 1CD8™ THHMI N % o B4k, 75 FH EEAK68-1 RhCMV/gag Hey5 42 M iy 8 ] A o Wi
FZ 3| 1) B NMHC— TREL Iy )3 25 FHMHC-E 52356 (& 2A.8F19) . 7E F #:4%68-1.2 RhCMV/gag#iiAk 4
985 B P I PR A R VA £2 BIMHC-ERR #1I#£CD8™ T4 M »

[0165] 25 FE BB FRCMVER IR Z (B IR f /N 22 57, R BEPR68-1.2 RhCMV/gag RS B B Fh 1
AT A R DMHC-EBR il ECD8™ TN AL 2 i N Z RS S FEVE A d B N T4tk (BAC) FifE 2
T 7E B 4T 4 40 M b AR 40 3% 35 3 18] , RhCMV 68-128 25 T FiA K HRh13.Rh60.Rh157 .5F
Rh157.4 (43 %IJ9HCMV RL11.UL36.UL128F1UL130) FF 75 bl 152 #E (1) 52 BX 7= ) 1) g
(D.Malouli%%,] Virol 86,8959 (2012) F1W0O 2014/138209; Himid 5| FHIF AA D) . H,
FERhCMV 68-1.28 ¥k Rh60.Rh157.541 Rh157.4f 1% &WE (A.E.Lilja,T.Shenk,Proc
Natl Acad Sci U S A 105, 19950 (2008) ; Hidid 5| FHFF ANATD) , U X £E L K 7= 1)
—Fhal 4 & A7 AR L LA HIMHC-E_E.CD8™ T4H i 1 EU . 7] LLHEBRRh601E /1 5 3 Ffr 41 ]
VEFR R, A Tk E T IEBACIIRhCMV /gag (L) #4&+ (Hansen,S,G%%,Science
328,102 (2010) ; HadE it 51 HFEAAR D) , H 1% FMHC-EFR fi]#4:CD8™ T4m M (Kl24) - Atk , CMV
HORFEAEFEIRh157 . 5 AR 157 . 4 (HCMVH HUL128-130) X175 SMHC-EFR 1 #4:CD8™ T4H A
BT

[0166] M %% 31| 6 3 25 (R AN 58 A= I VLOBELIFT (3 WLIKI2AHRh22607FH ) Gag 155K fA#18) .
SEBR b, BAREENRhCMY /gagifs S0 W6 /32BH Wi A CDS™ T i b 25 AEMHC-E 4% L 14 51l
JIK 5 (A AE 22 BUMHC-Ta S5 A7 FE PR )5 00 T 1R300 13X L8 AN 58 4 VLO-BH W 19 ik , 451 40 7ERh22607
i Mamu—A* 001:01 (A% 01) Ei# ) Gageo-ss (Gag 155K A#18) (KI8B) . A T B il ith
FRIX PN S, EAT T KB BT 9T o IR SR B, R Mamu—A % 01455 f1Gagisi-1ssCMISK I
AF1E 2 LA IMamu—A * 0155 44 ¥ I Gageo-ssff) £33 , 3 H oK B FRh67H VLI K ) 47 75 31 1
MHC-E#% 44T Gageo-ssff] 51 , (H & 75 ELIX P AR oR 58 4= FH 7 5K H Mamu—A * 01 {E[ A1) H
YABLCL I Gageo-s3ft) i3 (B2B) - #HEL 2 1 , AHIE] B Gages-ss e A7 HY 58 4% K H Mamu—A * 0118
B BLCL L B B Rh6 7s-16 VLI B 1 477 5€ 4= BH.Wr , 538 18 1 MHC-EAE Ay 5 K 11 3= 2 FR ] 14
Sefr FER (& 20) SR, % T-MHC-EFR i #:CD8™ T4l it ZEMHC-EBE 2 UMHC-Ta 43 T (115 .
T T R R R RE AT IX SEAH  TCR ] BE B2 IR IMHC &5 & kAR B 555 08 <7 FOMHC S5 749
PSRRI, BE0E 45 AR5 S PR KR AT A MHCEE A J2E [R] R A7 8 A 2 DA77 A B8 ) BT ik
FALHICDS™ THI N2 (KI8) , X 457 FE M i€ B 22 RhCMV S 12 42 b 4] PE VA 32 1) ) e S
PERALHHARAE AN T 2

[0167] 2 N3k, #i5€ ¥ MHC-ERR #l7:CD8™ T4l 541 %F STVIK) G 28 B 28 HIVAIST Vil it
Nef 451K H 4 M 32 11 1Y 22 JUMHC 12873+ 1) R ISk B #ECD8™ T iA 51 (0. Schwartz
2 Nat Med2,338(1996) ;K.L. Collins%%,Nature 391,397 (1998) ; — 3 i@t 5] FHIF A
A M Z R, NefAfE FIHHLA-E, HH R RIELR EFEHIVEEmMIES (J.
Natterman®s,Antivir Ther 10,95, (2005) ; Fid i 5] HHFANA D) B 56, e 74 H
STVIRHLHICDA™ THIMR [ _FMamu-Ef) dmizs fF iz MHC-T mAb W6/32FIMamu—E4s 5 PEmAb
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4D12, 1B T SHIVE G 18 AOHLA-EAB L, STV L A Mamu-E 22 1] %654 . 42 & (BI3A 1
3B) o At , MHC-ERR ] ¥£:CD8" THH AT BE & 4 A %I, BRI EATTA 32 Ne £ 475 1) FL PR il 4
MHC-T43 ¥ N AR M JMHC-E5CD8" T 4R 3R 1 R IAFITCRaBFICDI4/NKG2E A4 — &
FIHEAEF (V.M. Brahd%%,Nature 391,795 (1998) ; Hi it 5| FHIFAATD) «

[0168] it , INKG2CFR 2 FH CMVIR ZL Bk 3)) , HNKG2C 32 A1) 2 L5 firh ) 5 MHC-EAH A H
FINKFITZH R V&AL (S. Lopez—Verges%s:, Proc Natl Acad Sci U S A 108,14725(2011)
M. GumaZ%,Eur J Immunol 35,2071 (2005) ; —# @it 5| FHIEAATD) . N TR AL FH
FRk68—1 RhCMV/gag¥E 1 22 ity 48 ) J rh MHC-EFR | #£CD8"  T4H it 1] FINKG2C 3% 44 LA A &
MHC-Ei%5 TS AL B T BE 1, A A X Lo i e iy R R AL, I BRI 1 1R (i SR A 1 1%)
NKG2A/NKG2CFK & (K13C F110) o sb Ak, MHC-ERR il £:CD8" T4 s K I Hi # #LCD3*.CD8aB"
TCR y 6 \NKG2A/C F 7 , 25 B i e T2 Jfa 8 i CD8 4 5 44 TCRaBAH F_AE FH iR HIMHC-E4E & 141 ik .
[0169] 4Tk, ¥4£268-1 RhCMV/STV 522 1) fE i A vh AEAE IMHC-E R #1)14:CD8" T4
P e 1t R0 B A4 STVIR LRI CDA™ TARME g 715 FIMVA/ gag BB #k68-1.2 RhCMV/gag
925 B FhEs, FHS TV IR % ) 0 JAT A v 2 T4 4 BUOMHC— T PR skl PECDS™ T4 [ B 733k AT Lb 4 o M
B AR PR 2 B CD8T TN A 3R Z R H ARSTVIER G CD4A"™ T, FH Hax il
T S Iz MHC-TRH rmAb W6 /32 FIMHC-TT45 4 CLIP Ikt 56 A FH T (Bl4AF14B) AHEL Z T,
TERR T A BEAR68-1 RhCMV/STV A B 8l i) fE A% b 73 25 (1) CD8™ T LA A, *4MHC-E FH
WrRh67s-16VLIMK B HMHC-TRH rmAb W6 /321 , 2G4 ICDS™ TARAE iR Al 5¢ &R E . 1Ix K
HAMHC-EPFR #1l#ECD8™ T 1R AIS TVIEGL I 41 i .

[0170]  Jh 7 S MRS BEMHC-ESS & 11 ok B T STV R AL A& 5 47 7F T 2 B 4L 4 1) 3=
I, 77 A Gagarr-ao1 (Gag#120) #B R A4S % MHC-E PR #I14:CDS™ TZHMI £ o MR iZ F i v T 5
PRSTVIEYLHICDA" TRREIIRE /1. 8 T LRI, I PPl 1 48 SLMHCRR i 14 (Mamu—A % 001 : O 1R
PE) Gagisi-1s9CMICDS™ TN R o X P AfiGaghs 7 14 CD8™ THHMI F AR5 7 M 1R A STV B4 1) 48
H, 3 H 24 3EAR 52 MHC-TRH WrmAb W6/ 32515 & I, IRl B BH BT « AHEE 2 R 5 4 5EAR S5 MHC-E
454 IKRh67s-16VL9  THUHF B B, {XMHC-ERR #1]#£CD8" T4 ffd AN 1 B STVIE 42 1 41 g, (1]
4C) o B, X He K 15 2 BAMHC—ERR i 14:CDS™ T4 M S5 1R 1) 20 o 4 200 i 22 T P Sk |9 TS TV
R IRE AL -

[0171]  Ephk68- 144 FAEAEL JIMHC-E4r T 15 OL T IR B BEPUE FICD8™ T o X FF (1]
CD8™ THMIATR T FT- 5 v JF 1 3 B 20 B 28 25 5 HL 2% i BIMHC-E ) JURe 1) B 9% A=
W, HonT DL e A 2. 5 MHTV JERGL I A M % 1 T PR Y 28 JLHLA 73 T~ AH LG HLA-ESR3A F
W, 9 H MHC-EZR 3k i #8440 9% 75 N AL S (R AT 24 /NiF 9 (. Natterman 2§,
Antivir Ther 10,95 (2005) FfIL.Shang%¥,] Immunol 193,277 (2014) ; — & i@t 5] FHIT
AT AENBEHAAEAE PR D e AH R FTHLA-ESE A7 B K (R. K. Strong%%,J Biol Chem
278,5082 (2003) ; Himit 5] HIFANAR D) o B, R 5504 175 SMHC-ERR i PETA0 i 1 1~ &
Al S ECRIEE HFCDS” TR 1, B2 i M MR B A SZHIV Nef /i S %
B B 52 ) P AH [F) T R o S5 b, A SO i A JFIR) , MEC-E - R #i1)1:CD8™ T4 fd i E5 Ak
68-1 RhCMV# 4 58 24 51 , HAEME R oh 2o A STV T 58 EE i R 37 (Hansen%%
(2009) , [7] I ;HansenZ%. (2011),[d I ;Hansen®s Nature (2013) , & |) (Kt , iS4 /&
BUFIFE 2 MR AT — 3 2 N A ITHT VI P A 2 (A 28 BH I8 3 253 52 1 LA S B J B Ab s 25 4% 38 Pl
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T BRI TAN M B2 o

[0172] ;b Pk , HOMV 9 b5 60 & DA AR = 55 A ) 45 B MHC-ERK &5 &M 1) 9 R 44 K
(VWMAPRTLLL ,Rh67s-16VL9) 4 F1UL40 (RCMVIE] Y4 HRN67) (P.Tomasec®s,Science 287,
1031 (2000) s Hid i 5 FHFF AL o H TARSMIR R VLI TE 4+ 5k A BU R Ik 4E & FirbA
F 8T Rh67 (UL40) MARhCMV 68111 3 K] 2H Hh e g 3k — 52 i A (WHLA-E - B 1] 14:CD8”
TYH L Z AR [ AT REME N T A 2 X PP el B4 , f#Rh67  (UL40) M68—1 RhCMV/gag# i H ik
2K o 5 T 45 5 ZHL 9 #3431 K AR IR G FT RACMV I B b o FE R RN G 250,70 14.21 . 28 142K,
SRIFPBMC, FF 188 115 R S 1 DK ) A B P A B PR - 4 B ok 1 B 25 T i, STVgag A JRMHC-E
[F)CD8™ THHMI ) A2 . N 5P, FEHE MG 55 LARIT AR AT A il 26 S STVgag ) STVgag M
& o AN, CD8 THH A N F-MHC—T TRR il P “EB R AL IKGagh3 MGag73 . SR , S5 FRATTH T ]
FHIZ W T HLA-EARF 5 P 8 A7 (1) TAH M S 25 e A B v o B9 B, AR IR T S2 58 ke A
/L —HLA-ERK (Gagb69M1Gag120) H M2 . K Ik , 12 H N ORI 45 SRR B , B/ UL40FIUL 128
FIUL130f #iAki5 S MHC-TTRR i 14:CDS™ TN , EFEMHC-TTIR sl PE B R AL, (HAE S MHC-
EFR #i:CD8" T MY o A 1 , MHC-EFR #i11:CDS™ THHR I 175 5 75 EAEAEUL40, 3 HAFFEAEUL128
HIUL130.

[0173] Ny T A€ K T Rh67 (UL40) Z 4, RhCMV 2 75 34 4 i o} T3 3k ik /D UL 128-1 3011
RhCMV 175 FHLA-E N/ BEMHC—T TR i) 12 T A )37 25 B 75 10 FLAR R BR], f80h TRk s A K AR 75 1)
SR X I MRhCMY 68— 1Hr i 2k, L W I1E TR A 432 o J () T B R 25 o BROR K 22 B O SR AR
AR G TH A S, H 2 W82 3 BL R [X 3Rh214-Rh220 1 S 2 % T RhCMV 68-1 5] A2
MHC-ERR il ¥4 N2 F 8 77, AR AT SR W82 BIMHC-TT PR | 14:CD8™ T4 2% (KI29H130) o FH T
Rh214-Rh220[X 382w 5 HCMV US28[R i (B, R YEA) 1545 DU FE A : Rh214 \Rh215,
Rh216.Rh2181Rh220 (1143 5% HRhUS28 . 4 .RhUS28 .3 .RhUS28.2. RhUS28.1FIRhUS28.5,
M.E.Penfold%.J Virol 77:10404(2003) , Hid#id 5l HFFAARTD) %45 K2 BT 2R .
BT — RV AT IR FIFRAE , DA 56 FT P00 55 SEHERR 217 FIRh219H AR Th g 14 &
Kl (D. Malouli%¥,J Virol 86,8959 (2012) , Hid i 5| FHH AA D) HCMV US28 Zmhidgh&
CC-#afb Rl TG B E 3244 (J.L Gao#P.M.Murphy J Biol Chem 269:28539(1993)),
FEUESE T HFFRhCMV [E] YR 4 b 22 /b — Fhif &b I8 745 A (MLE.Penfold%.J Virol 77:
10404 (2003) ) o SR » A TR} 21 %61 T 155 SMHC-EFR 1] 14 T4H #3225 75 Z2US28 . Rl , & A&
KL &5 SRR, /b US28 UL128 UL 130/ 44 175 SMHC-T T PR ] #4:CD8™ TR , B HEMHC-1T
Bt 12k B 057, (E A 175 SEMHC-ER il 4 CD8' T4 . K itk , MHC-ERR | 14:CD8" TP [ 5 5 75
FLAFAEUS28 FIUL40, I HAAFAEUL128FIUL130,

[0174] M EIFITT

[0175]  fEyAl o - 7 A St 451 4R O s 36 b, 48 S 1 H46 K& AT F:  (purpose—bred)
B R 15 A% 15 5 00 e 2k ml e 2 5 Ve (RM) (Macaca mulatto) , AP AL FE9 R FHE G681
RhCMV/gagyZs B B A IRM, FHEEHR68-1.2 RhCMV/gagyZ i M IRM, 1 A FIRh67Hk 22 11681
RhCMV/ gag#z FFIRM, 7 R FIMVA/ gag s i B FIIIRM, 19 R B STV/B SR A S B B2 FhFIRM,
PL K26 H R AR IR G A RhCMV ) 2 V5 G 3R E: 8k (colony—circulating strain) A AT i G 42
PRI RM o BT A RMZE AR 8 X B 58 R K R0 50 A O LA sh P 47 2 R0 d B 25 22 (Oregon

National Primate Research Center Institutional Animal Care and Use Committee)
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PR TEE , I 42 I 5 [ 1 o AR i 7 e s 9 sh A 4 BE A FH 46 9 (US National Institutes
of Health Guide for the Care and Use of Laboratory Animals) FIFr#ESE FH . £FiX L6
SEB6 b A I RME A 1B/ 2 9 5% (cercopithicine herpesvirus 1) (DREYSRMEIN 5 5%
I B AN T 2R B A T bR B2 400 JHO 975 25 o 32 3 1) RV o V% 2 0 i3 AT MHC- T3[R 43 B4 . T 5 2, I
TAE FHE R B Phusion™® 48 (New England Biolabs) Fl1— %78 FIMHC- T4 5 5] 946 LA
T IIEIR AR B PCRY 3 cDNAK = AiMamu TR F 8T 197 : 98°C 343 8, (98°C5F5,57
CIHP, 72°C200) 23ME¥F, LL L2 72°C593 Bl B MPCR 51 W)L & MURF . 10bp 2 SEAR IRAT
(Multiplex Identifier,MID)#rZ5LL & FiT454 Sequencing™fEgiET1F5 (5/-
GCCTCCCTCGCGCCATCAG-MID-GCTACGTGGACGACACG-3" ;5" GCCTTGCCAGCCCGCTCAG-MID—
TCGCTCTGGTTGTAGTAGC=3") o FT 3 4™ 18 1~ BBk &b S5 5~ 211 190bp ) i B2 22 A PR IX sk o 1 1)
AMPure XPHZ4¥k (Beckman Coulter Genomics) 24k 4] 2% cDNA-PCR=4) . R 4 il i 75 1O 15 FH

e

F5, FHHGenome Sequencer FLX{X#% (Roche/454Life Sciences) 4T . {LPCR (emulsion
PCR) FIEERE IR M 72 /7 - f# FHLabkey i&?ﬁjE%?ﬁé\Geneious-Pr()@if%f%E#?X{ﬁf:
(Biomatters Ltd.) #EATEHE /0 #T LABEAT e A 2H 25 .

[0176]  RhCMV/SIVEfA : Je il A TEAIAR 1R H T B HKk68-111 RhCMV/STVI %  RAE
FjtE B (Hansen®s:. (2009) , [A]_F ;HansenZE. (2011) ,[d]_F ;HansenZ .Nature (2013) , [q] F ;
Hansen%%.Science (2013) ,[d] _F ;HansenZ. (2010) , [6] )  ANHF 7T S48 B P A5 B 20 9% &
Bk H T #EARRhCMV 68— 1BAC. HHT-2H 4185 #53& ., RhCMV - 68-1#J 4K 5 73 3l dm h HCMV
UL128MIUL130/ [F] I 4 (JORF 157 .5 IR 43ORF Rh157 .4 Hk 2% (Hansen,S.G. 5%, J
Virol 77,6620 (2003) ; Hidid 5| FHHAALTD .

[0177] A7 PP A BR/DULAOE A (K 44 , B I BACE 4H{ORF Rh67M RhCMV 6812k,
{61 5 2, I8 [R5 E 20 B A FRT-0 3 1~ FR 85 2 Pt B 8 (I PCR F BLARERh6 T, S8 )5 1
FLPEEZH A U1k KanRFE PR o 76 TR e £ 4 40 M [0 25 , R AE PR I8 FIRh6 7 (UL40)
P2k o

[0178] N 1 P2 A B A 58 #EUL128- 130 R IA I #idh , ¥4 STVgagRIA & fdi A E] RhCMV 68-1.2
[FIRh21 1+, 3X A& H 1 Rh61/Rh60 (UL36) \Rh157.4 (UL130) MIRh157.5 (UL128) CL i 1& & I &
%% (A.E.LiljaMIT. Shenk,Proc Natl Acad Sci U.S.A.105,19950 (2008) ; HidEidt 5
FAFENARTC) o 385 PR o) P 9 A R AE AIE S BT A ) B 2E 05 58, T i B4 N B (B4 A
X)) JEAT F FIIGAIE 38 3 2% B IE SES TV R I 2Rk o 541, il I RT-PCRIGUE I i 3 K] 22
Ko

[0179]  HAthyZ i

[0180] @ ik FEMHS (— Ff KL /e B G ¥ 3 20 ) B9 3 ) R R % 8 7R i & K
STVmac239gagdk Kl ffi AMVAZEAR AR pLWA4H KA EEMVA/ gag , UL =2 B4 FURipJV7 . pLWA4
DA () A 32 41 et () 0 2 4 R 2 ) e AR v e N T SR 2 R A o P p V7 2 X0 TS i i
ZRAEAM M, AR S5 FIMVA BEARR 19740885 DL F= A2 3R IASTVmac239gag 1) 51 4H J5 5 (G ik 4 928 B 28
UESESTVgag#Rik) & B4 i BE gt AT W BE2li4k (plaque—purified) , H B RKIUBLE: Fe b 474,
Y998 B R OB 1k 24-40 %6 BEHEBR P 440, R 5 18 1L 36 % BERE R PTTE , SR 5 B T TE B VF T pH
9.0f ImM Tris—ClH X FMVA/gag FEiiHFf , 38 ik AL P ¥ 5 1m0 RV FH 10°W3E BE T it B A5 1)
XM
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[0181]  HLJEFPLE E b4 : MNTH AIDS Reagent Program¥kf3HE. 7 SIVgagik A%
FIGEMK (ES1INERER) i@ idGenscript (Piscataway,NJ) #HATIXEEE A i H 45 =
PRI 14 TRARIKI & o BT A I8 o A 25 1 2 R Mo AR v 1) A7 B R A R (10T, Gags—yy)
TS I5Z AR HH H n R 15 TRAR T LG 147 B o 44 (5140, Gagi-1522& 1 5mer #1;Gags-197
15mer#2%5) SRABE SR AEAA U, & WIX LR Ll 2ug/m1 FF T AL I 5 - an e i firid
(Hansen%§.Science (2013) ,[A] F) , @i B Z Wi 5 (Herpesvirus papio) JEGLE A
PBMCR 7= A= F KB Itk B2 BEZH I R 40 fiD 22 (BLCL) o 30 o 4 45 25 o7 L ] %432 31 pCEP4. Kpnl/
NotImHindITT/NotIBR HllTEAL s ok = AxMamu 1284y 7 (K0 ALY R A B4R 5 ok o b 2]
DHSa KA (Life Technologies,Grand Island, NY)H,#fil\F %], 3 1E H
Nucleofector 1I/Kit C(Lonza,Allendale NJ) Hi % FLBIMHC-T[H4K562.721.221 B RMA-
SH (K.S.AndersonZ%,J Immunol 151,3407 (1993) ; i@ id 5] FHH NASO) g . B 5 4L 1
Yerp 2501k FF (1% 2=B) , H s FZ MHC-THUA v FEW6 / 32 4% (i 5 R i iiE SEMHC-T ) K T
FI  AET L0 B (1) B AN FH R, {8 AT TPrep DNA/RNA Mini Kit (Qiagen) $2HUK HMHC-
TG 7 IRImRNA , 48 FH 7R A -2 P (1) /50 B 22 285 1k X3 38 1) 5 | 90 0T s S RT-PCRYT™ 4 , FH-#f
WFH o BEMHC-T %% Y1~ FIBLCL 28 ¥k B 9 10uMir) H krGag ik k907 8, 4R & PR A PBS 1L
BRI H IR AVOR10GE 5 — IR CABR R &5 & 1K, 2R 5 5 3 4) B5 (I PBMCLA10 - 1T RK
N4 BRI A o A T AR e Mamu-ESR [ R I , ¥ Mamu—E¥% 4417 T E /i £ 27°CF
W% E 37N, FETE BRI & AR PRFAE27°C, BRI SRS A o G0 R P= A EH RS TVIE G i) SR 4
Jd : FHCDASER FILSH:E (Miltenyi Biotec) MPBMCHZ»rE5CD4" TZHMY, FHTL-2 (L) 76
% BR 1A 3 2B (LN 78) LK #1CD3 (NHP Reagent Resource) F1CD28A1#iCD49d mAb (BD
Biosciences) FIZH & V&L, FHREREAL AL ST Vmac 2393847 &5 02t (spinoculation) , 2R )5
BEFR3RANR AL T TA I E Z 1T , W2 5 B 5 FHCDASR IR FILSAE (Miltenyi Biotec) 4f
PLSTVIR L ¥E4EM0 (J. B.Sacha®$,] Immunol 178,2746 (2007) ; il id 5] FHIHFAA D) »
R PR 2 ) 4 0 E & 4 5 N > 95 % IICD4T TR A1 >50% [KISTVIE 4L, LA 40:1 (PBMC
A4y BSHICDS™ TARME) 258 - 1 (THHAE R AL S Y) IR N « BEARLL 48 H o AE X Le sk ig oK
JERGLITEALRICDAT TN A F A B 14 % BRAPC R I STV RMI) A S G i #E bR FH B i 4R 35 (NTH
AIDS Reagent Program, %) 1577 . N | P A AMHC-TAMIMHC-E , 2 b frad 7= A= STV G411
CDA" THHMAE AN AT YL e 2iAk , FE Xt R M MHC-T (e BEW6,/32) MHC-E (e B 4D 125 /)N
fIgGl M1-14D12) . CD3.CDAFNLNMINSIV Gag p27ARFEHEAT Yt

[0182]  THHMU M %E : FHFicoll-Paque (GE Healthcare) M Iy 3k 15 FH TG 128 I 2 Y BE AN A%
YT B 1) 450 o A8 FHCDSAER AILSAE (Miltenyi Biotec) A\ PBMCHRS4E4LIKICDS" THHM (>
90% 4l i) o 83 FH 20 4 L 22 JOR bk i XY BLCL U PBMC FF: B Ji5 75 5 A TL-2 (R RS) (1) 8% 77 ik
s IR, A R EEAT B R OR ) 4 AL S ETANAE R - 8 i AN AR TCS I & STV 731
CD8" TN o 6] 5 Z , P RN TAH M (FRAM X 4B 7 B I CD8™ T BT ) 5 H1R
(B < 28 B ik i R APCER 8 STV JEHL A CD4”™ THH L) AICD28FICD49d Ay L il i B o [ i Ak
(mAb) (BD Biosciences) i B 1/NIF, 2R G INAi 85 JEFE 1 & A (Brefeldin A) (Sigma-
Aldrich) FEi & 87NN o AAFLEPTIE TERK A K ) APCES A 8% S (1) #EA) 1 3 RS E N i
SO o 7E A8 FMHC-T4% 441 /E NAPC 1R PR il P40 5 v, 8 28 IR Dk i RO MHC - T B 14 555 4= 4 i
£K56281721.221 AHMLEIAFEAE T B 3L REAE S 55 A0 B 408 R 2448 B I K B A R 4
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BT R B A 5 LR BE W R — A U & LN HIMHC-T mAb (5Ef% W6/32;10ug/ml) ,
CLIPfik MHC-TTAHCHE 4% , 5 FLH289-100; 2 ng/ml) ,MHC-E%E & IKVLO (VMAPRTLLL ; 20uM) ,
Mamu—A1*001:01 %54 KCM9 (CTPYDINQM;20uM) BiMamu—Al * 002:0145 & BKGY9
(GSENLKSLY ; 201M) o 21586 517 B 5 28 53 4 B 1] 72 & A 4 £ (Sacha®$, The Journal
of Immunology,178,2746-2754(2007) ; HidEid 5| HH AAD) , HH HAELSR-TT4X (BD
Biosciences) AT ANMIAR S B o 4 FHF lowJ ok {4 (Tree Star) #4779 #7 , B SofE/ Nk
P4 i, SR 5 4ECD3 Bl J5CD4 /CD8a” THH M IV #F F k4T 8k ] (progressive
gating) o HTNF—aRITFN- v [0 N L A 8 AT /5 CD4/CD8a B B L S s Sk L B A .
X T RALAEE TN (deconvolution) SEEG, {58 F A% 1 B2 2F AR 1 KB LE AR BH 14 o 751X LEAF 5T
d, QIR AR Z D2 AN, B HCD69 T INF-a FITTFN- v "SR5 % >0.05% , 1 5t
<0.01, WA 25 58 19 15 5 AR R B B2 25 4 BH A 1Y) o BRI 2AFN6 T 7S 5 4 BEAN IR RE 3 93 2 R
0t L 7 2 5 TR 6ot T () o 25 st B 3 3 L BT = 90 %6 (1) 861 o 5 B4 LT o AR S B ix
T A 4] 7 285 ANTA 5 1) o BN R R 25 A2 2L 22 (1) # HIMHC-T 5 [ W6 / 32 FIMHC-E 45 4 Fk VL9
3 FTRELWT , I H (2) AN#CLIPBE T, I A4 BE W MHC-ERR 1] o

[0183]  Hifk

[0184] DL FZR&HIAD FFiX EEHF 5T :a) R EBD Biosciences,L200 (CD4; AmCyan) SP34-
2 (CD3;PacBlu) .SK1 (CD8a; TruRed,AmCyan) « 25723.11 (IFNg;APC,FITC) .6.7 (TNF;APC) ,
b) ¥ H Beckman Coulter, L78(CD69;PE) .

[0185]  Sijitifsi|2—EMHC-EfS L T H Ak 14 CD8™ TAHAR ) ™A=

[0186]  YEZR (1) 2 A HEMHC-TaZr T N IRAIR H THUEM B AR KT 40852 4 n]
TG HARTAIML, LR T8 (B A R SO VR ) I S 88 vR 7 « X P V1 3 B
132 NAFHMHC-Tafty 2 B0 , OB 25 78 TCRIF A A PR il T-MHC-TalCBC Y &5 ol i = A= 7
2 AR Z S VEMHC-E4r 1500 N 0Kk B TP 5 B B ARIE (40, >k 5 T g Ho 5 ) K1
K E T JEAR I BK)  MHCIT B AR 153k i, 5 H T3 2 TCR ] T s Fd .

[0187]  7F [ 4R b iR BIMHC-E/ ik 2 & ¥0RICDS™ THHMIAR K& 2L, I HL B Bk A nf £/ 5
R AEE T B AR PR (B an R PR R B TR R PR (SR R e 2 E B
L) (LR THR M o A ST F IR ) 7 V5 3E T DL R R 3 : /D B [FIRh 157 . 5F1Rh157 . 4 (HCMV
UL128F1 UL1301 [FJ54) BE % B 40 8 (RhCMV) BLER E BT FI B 30 2240120 K&
Fii 291/ Ik 22 A7 i S R A A I A vb 5] EEMHC-E-BR i 1 CDS' T4 MY . 3@ i ¥ B bR 4 A 3]
UL128FNUL130&R K IRhCMY H, 0] DL 7= AR £ 56 FHMHC-E 2 1B 1Y - K HICD8™ TR AR - 14 J31IMHC—
E/ BKEITCRA] LAidE I ¥ 22 77 6 rh AT ART — Mol 25 5, (H2 38 5 K T 38k PCRA .41 g
TORE Y1 (1) B2 L 1) cDNAXS o I BBE B4 00 /77, B CD8™ T Pt e S O 2 ) 2 0 37 o B
F, AL B e A B AN A e B I B MO B CD8 T T4 A e 1 1 R ) A e s 4 S
JE R @ ik 3 RNARSEAR (] 482 7= 28 Bt il 5 471 o] LA 38 i ¢ DNA K i 1 PR 4 3% (rapid
amplification of c¢DNA end,RACE) B¢ fEmRNA 34T FIRNAAEAR 57 % i) 1) AL il
(switching mechanism at 5’end of RNA template, SMART) Jj &3 r7=4E ] A% ¢ 514 etk
[ K o % A 38 5 [X 3B A b SK: [ RN JU 2 R4 CD8 ™ 44H i 14 4 B 53 26 SC g (¥ PCR, 1]
DA % E B TCRAT AR X B #2200 5 BR FE W T o ) LA E— 20 & Bl o B K B BN KR B
CD8" T B ) RiCD8" T 2 (I TCRIF 41 ) a FIBBE I 22 50 UE 40 & o 4R i K i 19 I TCRAA
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FEPREE Y BTN b, BT IR TA0 B 0 T AR S va T (B, e a7 BB e R I v 7)) it
T B YY TCRAJAR X [ )7 Vb fEBarsov EV4E,PLoS One 6,e23703 (2011) i}
W, s 5l HHA AL,

[0188]  SLjiifs|3—52 = EELH UM A VE S G IERR dl 1) iz #E M) FICD8™ TEH AR

[0189]  F ZEMHLUHAME &) MHC) —EJ2 B A A IR 0 2 AT i m BEOR ~F 3 i A7 72 11 3F
22 BIMHC-Tb 73 ¥, H 32 238 1 5NKG2/CDI45Z A4 AH HAT F >R 2 5 NKAH M S S A 1) 1 15 723X
2R T AR B 1 BB, FHRNL57 .5/ . A3 PR 2k R RnCMV 5 4 S50 1 Ve A b s e et
¥ TMHC-E Zhfg, LoB e 2 AP R R Ar S 38 2 CD8a /BT T, £ 100N MR L14 M AN ]
(1) A7 o B T-MHC-EFEHTV /S TV AN L Ath 5 252 14 9 7 8 4% 1) 400 P bt b 18] DA 3 38 NK 441 i i 124
MHC-ERR il 14 CD8" T4H i 8% 25 2 A | FH i Ji A e 925 108 3k 3 B2 1 v B 14, 1T g 2 fff ik e R 5
FIN AR5 A U RE T 6

(01901 %F 5% 4 B PRI 3 Ji A4 1) 3k 12 4 24 o s 2 A 1R 1) 49 Jk e 4 A 2 T vy 22 22 8 PAEMHC-
laZr T 2R H T (8-105AK) 7 ik 2 JRERALICDS™ THIMI K £ E 57/ (Neef jes J
£ Nat Rev Immunol 11,823 (2011) f1 Nikolich-Zugich J%§,Microbes Infect 6,501
(2004) ; 3 ¥JiE 51 FHE AL MHC-Tald] 5 SRR 7E HL R 25 A 1 50 T 22 AR K, 9F
AT LEC FR 95 S5 AR AR S5 P CD8 ™ T 20 it I [ ) 45 140 >R 9 s A ) MO 3 2 i gl R e MR R IA
()6 PR 2 H BIMHC-Ta [A] 5t 7 BRI K4S & e et ik 8 (Yewdell JW, Immunity 25,533
(2006) ; Fad i 51 HIEANATO) o PRtk , 8 e 57 T A 5] 995 R AR R CD8 ™ T4 i iR ) () R AL AEAS
2 B) 2 v T 22 FE I o 3 AR A1) S SO B BRI, DR D CD8™ T4 i o 25 B ) (19 9 A6 14 12
JR XS T AR ok B i) 22 it i PN O R AR ) B el B BRI s2 ), Rl e AR AR fo s
B 7 N TE B J110 9% R4 (WTHTV) (Nikolich Zugich (2004) ,[A] b, L K&Goulder,P.J.
AWatkins,D.T.Nat Rev Immunol 8,619 (2008) , @it 5] I AA L) o AL HI W A
F o IXFIMHC-Ta 22 M T 10 RE 2 FEME 0V KRR SE T 70 3T B SRR, DR A 1R
KATREME 2 D — S ARl 0 LA SCREE RLIICD8™ T AL M. 2 IRIMHC— T a [H] i 57 204 4
(Nikolich-Zugich (2004) , [@ FFlPrugnolle F&,Curr Biol 15, 1022 (2005) ; Hidid 5
FAFENARTO) o 75— J5 T, 38 P A= 40 2 AN AT Tk S b, 52 BSCHEE M o 110) SR AN X 4 58 14D 08 S A v
FEAUR, RO Ad 24 R b 1, X BHAS 7 JE T-CD8™ T4 i B &5 JT & 3 38 A5 25 ) % 1 B 5%
(Goulder 1 Watkins (2008) ,[d] _F, L &Picker,LJ%E,Ann Rev Med 63,95 (2012) ; Hid it
5N -

[0191] B HRIE , 2T #EAR68-1 (2T 4E 41 i 2 1KT) RhCMV KT STV [ 42 1 #0442 3 75
T MHC-TafR #|#£CD8™ T4H R A H IR JE N (Hansen%s,Science (2013) ,[A 1) , HHefit T
FECD8™ T4 ffd 171 2 1 $2 P Hi MHC— Ta AR50 14 I8 25 22 B 1 1) VR T A o 7 5 o TR T
RhCMV/STVE AR 15 B B0m PES TV AL 1 58 ZU PR3, T 850 1 ™ 4% il R i 28 0 e s 4
(HansenZ% (2011) , [d] ., LA JtHansenZENature (2013) ,[6] ) JR&E 0N T R iA M [ESTVE
) B B 34 22 [P R AL, (H X L 4k 5] L 5 8 FIMHC-TalR 4l 1:CD8™ T 5 A EHE
(1) STVEESFPECDS™ THIHMI N 2 o IX Pl >R A7 H B — 587 B LA N R IR : VF 2 X e 3R A
ZMHC-T1 4371 JEMHC-Tafty R i, J5 & /&2 CDS™ T 1) 25 WAE AR R BT AR A5 1 R A7 1R HI A
7 (Hansen%%,Science (2013) , 8] ) . ##k68-1 RhCMV/SIVgag#f4if 5 #c - 71 22 FFMHC-T
PRI R AL CDS” TZH A (51, B HMHC- T 47k 56 A BEL T R B2 EF) 5 BT iR A7 2 KRB 7 B
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22 Fr A MHCAS [R] o AT 46 Hh 5 DL IP) , MHC—TaBR il 14:CD8” T 4 i 225 1) i Fir AR A 19 38 AU
R HEL b, R ikiE (Hansen % ,Science (2013) , 68 F) #,42 R £ FHF#£68-1
RhCMV/STVgag 2544 G s He P MR Fh i 42 K BB ) T STV gagft A P~ R AL (STVgagere-284
FISTVgagasz-a90) » F HXFFIX P AT AR R AL (1) CD8 W2 L 48 7F FH I Pk A B2 A 1 120 HUAfe
120 A ek (E14) .

[0192] Dy 1 BRI Pl 5 A ke R MHC— TS 12 1R B i, 16 4564 R 42 5 #R68-1 RhCMV/
STVgag &A% i #2 M B M AT VE AU AIMHC—TRR #1443 A o X L B IR 2 7 HE X STV gag I 2
fi A M FIMHC-TAK i MECDS ™ THH PN 2r , B 3G XF STVgagare-2s4 1S TVgagasa-a90ih R AL 1 N
Zr UL S OFh LA o WL o 705 FUE 7 R X SR IMHC-T2E [R] (48 HRMHC-Ta FH9E £ BAMHC-Tb
) (Wiseman,R.W.%&,Nat Med 15,1322 (2009) ; H@ i 51 FH I ANATD) BEAT I FE , 43 il#)
A — R IR IXEEMHC- T3 F FIMHC-T#5 G721 (K15) o R Ja B iX B B —MHC- 14> T i 4 1 H
T A AR 20 P 2 B R - £ (TCS) e , DAKS A7 155 A4 Ik 52 38 45 oK 1% e 1 68—
1 RhCMV/SIVgag#i A5 S HICD8"™ T (53 il {8 FH 3% ASMHC—T [ 14 A1 AR Bibk L BE4H B AE 4
il A N EAPEFBH X D (B 11ALT1BAI16) o 35 38 3, 28 BEMHC—Ta [H] 5 7 BUAR EAE AN 1) X
BT 40 A 52 336 1 20 2 A7 ik o (1 38 (Mamu—A1 % 001:01: STVgages-s3 (18) 1 SIVgagior-211 (50) ;
Mamu—A1 * 002:01:STVgagizo-143 (33)) , Ff HAE H ix LL[m] Jig F B AR ) R IA AN IE B X LR A7 45
SECD8™ T RLEE (i 4n , ¥ 2 i1 S [m) J57 S L AR TS SR e 8 TR X 3R s B 17)
SR, 2 JE 2 MHC-E 4 T 23 ), BT A 1 2F0 3R A7 BRIESOR B B M- RICDS™ T4RiE , ¢ H.
SEfR b BT A IR 2R 3R A [R] 1B I HEMHC-E[F) Ji 5 AR % 4 7 (Mamu-E02: 04\ Mamu-E02 :
11 A1 Mamu~-E02: 20) 3 , 10 AN 1 W80 A2 YR T R0 1% e 8 o L D] () 4 DA S 3Rk N K1) 5y
TH#Ye T (HLA-E*01:03) (B11A.11B.16#1118) «

[0193] L AOMHC-E5: Z1 45 & T VMAPRTL (LVT) LEEFISK B F MHC-Tafi 57 51 47 & 3~
L1 HAD 25 A S OB A ik, FH T 28 28 NKZH P E RINKG2A (FIAE B DR SANKG2C) 43
¥ (Lee,N.%,J Immunol 160,4951 (1998) ;Braud,V.M.%5 ,Nature 391,795 (1998) ;
Sullivan,L.C.%¥,Tissue Antigens 72,415(2008) ;L & van Hall,T.Z%, Microbes
Infect 12,910(2010) ; HAFB@ 5| FHIF AT o M40 1K 15 7K HIMHC-Talb , IX F
e PSR S 0 FH LA FH ) NK2H AR 326 2% 2 2R VA5 5 o SR T, 68 ik o 2 B e sl MR i AL T
PIMHC-Ta =06 e , X PGS 5 BRI, (2 5NK S0 A g 87 o3 75 18 4% 1R 248 it i ek e 4 i
M (Lodoen,M.B. flLanier,L.L Nat Rev Microbiol 3,59(2005),0L &Wieten LZE,
Tissue Antigens 84,523 (2014) ; ik 5 FHIFAA D) R CDS™ TN L FEH v]
FIENKG2AFN/BENKG2C (Arlettaz LZE,Eur J Immunol 34,3456 (2004) ; Hidid 5] FHIFAA
30) S MHC-EMCHS 14 B #Rk68—-1 RhCMV/STVgag #4471 ICD8"™ THHMI AR A 1 #r o , 48K £
BN Z Y A2 B/ DNKG2A FINKG2C — 3% KX I CD8a /B TCR v /8 T4l (B 11CF119) - Bk 4t
T4 S 1 BRI 3 2 A1 MHC-E %% 4 ¥~ 5 PBMC 15 it IMHC-E 45 & () VMAPRTLLL (VL) B ) Tl &
5 S PEREL T BT A 12 R BRI CD8™ TR AR IR A (B 11DFN20) , 31X 3R BH 1% 46 ik (1) T4 AR 1R 5 AN =2 FH
5 IR AIMHC-EZE A IRINKG2A/CA T (14, T A2 S BMHC-EFR il P4 2R A 52 38 28 470 i o S 14 T4
o SEBR b, BRI FE R A — o AR L 5 SR AR WT B Bl R = AN TR AR 15 SR AR AE L AN [F] B4R 68- 1
RhCMV /STVgag#k 442 1 £ Fp 0 e b i W S FEO SR IR (B21)  (Hansen%%,Science
(2013) , [A]_F) o 4 PL/N T InM) ) B X Mamu—E - % G5 ik i, 3% 46 5z R 9 5 A m DA X e 4f
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Wil & CDS™ T (B 22) , FIhBE M 1 5 4 SMHC—Ta PR 1)1 26 5 i T A R 50 A 24 (07
Connor DH%,Nat Med 8,493 (2002) ; Himid 51 HIF AR D) o a2, X L E 4 o ZUHb K B
1 #EPk68-1 RhCMV/STVgag#k /A& 512y 3E 5 MAIMHC-T AKAIPECDS" THH AL & 32 L AZMHC-E
BR HIFISTVgaghs S CDS™ TANMY , (& 28 FEe 55 i 1t m] 11 1) MIMHC—Talm] Jii 53 B4R
HRE IR

[0194] ZeRIEALEHNCMV N BT RN T SO HTE AW ITE (Salmonella
enterica) YL P 458 TMUC-EFR #IPECDS™ THH M N 28, Ak B 28 1 K 5 i BIMHC-Ta i
3T H IR G5 R FE AR 2 X T 18 2 AN R A7 (Sullivan (2008) , [A] s van Hall (2010) ,
[F F;Pietra GZ&, J Biomed Biotechnol 2010,907092 (2010) ; LA & Caccamo NZ&,Eur J
Immunol 45,1069 (2015) ; H 34T 51 FHFF AR D) o 1 #E 7EAS [F) PR 55 MHC-EFR il %
STVgagh N & [ FE BE , 48 FH w1 5% Al JIMHC-E 45 & BEVLORIBH W (S5 HTMHC-TT CL1PAKAIHIMHC
I mAb W6/32fFFH T 45 4) % FHEEHR68—-1 RhCMV/SIVgag#k ik (Rh157.5/ . AKEH Hak) (FEHk
68-1.2 RhCMV/SIVgag#if& (Rh157.5/.4-K324%) - ARh157.5/ .48 #k68-1.2 RhCMV/
STVgag# &k (FLHRh157.5/  AZE R B RF S E B ok s € 23) IR 298 %2 R h (MVA) /
STVgagHAARRE 1 FEFh Mk LA I FSTVAS S gLy f (K112, 245125) H B 5 STVgag R AT ¢ 5
PECD8" T4 M 37 25 3 AT BR il P 73 2K o Z o W B , & B Pk68—-1 RhCMV/STVgag ARl A
Rh157.5/.47FE#k68-1.2 RhCMV/SIVgag#i i r MM rh A BT STVgag R ALy 7
P2 CLTP AR B HIMHC-T mAb W6/32HIVLY ik — & BH M >90% ,iE B H1Rh157.5/ .4
BRBEFIRhCMV 51 AE AR H ART 40 A R 2845 25 58 45 AMHC-T T EMHC-EFR i1 14:CDS™ T4 .
[0195]  HHEL 2N, &MVA/STVgag # 4 5% rh He P I MIEE#K68-1.2 (3815 Rh157.5/.4)
RhCMV /STVgag #5428 1 42 b (K A5 I 1 v (R STV ga g S ME CD8™ THH i )% 25 HmAb W6 /3211
AEVLIBK TR , 22 HH 28 B FKMHC-Ta PR fil 1 o X T 28 STVIEGL ) 1B i) HH 98 % [ICDS ™ T4 iy
AR, APPMHC-TTRR H14CD8™ TAMMI S ZFFR4h - Rh157 .5/ . AGRFEFIRhCMY #5144 5
ACMHC-EFIMHC-T TR Hl#£CD8™ TAMME M AE IR F-STVgag 4 5% P N &5 o F FH 4 65
SIVpol97-441 .45 ¥4 A AT B B 1 5 (Ag85B.ESATEFIRpFA) LA Az N 7E FIRhCMV &5 [ ({1 T ST
RIHLHH1 (TE1) B A) HI#EPE68-1 (Rh157.5/ . 45RFF) RnCMVE AR %2 3] 7 MHC-EAT MHC-TFR )
PSR e HECDS™ T A M. 2 I SRR &4 (B 12BAI26) -

[0196]  JEEi 4Rl , H#EHE68—1 RhCMV/STVEARSIHZAICDS" TN I [ AR STV /s e
(F1CD4" T, 3F HiZ% iR BI#E HFIMHC-T mAb W6/32H1 MHC—IIRH WrCL TPk 354> i fH W
(Hansen%%,Science (2013) , [A] 1) o A 1 #f @ MHC-EBR 1] 14 %12 12 531 FIMHC— T 2H /3 1) o ik , 48
1T T 5 A0 FIMHC-E 45 & VLI 2 75 A AC EimAD W6 /3 200F i b 3 25 o 1% 5296 2 B , MHC-T TRH
WrCLIPJK AimAb W6 /328K VLK 1) 41 & 56 A= FHL Iy 1 ax £e B %5, Tiyid it FHMVA/STVgag % /R B #
PR68-1.2 RhCMV/gag#k /)% i #E i E STV 4L 5[ L[ STVgaghs - ECD8™ TN £ STVIE
e 1) 3 AR BRI CLIP+VLI IR ZH & AUk (B 12) o a2, IX B 4 iF SE 1 B4k 68-1
RhCMV#k AR A i 5| A2 7 MHC- T TEMHC-ERR il 14 (\ICD8™ T B2 , I HLIZX MANH WL e A
W) FERhCMV Rh157.5/ . 43 R R 5k A S e 42 L, BITIR 226 DR R HOMY . UL 128 /UL 1 30 (K] ) .
AEPEY) I B 9wt 2 5 AR B AT 4 4 i CMV IR e 1) H R AR 2 AR B AW 2R 2> (Lilja
AEFIShenk T,Proc Natl Acad Sci U.S.A.105,19950 (2008) ; Hi@Eid 5] FHIF AA ) o 1t
b, 3% e B AIE 52, B X SEMHC-EFR 41 1:CD8™ T ZH iR 1) (1) 48 /b — 6 % A7 K SR b pH 4 STV
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(U5 (AECMV) 95 JiAA) Tk i) 4 B n T AN 2328 .

[0197]  #E42 {4 FE#R68-1 RhCMV/STVgag#ufA R i E M i, i 1 & R #2014
[FFICDS™ T4H MR HIHIMHC-EFR #ill14:STVgag 15T AR FRALH Th A AR, Fo 55 BEEE N 1 0 mli@Ent
WO B STV L 512/ STVeagh S PECDS™ TAH M M & vh i 2 I PR AL AE 11 AT 14 . 54K
[E] ) MHC—1afR # 14 S1Veaghh 7tk R A1 (BI13A)  FEFTA ##k68-1 RhCMV #4452 K CD8”
TR 3 25 v, MHC—ERR i 14 26 57 () 25 B (5510028 FE 2 ) 25 11 Joi K i 944N 3 ST A MHC-E R
il P AL ZEAL, T AN 18 B 20 B 1 T iR B PR T (BT 13B) o e il , 7EAH R 1942 H 468~ 1
RhCMV/STVgag# 4% 1 A fE A ik vh , 125N B & ST Vgag 15K H 109 (87 %)
B 2 /b — FUE A FIMHC-ERR 1/ 14:CD8™ T4H A i) (K113C) « R S il 2L 4 R BMHC-ELL
B RTS FEFIR S & T2 K (van Hall (2010) , [ F, PA & Lampen®s, [6 F) , {H 2 Fr it
SRR RALZ FEVERRE B AT B R N EORE, U B FE BIMHC-ER A R 2 2 1 DL S0
R A M BT A MHC-ERR il 14 AL 1) 23 7 T 1K P BR 19 77 1 2 25 PE B KMamu-E 5
HLA-EZ [E] {1 7 1 22 57 (B 11B. 18F1122) o iX S B 5% B , MHC-EA T 1Y 2R Ao 2 38 (51 & , MHC—
E ks &) AT TN I R E in2 A44k . S — 80 LM B EEMHC-E R #14:STVgag 9%
PR ZFRALI) 7 BN T B’ A — AN RAL (Gagors-osrtBRAL)  HA LAY (7 B 240M: 47 B 94LL) 7Y
MHC-E4h & 57, T H AR 10 Pl RALANER A ZE T, 11 H 5 DUFTRAE FIMHC-E4S & k4
(Lampen%s, [A] F) WA S IH R ERNEHS (B113D) . 5Lhr b, 53—NSIVgagase-a0 B RAL 7w
AN A FIMIC-ERK 45 &3 5, (EAL B 2 FI9ME Ak H AT iU BR (13D) o A ik Inak fnst &
MHC-EH) 7 T HLHEIAELL N %18 :Hansen,S.G. % ,”Broadly targeted CD8+ T cell
responses restricted by major histocompatibility complex E”,Science,2016%E1 H
2IHHEF A, Hisid 51 HHA AR,

[0198]  HCMVAIRhCMV — & 43 5l 4w i E. A #EUL40AIRh6 7 355 [R] PN S5 I 4 ik N ) L ZRS VL9 ik )
HHH i (Prod’homme,V.%%,] Immunol 188,2794 (2012) fiRichards,R.%%,] Virol 85,
8766 (2011) ; 35 ¥4id it 5| I AR SO o B 7RULA0I VLI I8 1L TAPTE A i P AL il hn 4 T8
AEFIMHC-E 8 b, I R AR 95 5 5 B TAPHI I FTHCMV US2-1 138 R P29 /1 51 58 Hi FrIMHC—
Ta FRMEGL N, A4 Fa e IF H B AL HCMVIE L 41 g o MHC-E 3% () 1F A (Lodoen&
Lanier (2005) , A F, A& Prod’homme (2012) , [A] F) -RhCMV Rh67 s B4 KL T g
(Richards (2011) ,[d_E) oK, A IMHC-E L 152 M6 BENK 40 ff ot Bk /DMHC-Ta R34 2 JE YL
21 ) 7 5 PR O B i B AT o SR T, TR Ao 26 3 S5 g6 g FL AT 8 58 s 3 S 4% () 4 B Hh MHC-E 3R 5
&5 B, IX 2 T IMHC-ERR 1 ET 40 AR hn 2 A 28 B KA HL & o 751X 5 1 , L RIMHC-E 45 &
VLI K o] A 72 HEMHC-E 1) £2 i vy 3 04 Fl I 18 23 ] i 13F K A2 4 1) 9 A4 X35 1 40 -1 18
(chaperone) , 2540 T 18 5 55 AH IS IR CL TP K FIMHC-1 T . 51X Fh A2 e MLk — B, DB AE 45 %
A3 B B A VA B AR TR B HRIE R T MHC-ERK In#X (Grotzke JE4§,PLoS Pathog 5,e1000374
(2009) s HadE i 5| HIEAASD .

[0199]  CMVASEME— | ifMHC-EZR K 1) 40 M P o3 J5 44 o T 2R I 98t 9 b5 _E AMHC-ER 1E 11
MHC-EZ5 4 ik (Natterman JZ8,Am J Pathol 166, 443 (2005) ; HiEd 5] HIFAA D) ,IFH
HIVAISTV =@ i 5MHC-Ta T A —E AR RAENLH] FIAMHC-E (Nat terman J&§,Antivir
Ther 10, 95(2005) ; Hlid 5] FFFAARTD) (B27) o XM WL I& NAE R B, X T iX L8 fmp
R (1) Atk 200 PN 95 S, b JIMEC—E DA R ONK 40 L S 25 10 3346 6 8 i 7 X MHC-ER i) 14
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CD8" T $ = 1o SRR 1A 8 70 IXURS: 5 1T i A2 R AMHC-EFR 1l PECD8™ THH iy 751 5 Jot A< Jak
YU S ) SR 22 JMHC-ERR i 14:CD8™ THH M B 2 A& I AE W FL3h 4 S % G0 1) Gtk /N il 3 1)
JRRIANIG 2, JUH A2 % T ARHGE R X AR B T Re AR 2408 H) iz ORE AR A/KF B
ZFEVERI 2 AT BRI T 2 S HEMHC-Ta; B 28) o #ATf1 ,Rh157 .5/ . 425 Kl R I RhCMV 4k 1k
AE 6 S8 I MHC-ERR ] PECD8" TR EURU W AR LI R S X Mg AL sAT5 A fe ) BH
{HIX EE Ao ZUH 51 e )72 « 2 A HMHC-Ta B AR R AR MM CD8™ T4 A N2 R BE 1 M FF ]
FAMHC-E _F 1 FMHC-EFR #11#4:CD8" TZH a8 [m) 32 v AL 7 AL 2, IR S VI 25 v FE 3 P e X1
o5 JEE AR (1) B 9% 198 TRE SRS 1) [ A7 55 0o BB A1, T PR MHC-E 22 25 14 , MHC-EFR #1]14:CD8™ T4H
L I 2 B ) 928 W K AE BT A BOK 22 B0 B B Bl s vh 5 R R BRI B, W AR b R i A
FEAL T, T A EMHCHS B 2 Gnfe] o 13E46 v 58 B A A FIFIMHC-EAE AR A 3%+ CD8™ T
YRR 3 E R M AR E 2 B YEMHC-Ta R 40, {H 2 A R HOMV AR 1 fit 0% 78 N\ Hp R 475 18 ) A
H Rh157.5/ . A& R HR 2 FTHOMV R A4 1 A 42 (B3 an SRAE 8 AR, BT L & 2 T-dECMV
) SRS S 52 2 4 ) FIMHC-ERR i :CDS™ TN 2F) , ¥ 1 2 5 AT DL AE W6 52 i X PR R
(%) 2 T-MHC—E ) B M B 128 28 498 LA R FH s J5R A2 ) A 3 L A5 2080 0B 3 11 3 72 7 5 8Lk s &
N

[0200]  AARIFNTT I

[0201] Y% : 1) FKIKSTV Gaghl5’-Pol I EE#K68-1 RhCMVE{A, 2) FRIASTV Gaglt) E:#K68-
1.2 RhCMVEAA, 3) FRIASTV GaglIMVAFIR IR EED (Ad5) FiAA , UL f24) STV GagdmhIDNA+TL-12
P B R RAE A e 5 & 2 iE (Hansen%s,Science (2013) ,[A] I ;Hansen %%
(2011) ,[A]_F ;Hansen%Nature (2013) , [6) _E ; PL &zZHansen%% (2009) , [6) _F) . KA HMCMV 1E
Ja BT IRENFE i AAERh2 L1 57 X 38U G5 4% 53 BT 3 2E B P )Rp £ A \RpfCAIRp DI il 5 £
H 1 #ERRhCMV 68—1 HiAeras (Rockville,MD,USA) Ht . i ik [m] V5 85 24 M)t 1 6 T bk
68-1.2 RhCMV/gagfIRh157.5 (UL128) —Re157 (UL130) XUk 5ARAR . oA T S ilix — H 1, %
o OX oM 'O OE 4 5w (W F A 5 W 5 7 -
AAAACTATAATCAACAACTCTATACCTTTGTTTTGCTGATGCTA TTGCGT-3 Fl jz ] 15528 5| W57 -
ATTTTTCGATAAAAAAATCACAGCAAACATACTG GTTTTACACACTTTAT-3) . f T-#ERhCMVHIRh157.6
(UL131A) AIRh157.4 (UL130) JF 52 HE (ORF) &, Rl LAfR B Rh157.6 (UL131A) ORF[¥]
Rt 1 55 405 0bp ) 7 AL g Bk O DUR AR Bl 4w 0 B 1 B R 3R o A B ) BI04 A i (B -
GAAAAGTGCCACCTGCAGAT-3") Fl sz [n] 51445 &7 i (5" ~CAGGAACACTTAACGGCTGA-3") , H¢ /N Y
JFRIR6K—kan—F5 F T3 88001 3 4 £ A8 (F5) FRTAZ A QLR In B 28 5190137 K i) i -F
IEEPME A A AT Muyrers JPZE,Nucleic Acids Res 27, 1555(1999) ; Hid
i 51 ANA SO L #E4T KA 3 @ FRSW105 N IE/T FYRE 4 (Warming S%,Nucleic
Acids Res 33,e36(2005) ; Hadid 51 FHFHEAAT) o8 i FH 2 25t D] AFIRH 418 25 DR A e MR 1) 5
W oF 93 F DNAFI A Jak G 241 B 1) c DNAHEAT 5 5 Wi B s I3 K IE SI2 S ORF 1 B Bl 5 2 o Jd ik A A
Rh157.5 (UL128) -Rh57.4 (UL130) 68-1.2 RhCMV/gag# A4 Jg Gy (1) J& AR5 Ja] M 15 2T 4 41 i £
T % BN 7 B UESESTVmac239gag i LR Rk . 2 WK 23, #5141 B 1Kk68-1.68-1.2F1 A
Rh157.5/Rh157.4 (AUL128/UL130) RhCMVZERAA 2 [8] ft) 3[R 4 2 5+

[0202]  fEVAIA « FE AR St A5 o A TE ) S 8 S 11207 R A FR ) B0 BE AL T 521
T ESOE T PR A (Macaca mulatto) , HA188 HibfE e AT I #RiE HH iE4T T W 9T (Hansen®%,
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Science (2013) , [A] |) o iX L& fE A LG : HFRIASTVgag SIV5 —pol TB-ESAT-6/Ag85BEL
TB-RpfA/RpfC/RpfDIfi A v B I BER68—1 RhCMVER A% B #1159 R AR (62 R 26 i
HHIE) s HEEHRG68-1.2 RhCMV/gag#44 J% b e AP 9 RE I (6 A Jai A #iid) s H A
Rh157.5/ 48R K [F) EERRE8-1.2 RhCMV/gag# /A y% w42 A 14 RAEAE (Geai A ki) ; o
HIAFIE STVgaglfIMVA/gag Adb/gag FIDNA/ gag+IL-129% W H AP 11301 4 U AETE (43
A3 A AR AR S BT A ) s B 24 STVmac239 BRI 13 A 1 H2 1) 1E m]
W CF- & B9 55 5 5 <<10, 00042 Ul /m1; 6 KGRI RIE) ; LA A FHRhCMV [ ONCMCAE 74 1%
IRFERR E SR 4 AR T A R (A5 T A ) o BT A TR AR X
FRKFEHTT R O S 47 BRI FH 2 51 25 0 it , 42 8 5 ] [ K AR i 7 B S 50 )
W4 B ANASE FHAE mE 00 AR A8 FH o 73X 8 S 50 v s FH ) PR A 3 A L B R T 92 25 W DI AR
M 300 e S 9 R RN 1 BB TR B2 4 B 5 5 - Wik (Wi seman (2009) , [R] 1), K 358 5 1 )
ST R W i ATMHC- T (R 4 AL 181 5 2 5 38 A A & - L Phus ion ™ & (New England
Biolabs) Fl—7 i@ FAMHC-T4F 7 M 51075 LL T #E 30 2% A4 T 8@ I PCRY 3 c DNASK 7 4 Mamu
LRSI 7. 98°C340 4, (98°C 58,57 C1LHP,72°C20H0) 23 MG, LA JZ72°C 54341
FEAPCR 51L& MAFHI 10bp 2 EARIRFF MID) #7258 LL & F F-454Sequencing [ 4 1 ¢
#| (5’- GCCTCCCTCGCGCCATCAG-MID-GCTACGTGGACGACACG—3" 35’ ~GCCTTGCCAGCCCGCTCAG-
MID- TCGCTCTGGTTGTAGTAGC-3") o= AE {3 38 T-F5 4R A1 & T~ 211 190bp ) /51 3 22 A5k X J5 o
{8 FHAMPure XPHZER (Beckman Coulter Genomics) 44k #] 2% cDNA-PCR;=4) . 4 3 fhill ik i 1O
U5, FHGenome Sequencer FLX{X#% (Roche/454Life Sciences) #EAT A APCRAFEREER
IR o 8 F Labkey ¥4 % 31 45 & Geneious-Pro® £ ¥ 18 B % 4+ (Biomatters
Ltd.) BT 30 3 i LAEAT P 21 20 2

[0203] 47 Ji A7 i 5 336 40 < 3 T STVmac239Gag MPol /5 %1) (Genbank % 3% 5 8M33262) .
FEAR68-1 RhCMV TE-1/7%1 (Genbank® 3¢5 #AY186194) BiErdman®f ik 45 1% 40 B AF &
Ag85B-ESAT-6 FIRpFAF 1] (43 7 NGenbank & % 5 #BAL65871 . 1; BAL68013 ; FIBAL64766. 1) ,
Wit Intavis AGHETIX UL 1 )i 49 & STVgag flpol \RhCMV TETFI TB Ag85B.ESAT-6F
Rpf AR H IESSRAIK (EE2 VAN EER) UL - 14ARR IR A 5. BT A ks it
HALE & R MNA i (1 A7 B RAR R (1, Gagax-yy) o IELEIK) 155441 By e AN 35 155
ETFUE I & fr 4 (B0, Gagl-15 (1) & 155K 4A#1;Gagh-19 (2) /2 15T K#2 45) SkIEE /&
AEFHA U, BN LAk LL 2ug/m] FHF T4 5 - an 4 B Brid (Hansen% . Science (2013) ,
6] 1) 0 o 72 995 73 SR G A VT A PBMC SR 77 A2 [ AR Bibk B R4 T FF 211 i) 25 (BLCL) o 38
o g A A S5 A7 JE PR % 32 B pCEP4KpnT /Not TE Hind ITT/Not IFR i1 (Ulbrecht M 2%,7
Immunol 164,5019 (2000) ; Hid i 51 F I ANATO A7 sk AiMamu 128931 1 FLEN) &
IR B FORL 7 BIDHba K AT (E.coli) (Life Technologies) i, Bl , HA%
Nucleofector TI/Kit C(Lonza) H ZFfLZMHC-THPEKE62.721.221 B, RMA-S4H g -
(Anderson KS%, J Immunoll51,3407 (1993) ; Hodid 5] I AR B ie e T4 Fr 25
P (I RB) , FEiE LT FHZMHC- TP AR 7 FEW6 /32 2 (45K IR SEMHC- T R [ 3R K . 76T
2T B 00 5 o R 3N B e, 48 FHATIPrep DNA/RNA Mini Kit (Qiagen) 3 HUSK [ MHC—1 %% 4
T mRNA , {8 F7E AP R 729 10 15 B 22 25 M XS0 32 1) 51 40 5% 1@ IERT-PCRY™ 34, H#f A7
1) o FEMHC— T %% 441 FBLCL FH 23 FE 2N 10uMA H A5 KK 90 43k, 2R f5 AR A PBS ¥ —
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W3 BB 10% a4 M 0I5 FARPMT 16408535 5L e 0% — IR, AR R B A I, SR G
e BSIPBMCLL 10 LIRS - SEAREL B 2H & o 9 T R sEMamu—E 26 1 214 , KfMamu—E
G AE FTE BT AE27 C R & 3/hI, FEAEBEAN IR & IR R ¥R 7E 27°C, R 50
WV 0 R P2 AR B AR STVIRC YL ) SE 4R A FHCDASMER FILSAE (Miltenyi Biotec) MPBMCH 43
HCD4" TYHRM, FHIL-2 (NIH AIDS Reagent Program) . i % BRI 57 B (Toxin
Technologies Inc.) LLA$HiCD3 (NHP Reagent Resource) .$1CD28FIHTCD49d mAb (BD
Biosciences) HIZH -G 80E , 3 FHREFEAEAL ST Vmac 2393 4T &8 Ol , SR G 32 IR 3B 4K L (F
FHT-T40 B 52 2 1T , 426w Bk 8 FHCDAIR ANLSHE Miltenyi Biotec) ZifLSTVIEKZLf ¥
YA (Sacha JB%:,J Immunol 178,2746 (2007) ; HiEid 5] FFHF NA D) o 4 B ) 2 o 1) 4%
MTEE G N>95% 1CDA" TR AN >50% ISTVIE L, J:LA40:1 (PBMC A4y B HICD8+ T
YD) 581 1 (NP R RN BN < SEARLE 54 FH o 7EIX B s B8 vh , R R GL PR 1 I CD4
T T2 A A B G REAPC (R I STVARMAY AR J26 G 1) S8 bR H & 18 8 5 (NTHAIDS Reagent
Program) }57%. 4 1 VPl SMHC-TAIMHC-EZRIA , 4 b Frid = A= STVIGL ) CD4" T M (EAS
HEAT B JE 2liAb , FEXT R EMHC-T (GeFEW6/32) , MHC-E (BEfE4AD12; Hi/N R TGl swfEM1 -
14D12) \CD3FICD4, B JE 4l fe N STV GagidfT 44t

[0204]  THHPEINISE « 405 AT TR (Hansen%s, Science (2013) , (7] F) , i85 i = 40 f A 1CS)
Bk G M AN A ] A )R I STV-\RhCMV—  FITB—45 F:CD8™ TN 2. T 5 2,
WAL B B HICD8™ T 4B 54U (k&8 ik ik i BLCL BRMHC - Ta BRMHC-E#% 44 1
BESTV YL B ARCDA" TAHJHL) AI3L AR5y 7 CD28FICD49d (BD Biosciences) —ildfiF 1
AN S SR FE VR INAT 5 SEAE B A (Sigma—Aldrich) FEIEE S /NN V&G PR A LRI AE A 3=
B SO R I AE DL BELIBTR AE AR TR K 20 B I B A 4B 0 R B 4 B B S TVIR B4 1)
CDA" 4R L AE 2 U5 T 10U B 17N (FE 8 DI B33 14 2080 2 47 AR R 4 i 2 5 AN AR 4 B vEE TCS I 5
W% B 2 A7) KA g N A IMHCZE & (MHC-Ta MHC-EMHC-11) :1) JZ$HiMHC-I mAb W6/32
(10mg/m1) ,2) MHC-TTFHWrCLTPIK MHC-TT AHIC1E 2 5% , 589- 10047 Z FE R ; 201M) , F13)
MHC-EFHITVLOBK  (VMAPRTLLL ; 20uM) , Ml Ek4H A o 7E — 2552530, f ) Mamu—A1 % 001:01
ZEATCMI (CTPYDT NQM: 20uM) 5% Mamu—Al % 002:01%E 4 ikGY9 (GSEN LKSLY : 20uM) 7E A
WXt B, N S BT BTk (HansenZ§Science (2013) , [A] 1) K5 28 H ) 40 Bo [ 5€ <3 Ak FF ge fa, I
TELSR-114X 2% (BD Biosciences) FHFATIRZNAUAIAR M7 . 1 FHF lowJo® Y (Tree Star) i3
AT AT AL M b, 72/ N 4B M ) G B R 5 T S5 2 S5 FECD3 A 44 A J5 1 CD4"/
CD8" THH A V¥ b b AT #2157 - HCD69LA S TNF—afITEN- v AF— B 3 [ 41 s P 3R IR ¥
FURTECDS™ T 0 FE P P SR S 1 I BR800 58 o o) T AN AR5 AR SIZ 06, ol P ™ % 1) o7 288 s
BT 1A BH 4 o 72X EE B 7T rh, W SR AE 22 /D2 AN ST e, SR AR HCDEY TV INF—a " FITEN-y *
I FEAFHIAA >0.05% , 15 5 <0.01, WA XS T-45 7€ I 15 SR AR IR 1) B2 A FH PR IR o 4 B A
Job 182 25 473 24 R A L B 1) 2 3 - RFL 6T 1) b 25 o) FELBEL BB > 90 % 1) 1) o IA AN R 5 3K B s
10 IS 25 R AN S ) o B JOR N 25 00 40 HIMHC- T 5e B W6 /32 F1 MHC-EZ5 & JIRVL9 — 35 Ffr BH W ,
FH H A CLTPRE W , DI85 A A 2 4 BH W MHC-EFR 1] o 4 5% LA T b v Mot 3 K02 82 15 SR AR K
S5 T TR B R B A PP B /N ST AN B - A R PR ) P S Y 1) B — B PR K = LN O 3R A7 5 A
[7) R 1) 14 22 Y 1) 24 AH QT RH 5 Tk = LA ML 2R A 5 AR TR PR i1 2R AL 3 AN AHARBH M k=24~
MRS AT 5 A [R] BIR 1) 12 S Y ) AN AH A1 BH 14 ok = 2N ST 3R A 5 LA S A [] BIR st R L ) 5/ A
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LR BHAHE R = 3RS AT

[0205]  Hiik X LERT TP AL A 1L RS HIPUA :a) REBD Biosciences, 1200 (CD4;
AmCyan) .SP34-2 (CD3;PacBlu) .SK1 (CD8a; TruRed, AmCyan) .25723.11 (IFN-vy ;APC.
FITC) +6.7 (INF;APC) \MAb11 (TNF;Alexa700) ,b) 3K [ Beckman Coulter,L78 (CD69;PE) .
2ST8.5H7 (CD8B;PE) \z199 (NKG2A/CEYCD159a/c; PE) ,¢) K FBiolegend, W6/32 GZMHC-1,
PE) \OKT—4 (CD4;PE-Cy7) \B1 (TCR y /8;Alexab47) , d) Kk HEMiltenyi Biotec,M-T466 (CD4;
APC) ,e) Kk HeBiosciences, M1-14D12 (/MR IgG1;PE-Cy7) o fEIX SEAf S A FHLL R R &R &
HIPifA: a) K HAdvanced Bioscience Laboratories,4324 (SIV Gag p27) ,b) K HLSBio,
4D12 (HLA-E) ,c) W6/32 (JZMHC-T1) - LIVE/DEADA] [& % [ % {0 58 40 il e ¢4 (LIFE
Technologies) F T 1AL AN AAT 7).

[0206] FRALFEH 07/ FHLos Alamos HIVE(#E)E T. H Analyze Align (http://
www.hiv.lanl.gov/content/sequence/ANALYZEALIGN/analyze al ign.html) =4 F %)
LOGO, fTid T. A 3£ FWebLogo3 {Crooks,2004#150} .{# FHComposition Profiler Tool
(http://cprofiler.org/cgi—bin/profiler.cgi) (Vacic VZE,BMC Bioinform 8,211
(2007) s Hoilad 51 HFE AT v SEAEE TG RO L LR EEMHC-E - 95RAR LA LA Sk
M LampenZs  ([7] 1) 2 FF A0 TAP SR B 41 AE 1 55 1 FRHLA-E3: i Ik i AN B A FE R B 11
FE AR EA L R 1L Ph e R IR B A A7 B ) 2 R IR 4H R 5 T 9% B 1 4 N B AR
STVmac239Gag (GenBank & 5 5 #M33262) 1 R B LB AR AT LL 3 o 1 1 URF 4
JRFR) AN A7 B 2H B 55 58 1T 24 T B AE TAP SR B P4 858 H MHLA-E 56 it () IR 1E 4T L 43¢, 48 FLampen
SESEHT AT A 55 LA i IR - Lampen S v (R IR AC FEANGE , 8% 13N B IR : 972 B
TG ARATTC A PR 48 R R IR R e I 20 i) 315 A O SRR () A 2R IR & AR AR R
PEA A (Lampen®5 H11&]2) , AR A FE AT , A7 B 2 F1COR Ui o7 B A f SO B KT , SR FH B Ak
ANFE TR IR R H O A TR , FFRAE 7 H A5 L P Bkt I AR AL B8 2
JERR A 77 ZEES IS A LAGERRLE T, DL SEBILELHE BT A IKAE A 1) 28 A7 BRI 28 L X o ) 1P A
K T-SwissProt 51, T-HEANEE XL BUR H A S 5 72 R IR B ot vh R I 2 B R A R AT
Eb#% (Bairoch A%E, Nucleic Acids Res 33,D154(2005) ; HadEid 5| FHIFAASD

[0207]  FET-ZFEHR68-1 RhCMV A v 4 (1) PRV M v 45 D8+ THH M AR 7 1 1A de £
MHC-ERR il STVgag 9FRAKMRZEAL , B 13D From i) FILOGOIE I - B = JE R Hh T 45 € i B
W ARV LR AR (RS T HAESTVmac239Gag FH ) i B 41K) o R 318 7E Lampen 25 [ TAP G
B P18 i IHLA-EYE I 155 1R IR & 48 OK G E s HE B B 52 ) BARERMEA E (B EBIH R
HE) , Xt B 13D 7 FILOGOREAT % o anP 13D (A7 I 7R , 551 FliLampen 1) ik o 72 25 24
ARIC A St i o7 B 5 SR 1K) B R AE TR A T L URP IR EES TV gag ik b A2 28 LI , 1 &2 AR 4
AN B = 2

[0208] W EHfig , A SCHH A IR ) SE Tt A5 0 S it 7 SR AN FH T 2549 Ul B ) H Y B SUEE R
N R T EATH 2 MBSO AR , IF B ARG E A B 3G RS pONTSE LA

[0209]  Ascrb 51 I BT A ) & R & R G LR 0 sl ME s/ Bl 2 P 31
(BFE 22 H IR 2 K75 —3) ¥t 5] FHEARIE NASCH T FrA B 1, HRE B2 anfm] a4~
BT H R T R T R R L LI X i BRSSO R R A A L A HL s U A L
s 51 FHIEAA S
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