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Purpose

Successful tumor eradication primarily depends on generation and maintenance of a large
population of tumor-reactive CD8 T cells. Dendritic cells (DCs) are well-known potent anti-
gen-presenting cells and have applied to clinics as potent antitumor therapeutic agents.
However, high cost and difficulty in obtaining sufficient amounts for clinical use are the cru-
cial drawbacks of DC-based vaccines. Here, we aimed to develop T cell-based vaccine
capable of eliciting potent antitumor therapeutic effects by providing effective costimulatory
signals.

Materials and Methods

Antigenic peptide-loaded T cells transfected with retrovirus encoding costimulatory ligands
CD70, CD80, OX40L, or 4-1BBL were assessed for antigen-specific CD8 T-cell responses
and evaluated antitumor effects along with immunization of a mixture of synthetic peptides,
poly-IC and anti-CD40 antibodies (TriVax).

Results

T cells expressing CD70 (CD70-T) exhibited similar level of stimulatory functionality and
therapeutic efficacy as DCs. Moreover, CD70-T prime followed by TriVax booster heterolo-
gous vaccination elicited therapeutic antitumor effect against B16 melanoma where medi-
ated by CD8 T cells but not CD4 T cells or natural killer cells. The combination with
programmed death-ligand 1 blockade led to potent therapeutic efficacy which exhibited
increased tumor-infiltrating CD8 T cells. CD70-T pulsed with multi-antigenic peptide gener-
ated multiple antigen-specific polyvalent CD8 T cells that were capable of inhibiting tumor
growth effectively. Moreover, CD70-T vaccination resulted in higher expansion and migration
of adoptively transferred T cells into tumor sites and elicits enhanced therapeutic effects
with peptide-based booster immu-nization.

Conclusion

These results imply that T cells endowed with CD70 enable the design of effective vaccina-
tion strategies against solid cancer, which may overcome current limitations of DC-based
vaccines.
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Introduction

Activation and expansion of tumor-reactive T-cells popu-
lation is crucial for destruction and eradication of tumor cells.
The activation of tumor-reactive T cells requires additional
costimulatory signals provided by antigen-presenting cells
(APCs) such as dendritic cells (DCs), along with the binding
of T-cell receptors (TCRs) to cognate peptide-MHC (pMHC)
complexes [1,2]. Numerous studies have shown that DCs are
efficient cellular adjuvants that express high levels of MHC
molecules and costimulatory ligands capable of inducing
antigen-reactive T-cell responses, and genetically modifica-
tion with immunostimulatory molecules, such as additional
costimulatory ligands CD70, CD40L, and FLT3L, elicited
enhanced T-cell responses in vitro and in vivo [3-5]. However,
though DC-based cellular vaccines have been proven to be
safe and immunogenic in cancer patients, DCs are present in
limited amounts in human peripheral blood cells, and it is
difficult to obtain cells sufficient for clinical applications,
making it difficult to apply genetic modifications for use as
a cell adjuvant [6,7].

For some time, numerous groups including us have exp-
lored to identify reliable autologous APC sources as an alter-
native for DC-based immunotherapy. Several studies have
demonstrated that ex vivo-activated B cells using inflamma-
tory cytokines, CD40L, and Toll-like receptor ligands possess
a great ability to prime and expand antigen-specific T cells,
resulting in in vivo therapeutic antitumor immunity [8-10].
In other reports, B cells genetically modified to express the
costimulatory molecules, and B cells loaded with o-galacto-
sylceramide have synergistically amplified T-cell prolifera-
tion as efficiently as DCs in vitro and induced a wide range
of adaptive immunity against tumor cells [11,12]. Further-
more, ex vivo-activated yd T cells have been proposed as an
alternative APC possessing efficient antigen-presenting
capabilities that subsequently lead to effective antitumor
immunity [13]. CD4 T cells have also been achieved as prom-
ising alternative APCs capable of presenting antigenic epi-
topes to naive cells, evoking functional memory CD8 T-cell
responses [14-16].

It is evident that naive T-cell priming and activation
depend in great part on costimulatory signals derived from
binding to their ligands expressed on APCs, along with
interaction of TCRs and the pMHC complexes [1,17]. Manip-
ulation of costimulatory ligands on cells has been shown to
confer immune-stimulatory function to further enhance and
extend the activation of T cells against subsequent tumor
challenge [18,19]. We previously reported that the transient
expression of ex vivo transcribed CD80 and 4-1BBL RNA on
CD4 T-cells augments their APC function, resulting in sig-
nificant therapeutic antitumor effects [16]. In this study, we
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evaluated the applicability of genetically modified CD8 T
cells with costimulatory ligands CD70, CD80, OX40L, and 4-
1BBL using recombinant retroviruses to serve as an alterna-
tive source of autologous APCs. Our results showed that
sustained expression of costimulatory molecules can enhance
APC function, and the results from mouse tumor models
demonstrate the higher efficiency of CD8 T cells endowed
with costimulatory CD70 in inducing effective antigen-spe-
cific CD8 T-cell responses.

Materials and Methods

1. Mice and cell lines

Female C57BL/6 (B6) mice, aged 6 to 8 weeks, were pur-
chased from Orient Bio (Seongnam, Korea). B6.Cg (Pmel-1)
congenic (CDY0.1) transgenic mice were obtained from Jack-
son Laboratories (Sacramento, CA), and bred in our animal
facilities under specific pathogen-free conditions. Murine
EL4 and B16F10 melanoma cell lines were obtained from the
American Type Culture Collection (Manassas, VA), and Plat-
E retroviral packaging cells were purchased from Cell Bio-
labs (San Diego, CA). All cell lines were cultured as recom-
mended by the provider.

2. Peptides, antibodies, and reagents

Synthetic peptides representing the CD8 T-cell epitopes
Trp21s0 (SVYDFFVWL), hgp100:5 (KVPRNQDWL), mgp1002s
(EGSRNQDWL), Trplsss (TAPDNLGYA), the heteroclitic
analog Trplss/ov (TAPDNLGYM), and Ovass (KVVRFDKL)
were purchased > 80% pure from A&A Labs. Monoclonal
anti-mouse CD40 (FGK45.5) and anti-4.1BB/CD137 (2A)
were prepared from hybridoma culture supernatants. Other
antibodies (Abs) for in vivo use in mice, anti-OX40/CD134
(OX86), anti-programmed death-ligand 1 (PD-L1; 10F.9G2),
anti-CD8 (2.43), anti-CD4 (GK1.5), and anti-NK1.1 (PK-136)
were purchased from BioXCell (West Lebanon, USA). High
molecular weight poly-IC was purchased from Invivogen
(San Diego, CA), and recombinant cytokines were purchased
from PeproTech (Rocky Hill, NJ).

3. Production of recombinant retroviruses encoding costim-
ulatory ligands

The cDNAs for mouse CD70, CD80, OX40L, and 4-1BBL
were obtained from total RNA extracted from matured DCs
and were amplified by reverse transcription—polymerase
chain reaction. The PCR products were cloned into the retro-
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viral vector pMP71with Notl and EcoRI sites, and sequenced
to determine the possible Taq polymerase errors. For gener-
ation of recombinant retroviruses encoding the costimulatory
ligands, 5x10° Plat-E cells were seeded in a 100-mm culture
plate coated with 5 pg/mL of poly-L-lysine (Sigma, St. Louis,
MO). Twenty hours later, 12 ug cloned pMP71 plasmid and
retrovirus packaging plasmids (6.3 pg pCL-Eco) were simul-
taneously transfected into Plat-E cells using lipofecta-
mine2000 (Invitrogen, Carlsbad, CA), following the manu-
facturer’s instructions. Two days later, the recombinant retro-
viruses were harvested and titrated into 293T cells, which
were then used for the transduction experiments.

4. Transduction of recombinant retroviruses encoding cos-
timulatory ligands into in vitro—activated T cells

CD8 T cells were obtained using MACS anti-CD8 micro-
beads (Miltenyi, Auburn, CA). For in vitro pre-activation,
CD8 T cells were co-cultured at 2.5x10° cells per well in 96-
well plates using T-Cell Activation/Expansion Kit (Miltenyi)
in the presence of 100 IU/mL human interleukin 2 (hIL-2).
Eight hours later, the supernatant was discarded, followed
by addition of recombinant retroviruses encoding costimu-
latory ligands individually (mulltiplicity of infection=0.5).
CD8 T cells transduced with GFP were referred as mock-con-
trol (GFP-T). Cells were centrifuged at 2,500 rpm for 1 hour
at 25°C in the presence of 8 pg/mL polybrene (Sigma), and
replaced with the above-described culture medium contain-
ing a 10 ug/mL peptide(s). Sixteen hours later (overnight),
genetically modified and antigen-loaded CD8 T cells obtai-
ned were used for vaccination.

5. In vitro proliferation assays

Pmel-1 T cells were labeled with carboxyfluorescein suc-
cinimidy! ester (CFSE; Molecular Probes, Eugene, OR) at a
final concentration of 5 uM for 15 minutes. For in vitro pro-
liferation, 2x10° Pmel-1 T cells were co-cultured with 4x10*
CD8 T cells expressing indicated costimulatory ligands that
were irradiated 1,300 rad. After 3 days, cells were stained
with CD90.1 (for Pmel-1 cells) and analyzed using flow cyto-
metry. Cell proliferation was calculated using the Prolifera-
tion Wizard Model of Modifit LT software (Verity Software
House, Topsham, ME).

6. Immunization

The mice were immunized intravenously with 2x10° pep-
tide-loaded CD8 T cells that were modified to express addi-
tional costimulatory ligands, as indicated. In some instances,
the mice received three booster immunizations every 4 days.
Some mice were immunized intravenously with 2x10° DCs

that were pulsed with 10 pg/mL peptide for 16 hours for
comparison. DCs were prepared as described previously [3].
Variously conditioned CD8 T cells and DCs were mixed with
10 pg poly-IC prior to injection, and 7 days later mice recei-
ved an intravenous TriVax-boost immunization consisting
of 150 ug synthetic peptide(s), 50 pg poly-IC, and 100 pg anti-
CD40 Abs. In adoptive cell transfer (ACT) setting, mice were
injected intravenously with 5x10° splenocytes from naive
Pmel-1 mice, and vaccinated one day after ACT. For PD-L1
blockade, anti-PD-L1 Abs were administered intraperito-
neally (200 ug/dose) on days +1 and +3 after each immuniza-
tion (prime and boost).

7. Evaluation of immune responses

For measuring antigen-specific CD8 T-cell responses,
tumor-infiltrating lymphocytes or splenocytes were incu-
bated with 1 ug/mL peptide and 1 pg/mL GolgiPlug (BD
Bioscience, San Diego, CA) at 37°C. After 6 hours, the cells
were stained for intracellular interferon y (IFNy) using fluo-
rescence-conjugated antibodies against MHC class II, CD8a,
and IFNy, as per the directions provided by the vendor (BD
Bioscience). For CD107a /b mobilization shift assay, 2.5 ug/mL
of fluorescence-conjugated anti-CD107a and CD107b anti-
bodies were added at the beginning of the stimulation
period. For the in vitro T-cell recognition, IFNy-EliSpot assays
(Millipore, Burlington, MA) were performed using freshly
isolated CD8 T cells (Miltenyi) from the spleen. Peptidepul-
sed or un-pulsed EL4 cells were used as targets cells.

8. Evaluation of antitumor effects

To assess the therapeutic effects, mice were inoculated sub-
cutaneously with 1x10° B16 cells in the rear flank; the first
immunization, consisting of 2x10° appropriate peptide-
loaded CD8 T cells expressing indicated costimulatory lig-
ands, was administered intravenously 3 or 7 days later.
Seven days later, the mice received identical CD8 T cells or a
TriVax booster immunization as indicated. For in vivo deple-
tion, each mouse received intraperitoneal administrations of
200 pg Abs against NK1.1, CD4, and CD8 on days -3 and -1
before the prime-boost immunizations. Depletions were con-
firmed with blood samples using flow cytometry (data not
shown). Tumor growth in individual tagged mice was mon-
itored every 3-4 days by measuring two opposing diameters
with a set of calipers. Mice were euthanized when the tumor
area reached > 400 mm?. Results are presented as mean
tumor size (area in mm?)tstandard deviation for every treat-
ment group at various time points until the termination of
the experiment.
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Fig. 1. Genetically modified CD8 T-cell-based vaccination induces antigen-specific CD8 T-cell responses comparable to
dendritic cell-based vaccination. Ex vivo activated splenocytes were transduced with recombinant retroviruses encoding
mouse CD70, CD80, OX40L, and 4-1BBL (CD70-T, CD80-T, OX40L-T, and 4-1BBL-T, respectively). GFP was used as a mock-
control (GFP-T). (A) The expression of transduced CD8 T cells was examined on day 3 post-transduction. (B) Cell apoptosis
of the transduced were assessed by staining with annexin-V and 7-aminoactinomycin D (7-AAD) on day 3 post-transduction.
(C) Proliferation of Pmel-1 T cells in response to genetically modified CD8 T cells. Pmel-1 T cells were labeled with 5 pM car-
boxyfluorescein succinimidyl ester and cultured with conditioned CD8 T cells as indicated, including DCs which were loaded
with 1 pg/mL hgp1002s peptide. On day 3 post-co-culture, cell proliferation was measured by flow cytometry and analyzed
using Modifit LT software (left panel). The results are the sum of the average proliferation index (PI) of Pmel-1 T cells from
three independent experiments with standard deviation (SD, bars) of the means (right panel). PI: the sum of the cells in all
generations divided by the computed number of parental cells present at the start of experiment. CFSE, carboxyfluorescein
succinimidylester; ns, not significant; *p < 0.05. (Continued to the next page)
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Fig. 1. (Continued from the previous page) (D, F) B6 mice (2 per group) were immunized intravenously (i.v.) on day 0, 4, and 8
with 2x10° Trplsss/ov-loaded conditioned CD8 T cells as indicated. Antigen-loaded dendritic cells (DC) and GFP-T were used
for comparison. (D) Seven days after the last immunization, frequency of antigen-specific CD8 T cells in spleen from indi-
vidual mouse was evaluated by cell surface mobilization of CD107a/b and intracellular interferon y (IFNy) staining. The
results are the sum of two independent experiments. Points and bars indicate values for each individual mouse and SD, res-
pectively. (E) Freshly isolated CD8 T cells from pooled splenocytes in D were evaluated for antigen-induced IFNy secretions
by EliSpot against un-pulsed (EL4) and peptide-pulsed EL4 (EL4/Trplsss), and B16 tumor cells. Results represent the average
number of spots from duplicate wells with SD (bars) of the means. p-values were calculated using unpaired Student’s t test
(ns, not significant; *p < 0.05, ***p < 0.001). (F) Therapeutic efficacy of Trplss/ou-loaded conditioned CD8 T cells against
3-day-established B16 melanoma. B6 mice (5 per group) were inoculated subcutaneously (s.c.) with 1x10° B16 cells on day 0
and received 2x10° Trplsss/om-loaded DCs or CD8 T cells on day 3, 7, and 11 (vertical arrows). Non-vaccinated mice (No vax)
were included as controls. Tumor size was determined in individual mice by measurements of two opposing diameters and
are presented as tumor areas in mm?. Points and bars indicate mean for each group of mice and SD, respectively. p-values
were calculated using 2-way ANOVA test (ns, not significant; *p < 0.05, **p < 0.01). These experiments were repeated twice
with similar results.

9. Single-cell preparation the tissues were dissociated using the gentleMACS Dissoci-
ator (Miltenyi) and filtered using 70-um nylon mesh. Intra-
B16 tumors were dissected and chopped into 2-5 mm sizes cellular co-staining of Foxp3 was conducted as per the

and incubated with 300 pg/mL collagenase-D, 20 pug/mL instructions provided by vendor (eBioscience, San Diego,
hyaluronidase, and DNase-I (Sigma-Aldrich). After 1 hour, CA).
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Fig. 2. Peptide-based booster immunization after priming with CD70-T cells drives enhanced CD8 T-cell responses. B6 mice
(2 per group) were immunized intravenously on day 0 with 2x10° Trpluss/om-loaded CD70-T cells; 7 days later, the mice recei-
ved a booster immunization with various combination of 100 pg of Trpliss/om peptide, 50 ug of poly-IC, and 50 pg anti-CD40,
anti—4-1BB, or anti-OX40 antibodies. (A) Seven days after last immunization, the frequency of antigen-specific CD8 T cells
in spleen was evaluated as in Fig. 1D. A representative dot plot analysis for one mouse of each group is presented (left panel).
Numbers in each rectangular gate represent the percentage of interferon y (IFNy) and cell surface CD107a/b double-positive
cells of all CD8 T cells. The results are the sum of two independent experiments. Points and bars indicate values for each
individual mouse and standard deviation (SD), respectively. (B) Antigen-induced IFNy-secretions with freshly isolated CD8
T cells from pooled splenocytes in A were evaluated as in Fig. 1E. Results represent the average number of spots from dup-
licate wells with SD (bars) of the means. p-values were calculated using unpaired Student’s t test (ns, not significant; *p <
0.05, **p < 0.01, ***p < 0.001). These experiments were repeated twice with similar results.

10. Statistical analyses two independent experiments. All analyses and graphs em-
ployed Prism 5.01 software (GraphPad, San Diego, CA).
Statistical significance to assess the numbers of antigen-
specific CD8 T cells was determined by unpaired Student’s t 11. Ethical statement
test. Tumor sizes between two populations throughout time
were analyzed for significance using 2-way ANOVA test. All animal research was conducted in accordance with our
The results are representative of data obtained from at least institutional animal care and use committee guidelines.
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Fig. 3. Therapeutic antitumor effects of CD70-T prime_TriVax boost vaccination against established B16 melanoma. B6 mice
(2 per group) were immunized intravenously (i.v.) on day 0 with 2x10° Trplass/om-loaded GFP-T or CD70-T cells; 7 days later,
the mice received a booster immunization with combination of 100 pg of Trplsss/om peptide, 50 pg of poly-IC, and 50 pg anti-
CD40 antibodies (GFP-T_TriVax and CD70-T_TriVax, respectively). Trplsss/om-loaded dendritic cells prime_TriVax boost
(DC_TriVax) were included for comparison. (A) Seven days after last immunization, the frequency of antigen-specific CD8
T cells in spleen was evaluated as in Fig. 1D. A representative dot plot analysis for one mouse of each group is presented
(left panel). Numbers in each rectangular gate represent the percentage of interferon y (IFNy) and cell surface CD107a/b
double-positive cells of all CD8 T cells. The results are the sum of two independent experiments. Points and bars indicate
values for each individual mouse and standard deviation (SD), respectively. (B) Antigen-induced IFNy-secretions with freshly
isolated CD8 T cells from pooled splenocytes in A were evaluated as in Fig. 1E. Results represent the average number of
spots from duplicate wells with SD (bars) of the means. p-values were calculated using unpaired Student’s t test (ns, not sig-

nificant; **p < 0.01, ***p < 0.001). (Continued to the next page)

Results

1. Induction of antigen-specific CD8 T cell responses with
genetically modified CD8 T cell

To express the costimulatory ligands, T cells were trans-
duced with recombinant retroviruses encoding CD70, CD80,
OX40L, and 4-1BBL (hereafter referred to as CD70-T, CD80-
T, OX40L-T, and 4-1BBL-T cells, respectively), and surface
expression of the costimulatory ligands on CD8 T cells and
cell viability after transduction was analyzed. Phenotypic
analysis of ex vivo—activated CD8 T cells was also examined
for comparison, exhibiting that all costimulatory ligands

were unaffected (data not shown). In vitro transduction effi-
ciency of the individual retroviruses revealed that the levels
of the costimulatory ligands expression on CD8 T cells were
subsequently increased, and all modified CD8 T cells were
viable after transduction (Fig. 1A and B). Next, we evaluated
the effector T-cell stimulatory functionality of genetically
modified CD8 T cells as an APC; CFSE-labeled Pmel-1 T cells,
which recognize the mgp100,; (EGSRNQDWL), were co-cul-
tured with variously conditioned T cells after pulsing with
heteroclitic hgp100,5 (KVPRNDQWL) peptide. As shown in
Fig. 1C, Pmel-1 T cells cultured with modified CD8 T cells
revealed higher cell proliferation index compared with that
of mock-GFP-T. Of these, CD70-T exhibited similar level of
cell proliferation of Pmel-1 T cells as DCs. Next, we assessed
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Fig. 3. (Continued from the previous page) (C) Therapeutic efficacy of CD70-T_TriVax vaccination against 3-day-established
B16 melanoma. B6 mice (5 per group) were inoculated subcutaneously (s.c.) with 1x10° B16 cells on day 0 and received 2x10°
Trplassjow-loaded GFP-T or CD70-T cells on day 3. After 7 days, the mice received a TriVax booster immunization (vertical
arrows). Non-vaccinated mice (No vax) and DC_TriVax were included for comparison. (D) Effector mechanism of CD70-
T_TriVax vaccination involved in antitumor effects. B6 mice (5 per group) were administered intraperitoneally with indicated
antibodies -1 and -3 days before each immunization. No vax and Rat [gG-treated mice were included as controls. Tumor
sizes were determined in individual mice by measurements of two opposing diameters and are presented as tumor areas in
mm?. Points and bars indicate the mean for each group of mice and SD, respectively. p-values were calculated using 2-way
ANOVA test (ns, not significant; “p < 0.05, “*p < 0.01). These experiments were repeated twice with similar results.

whether CD8 T cells modified to express additional costim-
ulatory ligands can induce antigen-specific CD8 T-cell res-
ponses in vivo, the mice received three-identical but variously
conditioned CD8 T-cell vaccinations, and the functional
activity of freshly isolated CD8 T cells was evaluated. CD70-
T and 4-1BBL-T vaccination generated higher number of
antigen-specific IFNy-producing CD8 T cells with lytic func-
tionality (CD107a/b mobilization) in comparison to that gen-
erated by other conditioned CD8 T cells (Fig. 1D). However,
as shown in Fig. 1E, only the freshly isolated CD8 T cells
from CD70-T-vaccinated mice displayed high recognition
activity against peptide-pulsed target (EL4/Trplsss) and B16
tumor cells, suggesting that CD70-T vaccination is as efficient
as DC-based vaccination in inducing antigen-specific CD8
T-cell responses. Subsequently, we evaluated in vivo thera-
peutic antitumor effects of the conditioned T-cell vaccination
toward 3-day-established B16 melanoma. As shown in
Fig. 1F, GFP-T and 4-1BBL-T-cell vaccination demonstrated
no therapeutic benefits, whereas CD70-T vaccination had a
substantially higher antitumor effects as in DC-based vacci-
nated group.
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2. Effects of peptide-based booster Immunization after
priming with peptide-loaded CD70-T Vaccines

The above observations indicate that CD8 T cells geneti-
cally modified to express additional costimulatory ligand
CD70 exhibit augmented APC function as with DCs, and an
enhanced ability to stimulate antigen-specific T cells, result-
ing in delayed tumor growth in vivo. However, we believed
that the homologous prime-booster CD8 T-cell immuniza-
tions were not sufficient for activating and expanding tumor-
reactive CD8 T cells capable of recognizing and destroying
tumor cells effectively. Thus, we assessed heterologous
CD70-T prime_TriVax (non-infectious peptide-based vac-
cine) booster immunization regimen to improve immune
response of cellular vaccination. To evaluate the role that
each of the components of TriVax in the secondary expansion
of antigen-specific CD8 T cells, mice received booster immu-
nization after peptide-loaded CD70-T priming vaccination.
As shown in Fig. 2A and B, TriVax vaccine containing ago-
nistic Abs (anti-OX40, anti—4-1BB, or anti-CD40) was signif-
icantly superior to the peptide plus poly-IC only, and the
functional activity of freshly isolated CD8 T cells from immu-
nized mouse was evident against both peptide-pulsed EL4
and B16 tumor cells. Moreover, anti-OX40 and 4-1BB Abs
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Fig. 4. Programmed death-ligand 1 (PD-L1) blockade augments the therapeutic efficacy of CD70-T_TriVax vaccination. (A)
Therapeutic efficacy of CD70-T_TriVax vaccination against advanced B16 melanoma. B6 mice (7 per group) were inoculated
subcutaneously on day 0 with 1x10° B16 cells, followed by vaccination with 2x10° GFP-T or CD70-T cells on day 7, and
TriVax on day 14 (vertical arrows). Non-vaccinated mice (No vax) and DC_TriVax were included for comparison. (B)
PD-L1 blockade enhanced the efficacy of CD70-T_TriVax vaccination regimen. B6 mice (5 per group) were inoculated sub-
cutaneously (s.c.) on day 0 with 1x10° B16 cells and were immunized as described in A. Rat IgG (as controls) and anti-PD-
L1 antibodies were administered intraperitoneally on days +1 and +3 after each immunization. No vaccinated (No vax) and
Ovass-loaded CD70-T_TriVax vaccinated mice (Ovass) were included for comparison. Tumor sizes were determined in indi-
vidual mice by measurements of two opposing diameters and are presented as tumor areas in mm? Points and bars indicate
the mean for each group of mice and standard deviation (SD), respectively. p-values were calculated using 2-way ANOVA
test (ns, not significant; ***p < 0.001). (C-E) In a parallel with B, mice (3 per group) were sacrificed on day 21, and the CD8
T-cell responses and immune cell populations were evaluated. Cells from disaggregated tissues of spleen and tumor were
analyzed for the composition of various subsets of immune cells. (C) CD8 T cell/ Treg ratio as measured by percentage of
CD8+ T cells per percentage of CD4+ Foxp3+ T cells cells in each group. (D) The frequency of antigen-specific CD8 T cells
in spleen was evaluated as in Fig. 1D. Points and SD indicate values for each individual mouse and SD, respectively. ns, not
significant; *p < 0.05, **p < 0.01, **p < 0.001, ****p < 0.0001. (Continued to the next page)

was not as effective as anti-CD40 to enhance the magnitude 3. Therapeutic antitumor effects of CD70-T prime_TriVax
and quality of T-cell responses. boost vaccination against established B16 melanoma

Next, we assessed whether CD70-T prime_TriVax boost
(CD70-T_TriVax) vaccination could induce similar frequency
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means. p-values were calculated using unpaired Student’s t test (ns, not significant; *p < 0.05, “*p < 0.01. These experiments

were repeated twice with similar results.

of antigen-specific CD8 T cells as that of DC-based vaccina-
tion. As shown in Fig. 3A and B, the heterologous TriVax
booster vaccination strategy demonstrated overall improve-
ment of the functional CD8 T-cell responses generated by
DC-based or CD70-T-cell priming in comparison to that of
mock-GFP-T prime vaccination. Subsequently, we evaluated
whether heterologous CD70-T_TriVax vaccination regimen
would offer a therapeutic benefit in vivo against established
tumors. Mice were first challenged subcutaneously with B16
cells, and 3 days later, the mice received Trplsss/om-loaded
CD70-T_TriVax (Trplass/osmCD70-T_TriVax) immunization
with a 7-day interval. Although Trplass/ou-loaded GFP-T_
TriVax had moderate therapeutic effects when compared to
unvaccinated mice, mice that received Trplass/smCD70-T_Tri-
Vax vaccination had substantially reduced tumor progres-
sion as in DC-based prime vaccination (Fig. 3C). Then, we
assessed the roles of CD8 T cells, CD4 T cells, and natural
killer (NK) cells in controlling tumor progression in CD70-
T_TriVax vaccination regime by in vivo depletion. Elimina-
tion of CD8 T cells completely abolished the therapeutic
benefit of TrplsssomCD70-T_TriVax vaccination, indicating
that CD8 T cells are crucial for the controlling of established
tumors (Fig. 3D). Depletion of NK cells had moderate, but
not significant effects on the therapeutic benefit. Interestingly
though, the administration of anti-CD4 Abs in Trplass/om
CD70-T_TriVax vaccination strategy enhanced the therapeu-
tic efficacy, implying that the elimination of CD4 T cells may
contribute to inhibit tumor growth. These overall results sug-
gest that priming with CD70-T vaccination is as efficient as
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DC-based priming in combination of TriVax booster vacci-
nation regimen, resulting potent therapeutic antitumor
effects.

4. Enhanced therapeutic efficacy of CD70-T_TriVax vacci-
nation along with PD-L1 blockade

Tumor size may impact the therapeutic efficacy of antitu-
mor T-cell immunity; therefore, we evaluated the therapeutic
benefits of CD70-T_TriVax vaccination regime against 7-
day-established (more advanced) B16 melanoma. Under
these circumstances, mice that received Trplass/omCD70-
T_TriVax vaccination had also substantially reduced tumor
progression as in DC-based prime vaccination in comparison
to that of mock-GFP-T prime vaccination (Fig. 4A). More-
over, we assessed whether in vivo PD-L1 blockade could
potentiate the therapeutic efficacy of Trplass/smCD70-T_
TriVax vaccination in more advanced B16 melanoma. As
shown in Fig. 4B, the addition of PD-L1 blockade in Trplass/om
CD70-T_TriVax led to dramatically reduced tumor progres-
sion as compared to those with TrplissomCD70-T_TriVax
alone. OvassCD70-T_TriVax had moderate effects in compar-
ison to unvaccinated mice and the administration of isotype
rat IgG had no effects on tumor progression. For further
studies involved in the efficacy of the combination of PD-L1
blockade with TrplssomCD70-T_TriVax in B16 melanoma
setting, we investigated the presence of CD8 T-cell expansion
and the frequency of myeloid-derived suppressor cells
(MDSC) after euthanatizing three mice after 21 days of tumor
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Fig. 5. Multi-epitope-loaded CD70-T cells priming followed by TriVax booster immunization induces concurrent effective
antitumor CD8 T-cell responses. B6 mice (2 per group) were immunized intravenously (i.v.) with CD70-T cells that were
loaded with mixture of Trplass/ou, Trp2iso, and hgp100: peptides; 7 days later, the mice received 3pep™*TriVax. (A) The fre-
quency of antigen-specific CD8 T cells in spleen was evaluated as in Fig. 1D. Points and standard deviation (SD) indicate
values for each individual mouse and SD, respectively. (B) Antigen-induced interferon y (IFNy)-secretions with freshly iso-
lated CD8 T cells from pooled splenocytes in A were evaluated as in Fig. 1E. Results represent the average number of spots
from duplicate wells with SD (bars) of the means. p-values were calculated using unpaired Student’s t test (ns, not significant;
*p < 0.05, **p < 0.01, **p < 0.001). (C) Therapeutic effectiveness of multi-epitope-loaded CD70-T_TriVax immunization
against 3-day—established B16 melanoma. B6 mice (5 per group) were inoculated subcutaneously on day 0 with 1x10° B16
cells and were immunized i.v. on day 3 and 10 (vertical arrow) in combination with CD70-T or TriVax using either individual
peptide or mixture of Trpluss/om, Trp2iso, and hgp1002s (3pep™™) peptides as indicated. (D) Programmed death-1 blockade
enhance the therapeutic efficacy of 3pepM*CD70-T_TriVax immunization against advanced B16 tumors. B6 mice (7 per
group) were inoculated subcutaneously (s.c.) on day 0 with 1x10°B16 cells and were immunized as described in Fig. 4B. Rat
IgG (as controls) and anti-PD-L1 antibodies were administered intraperitoneally on days +1 and +3 after each immunization.
Non-vaccinated mice (No vax) was included as a control. Tumor sizes were determined in individual mice by measurements
of two opposing diameters and are presented as tumor areas on mm?. Points and bars indicate the mean for each group of
mice and SD, respectively. p-values were calculated using 2-way ANOVA test (ns, not significant; “p < 0.05, ***p < 0.001).
(Continued to the next page)
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Fig. 5. (Continued from the previous page) (E, F) In a parallel with D, mice (4 per group) were sacrificed on day 21, and the
CD8 T-cell responses and immune cell populations were evaluated as described in Fig. 4C and D. (E) CD8 T-cell/ Treg ratio
as measured by percentage of CD8+ T cells per percentage of CD4+ Foxp3+ T cells cells in each group. Results represent the
ave-rage percentage of the gated cells from individual mice with SD (bars) of the means. p-values were calculated using
unpaired Student’s t test (*p < 0.05, “*p < 0.01, ***p < 0.001). (F) The frequency of antigen-specific CD8 T cells of spleen and
tumor site was evaluated by intracellular IFNy staining. Points and bars indicate values for each individual mouse and SD,

respectively. These experiments were repeated twice with similar results.

inoculation. As shown in Fig. 4C and D, mice that received
the Trplass/ouCD70-T_TriVax with PD-L1 blockade had com-
parably higher numbers of CD8 T cells in spleen and tumor
sites, which had antigen-specific lytic functionality as com-
pared to mice that received the Trplsss;omCD70-T_TriVax
with isotype rat IgG. Moreover, the combined treatment of
PD-L1 blockade with Trplass/suCD70-T_TriVax led to decrea-
sed levels of Ly6GMs"Ly6C*™ granulocytic polymorphonu-
clear MDSC (PMN-MDSC) subsets, but not Ly6GwLy6Chish
monocytic MDSC, which were presented as percentage of
CD11b*CD115"sh myeloid cells in spleen (Fig. 4E). These
overall results suggest that the improved therapeutic antitu-
mor effects of Trplass/omCD70-T_TriVax in combination with
PD-L1 blockade were accompanied by a substantial increase
of antigen-specific CD8 T cells in tumor site, accompanying
with decreasing PMN-MDSCs.

5. Effective antitumor CD8 T cell response of multi-epi-
tope-loaded CD70-T_TriVax immunization

One of the potential hurdles of cellular vaccines using sin-
gle T-cell epitope vaccines is the risk of selecting tumor esca-
pe variants. In view of this, we explored whether priming
using CD70-T cells loaded with several peptides followed by
multi-peptide TriVax would generate a concurrent, multiva-
lent CD8 T-cell response. For these experiments, we added
two more T-cell epitopes derived from the melanosomal anti-
gens, Trp2iso and hgp100:s. As shown in Fig. 5A, CD70-T_
TriVax vaccination with three peptide epitopes (Trplass/om,
Trp2iso and hgp100.5; 3pep™™) triggered a substantial simul-
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taneous CD8 T-cell response toward all three epitopes,
whereas 3pep™*TriVax in absence of CD70-T priming mostly
generated a Trp2iso-specific CD8 T-cell responses. The func-
tional activity of purified CD8 T cells was studied for their
ability to recognize various target cells. Notably, CD8 T cells
from 3pepM*CD70-T_TriVax-vaccinated mice demonstrated
significantly improved recognition toward B16 cells in com-
parison to CD8 T cells from mice that received 3pepM*TriVax
alone (Fig. 5B). We further examined the therapeutic efficacy
of 3pepM*-loaded CD70-T_TriVax against 3-day—established
B16 melanoma in comparison with the individual Trplass/ov-,
Trp2iso-, or hgp1002sCD70-T_TriVax vaccinations. As shown
in Fig. 5C, administration of 3pepM*CD70-T_TriVax resulted
in a markedly superior therapeutic antitumor effects, whe-
reas administration of individual peptide-loaded CD70-T_
TriVax vaccinations resulted in moderate antitumor effects
as compared to non-vaccinated group. Likewise, we also
investigated the therapeutic antitumor effect of the 3pep-
MXCD70-T_TriVax with or without PD-L1 blockade in 7-day—
established (3-5 mm in diameter) tumors. The results pre-
sented in Fig. 5D indicate that the addition of PD1 blockade
increased dramatically the therapeutic efficacy of 3pep™*-
CD70-T_TriVax vaccination, where tumor growth was sig-
nificantly delayed. When the presence of CD8 T-cell expan-
sion was evaluated in spleens and tumor sites after euthana-
tizing four mice after 21 days of tumor inoculation, mice that
received the 3pepM*CD70-T_TriVax with PD-L1 blockade
had comparably higher numbers of CD8 T cells in spleen and
tumor sites in comparison to those without PD-L1 blockade,
which exhibited dominant presence of Trp2isi-specific CD8



Sang-Eun Lee, T Cells Expressing CD70 as Cancer Vaccine

A e B c
KKK ns = ***
—— = .' o w 004 ®ACTonly —"_l
— l_l - = = DC
= 61 e A 3 37 'i’ v 3 = GFP-T ]ACT
@ ;‘% o A = u CD70-T
2 [} A — & 450 1
o © [=)
(=]
; 4 1 o 24 2
a o VS < 3004
o = a% =
= = 2
5 - — - o
g 2 %ﬂ 5 1 . 2 150
0 = 0 oF =
QAL S A N S NN
Q/)\Q& Q (38 @/\Q Q/)\Q& Q 68 @,\Q EL4 EL4/mgp1002s B16
v _— ¥ _—
ACT ACT
D E
B16F10 ACT_ T-Vax or DC Spleen Tumor
1x10% s.c.  5x108 iv. 3x105 iv. " —_—
I } } 5 201 m = =12 x
DO D3 D4 - " 'A - =+
—e— Novax § 1.57 % = E 94
—=— ACT only ]l*** — - s
4004 —e— DC co & A o —
T —a— GFP-T_ | ACT . S10{ = S -
£ CD70-T “1hns ° w T °© 4 ==
‘q—; 300' I= - o
N & 0.5+ R 31 .,
" <L
5 2007 Tvex | < <
1S or 0 '# T T T T 0 =
> ACT SN F N O AN K
- 100 - rg\“ N QQ’ P Q> N Q .
| s TS sgb TES
[ == : T T ACT ACT

0 5 10 15 20 25 30
Days after tumor injection

Fig. 6. Effects of CD70-T vaccination in antitumor efficacy of adoptive T-cell therapy. (A-C) B6 mice (2 per group) were
adoptively transferred 5x10° naive Pmel-1 T cells on day 0, followed by immunization on day 1 with 3x10° hgp100:5-pulsed
GFP-T and CD70-T cells. Pmel-1 adoptive cell transfer (ACT) alone (ACT only) and dendritic cell vaccinated mice (DC) were
included for comparison. (A) Seven days after the immunization, in vivo expansion of Pmel-1 T cells (CD90.1*CD8 T cells)
in spleen was assessed. (B) The frequency of mgp100:-specific CD8 T cells in A was evaluated as in Fig. 1D. The results are
the sum of two independent experiments with two per group. Points and bars indicate values for each individual mouse
and SD, respectively. (C) Antigen-induced interferon y (IFNy)-secretions with freshly isolated CD8 T cells from pooled spleno-
cytes in A were evaluated as in Fig. 1E. Results represent the average number of spots from duplicate wells with SD (bars)
of the means. p-values were calculated using unpaired Student’s t test (ns, not significant; *p < 0.05, “*p < 0.01, ***p < 0.001).
(D, F) Antitumor effects of CD70-T immunization after Pmel-1 ACT. B6 mice (5 per group) were inoculated subcutaneously
(s.c.) on day 0 with 1x10° B16 cells and received 5x10° Pmel-1 cells on day 3 followed by vaccination with hgp100as-pulsed
GFP-T and CD70-T cells once (on day 4; D) or thrice (on day 4, 7, and 10; F, vertical arrows). For CD70-T_TriVax regimen,
TriVax was administered intravenously (i.v.) 5 days after CD70-T vaccination. Non-vaccinated mice (No vax), Pmel-1 ACT
alone (ACT only) and DC vaccinated mice (DC) were included for comparison. Tumor sizes were determined in individual
mice by measurements of two opposing diameters and are presented as tumor areas in mm? Points and bars indicate the
mean for each group of mice and SD, respectively. p-values were calculated using 2-way ANOVA test (ns, not significant;
***p <0.001). (E, G) In a parallel with D and F, respectively, mice (4 per group) were sacrificed on day 21, and the frequency
of Pmel-1 T cells in spleen and tumor site was evaluated. Points and SD indicate values for each individual mouse and SD,
respectively. p-values were calculated using unpaired Student’s t test (ns, not significant; *p < 0.05, **p < 0.01, ***p < 0.001).
These experiments were repeated twice with similar results. (Continued to the next page)
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T cells (Fig. 5E and F).

6. Effects of CD70-T vaccination in antitumor efficacy of
adoptive T-cell therapy

Although ACT utilizing antigen-specific CD8 T cells has
been explored to treat aggressive malignant diseases [20] as
one of promising modes of cancer immunotherapy, its imp-
lementation in the clinic remains challenging, and in some
instances the results are suboptimal. The effectiveness of
ACT depends evidently on the ability of the T cells to expand
and survive in vivo after infusion into the tumor-bearing
hosts. In view of this, we assessed the applicability of CD70-
T-cell vaccination to improve the therapeutic effectiveness of
adoptively transferred CD8 T cells obtained from Pmel-1
TCR transgenic mice. As shown in Fig. 6A, administration of
hgp100:5-loaded GFP-T and CD70-T after Pmel-1 ACT revea-
led similar level of in vivo expansion of Pmel-1 T cells as DC-
based vaccination. However interestingly, administration of
hgp100:5-loaded GFP-T was not quite as effective as CD70-T
in inducing lytic functional Pmel-1 T cells capable of recog-
nizing peptide-pulsed EL4 targets and B16 melanoma cells
(Fig. 6B and C). Subsequently, three modes of (DC-, GFP-T-,
and CD70-T-based) cellular vaccines were compared for
their ability to enhance the therapeutic efficacy of ACT with
Pmel-1 T cells against 3-day—established B16 melanoma. As
shown in Fig. 6D, mice with CD70-T and DC-based vaccina-
tion had modest therapeutic effects in comparison to Pmel-1
ACT alone and / or non-vaccinated mice, whereas GFP-T vac-
cination had negligible therapeutic effects. Measurements of
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the Pmel-1 T-cell numbers in spleens and tumor sites after
euthanatizing four mice on day14 showed that CD70-T was
the most effective vaccine in expanding and migrating into
tumor sites of the Pmel-1 T cells in comparison to other vac-
cination groups (Fig. 6E). Although this vaccination strategy
appears to be promising for ACT setting, we hypothesized
that the number of T cells that expand after vaccination
determine the antitumor effects of ACT. To further increase
T-cell numbers, we performed thrice cellular immunization
every 3 days beginning 1 day after ACT, including a CD70-
T_TriVax regimen where mice received CD70-T cells 1 day
after ACT and boosted TriVax once 5 days later. As shown
in Fig. 6F, three-time cellular vaccination strategy after ACT
substantially improved antitumor effects as compared to
one-time cellular vaccination, where CD70-T exhibited simi-
lar therapeutic efficacy as DC-based vaccination. Notably,
CD70-T_TriVax regimen showed remarkably superior anti-
tumor effects as compared to others strategies. Although
thrice vaccination with CD70-T revealed significantly migra-
ted Pmel-1 T cells in tumor site, CD70-T_TriVax regimen
were accompanied by a substantial improvement in the sus-
tained numbers of expanded Pmel-1 T cells in spleens and
tumor sites as measured on day21 (Fig. 6G). These overall
results imply that CD70-T_TriVax regimen led to high
expansion and migration of the Pmel-1 T cells into tumor
sites in comparison to other cellular vaccination strategies.
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Discussion

Over the past decades, numerous groups including ours
have devoted their efforts on developing reliable sources of
autologous APCs as an alternative to DCs capable of induc-
ing effective tumor-reactive T cells that can recognize and
eradicate malignant tumor cells. Mature DCs expressing high
level of costimulatory ligands along with MHC complex
were well known to be a cellular adjuvant that induces tumor
responsive CD8 T-cell responses in vitro and in vivo [3,21].
Moreover, DCs genetically modified to express immune-
stimulatory molecules, such as additional costimulatory lig-
ands CD70, CD40L, and FLT3L have derived enhanced T
cells responses in vitro and in vivo [4,5]. Though DC-based
cellular vaccines have been shown to be safe and apparently
immunogenic in cancer patients, DCs are present in human
peripheral blood cells in such small amounts that it is diffi-
cult to obtain sufficient cells for clinical applications, and
thus there are difficulties in making genetic modifications to
use as cell adjuvants [7]. In this aspect, our findings provide
a promising preclinical strategy in which using genetically
modified CD8 T cells co-expressing CD70 priming followed
by TriVax-boost immunization eliciting substantial antitu-
mor effects in a B16 melanoma model. In the clinical realm,
we and others have explored multimodality strategies of
engineering DCs to expand upon their maturation and mig-
ration capabilities in order to improve APC function and
antitumor efficacy [22-24]. Numerous studies have shown
that expression of costimulatory ligands CD70, CD80, OX40L,
and 4-1BBL on DCs connect with upregulation of cytolysis-
associated molecules and cytokine production, optimizing
T-cell responses [4,25]. Here, we present evidence that ex
vivo-modified T cells have potential to be applied as thera-
peutic APCs since large numbers can be obtained from a
small amount of peripheral blood and they can easily be
expanded in vitro to yield a pure and homogeneous popula-
tion. In view of this, earlier studies have shown that the
genetical modification of T cells to express CD80 and 4-1BBL
enables them to present exogenous antigens to activate T-cell
responses, and to exhibit enhanced in vitro proliferation and
survival as well as in vivo expansion and persistence by over-
coming the deficiency of APC-dependent costimulatory sig-
nals. In the present study, we demonstrated that CD8 T cells
modified with numerous costimulatory ligands CD70, CD80,
OX40L, and 4-1BBL could be used as an alternative APC
source using recombinant retroviruses, which elucidate sev-
eral properties of stable gene delivery vehicles. Particularly,
CD70-T cells were able to stimulate antigen-specific CD8 T
cells and elicited effective therapeutic antitumor effects,
which are consistent with previous studies demonstrating
that CD70-T mediated quantitative and qualitative effects on

effector CD8 T-cell formation induced potent antitumor
effects [26].

Recently, numerous reports have revealed the efficacy of
heterologous prime-boost strategies for generating an ampli-
fied number of antigen-specific high-avidity T cells to induce
potent immune anticancer immunity to various malignan-
cies. We have also shown a promising vaccination strategy
to achieve high levels of tumor-reactive CD8 T-cell responses
by heterologous combined administration of antigen-loaded
DCs and TriVax booster vaccination [3]. With this regard, we
pursued to evaluate heterologous CD70-T_TriVax vaccina-
tion strategy, replacing DC-based priming, by using T-cell-
based APCs as an alternative to DCs. Although adminis-
tration of poly-IC plus peptide after CD70-T priming could
induce secondary CD8 T-cell responses, the combination of
all three components of TriVax booster was more effective in
secondary expansion of primed CD8 T cells (Fig. 2A). More
importantly, TriVax containing anti-CD40 Abs was most
effective in producing potent secondary T-cell response, res-
ulting in higher antitumor effects than CD70-T priming and
CD70-T booster strategy (Fig. 3C). It has become clear that
multiple immune evasion mechanisms are present in tumor
sites where potently inhibit tumor-reactive CD8 T-cell res-
ponses. Interestingly, our results showed that the depletion
of CD4 T cells exhibited enhanced antitumor effects, though
the antitumor effects of CD70-T_TriVax immunization was
mediated principally by CD8 T cells, implying that CD4 T
cells (including CD4 T regulatory cells) played a vital role on
suppressing antitumor immunity and/or tumor growth.

So far, significant advances in potentiating antitumor effi-
cacy by reversing immune tolerance in tumor site have been
achieved through obstruction of immune checkpoints includ-
ing programmed death-1 (PD-1)/PD-L1 interactions. It has
been reported that PD-L1 is widely expressed on APCs such
as macrophages, DCs, and B cells, and upregulated in res-
ponse to inflammatory stimuli [27]. We and other have also
shown that PD-1/PD-L1 blockade prevents exhaustion of
tumor-reactive T cells in several malignancies, augmenting
effector function and longevity of antigen-specific T cells at
the tumor site [8,28,29]. A previous report demonstrated PD-
L1 expression on murine bone marrow-derived DCs and that
blockade of PD-1/PD-L1 interaction enhanced the number
of T cells infiltrating the tumor and augmented longevity of
tumor-reactive T cells in vivo [30]. Indeed, we observed that
the systemic administration of anti-PD-L1 Abs with CD70-
T_TriVax immunization led to an increase in the frequency
of tumor-reactive CD8 T cells that had higher antigen-recog-
nition functionality, resulting in enhancing antitumor effi-
cacy with the increase in overall T-cell numbers in tumor
sites (Figs. 4C and 5E). Our results also demonstrate that
CD70-T_TriVax strategy allows simultaneous induction of
CD8 T-cell responses to multiple epitopes derived from dif-
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ferent melanosome antigens, which elicits a significantly
improved therapeutic effect in comparison to that of CD70-
T_Trivax using a single antigenic peptide (Fig. 5C). It is well-
known that a variety of immunosuppressive mechanisms in
tumor sites are involved in promoting selective outgrowth
of new subclones that are defective on the expression of
immunogenic antigens, leading to become more heteroge-
neous subsets in a wide range of tumors [31]. Thus, our
multi-antigen-targeting CD70-T_Trivax strategy capable of
inducing large numbers of multivalent CD8 T cells potenti-
ates the applicability of these regimes to elicit significant
therapeutic antitumor benefits along with PD-L1 blockade,
which exhibited the amplified frequency of tumor-infiltrat-
ing T cells in tumor sites.

Lastly, we assessed whether CD70-T vaccination could
drive effective ACT against established B16 melanoma in the
absence of concomitant additional procedures (high-dose IL-
2 and/or lymphodepletion). In our results, ACT followed by
DC-based or genetically modified T-cell-based vaccination
increased Pmel-1 T-cell numbers; however, effective antigen-
specific CD8 T cells were expended only in DC-based and
CD70-T-based vaccination (Fig. 6). More interestingly, the
frequency of tumor-infiltrating Pmel-1 T cells augmented
only in CD70-T-based vaccinated mice (Fig. 6E). Our results
also reveal that a single cellular vaccination strategy after
ACT may not sufficient to obtain sufficient therapeutic ben-
efits, and the combination of CD70-T_TriVax with ACT strat-
egy was able to expand large numbers and long-lasting
Pmel-1 cells, eliciting substantial therapeutic antitumor
effects with enhanced tumor-infiltrating Pmel-1 T cells.

Overall, our findings suggest that in vitro expanded CD70-
T could serve as an alternative source of autologous APCs,
and the results from mice tumor models demonstrate the
applicability of a genetically modified CD70-T-based vacci-

nation strategy to the treatment of a broad variety of malig-
nant tumors to overcome the limitations of DC-based the-
rapeutic vaccines. Furthermore, administration of peptide-
based booster containing anti-CD40 Abs after CD70-T prim-
ing was substantially effective in producing potent secon-
dary expansion of primed CD8 T cells. Of those, good man-
ufacturing practice (GMP)-grade poly-IC is commercially
available and costimulatory agonistic antibodies including
anti-CD40 have been developed, which have undergone clin-
ical studies in some cancer patients [32-35]. More impor-
tantly, numerous human T-cell epitopes have been identified
for decades, and recent progress on application of neo-anti-
gen-derived peptide vaccines to cancer patients is rising
[36-38] because GMP-grade peptides containing T-cell epi-
topes are relatively easy to synthesize cost-effectively. Based
on recent knowledge on peptide vaccine, it is evident that
the selection of peptide formulations, adjuvants, and route
of administration used in most clinical studies were not opti-
mal. In view of this, cell-based vaccine prime and peptide
vaccine boost strategies may help further optimization of
cancer vaccine using synthetic peptide epitopes, and have a
feasibility for application in the clinic.
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