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ABSTRACT Major histocompatibility complex E (MHC-E) is a highly conserved non-
classical MHC-Ib molecule that tightly binds peptides derived from leader sequences
of classical MHC-la molecules for presentation to natural killer cells. However, MHC-E
also binds diverse foreign and neoplastic self-peptide antigens for presentation to
CD8™* T cells. Although the determinants of MHC-E-restricted T cell priming remain
unknown, these cells are induced in humans infected with pathogens containing
genes that inhibit the transporter associated with antigen processing (TAP). Indeed,
mice vaccinated with TAP-inhibited autologous dendritic cells develop T cells re-
stricted by the murine MHC-E homologue, Qa-1b. Here, we tested whether rhesus
macaques (RM) vaccinated with viral constructs expressing a TAP inhibitor would de-
velop insert-specific MHC-E-restricted CD8* T cells. We generated viral constructs co-
expressing SIVmac239 Gag in addition to one of three TAP inhibitors: herpes simplex
virus 2 ICP47, bovine herpes virus 1 UL49.5, or rhesus cytomegalovirus Rh185. Each
TAP inhibitor reduced surface expression of MHC-la molecules but did not reduce
surface MHC-E expression. In agreement with modulation of surface MHC-la levels,
TAP inhibition diminished presentation of MHC-la-restricted CD8" T cell epitopes
without impacting presentation of peptide antigen bound by MHC-E. Vaccination of
macaques with vectors dually expressing SIVmac239 Gag with ICP47, UL49.5, or
Rh185 generated Gag-specific CD8* T cells classically restricted by MHC-la but not

MHC-E. These data demonstrate that, in contrast to results in mice, TAP inhibition Citation Abdulhaqq SA, Wu H, Schell JB,
alone is insufficient for priming of MHC-E-restricted T cell responses in primates and Hammond KB, Reed JS, Legasse AW, Axthelm
. . . . MK, Park BS, Asokan A, Frih K, Hansen SG
+ 9 i 9 9 )
suggesF .that additional unknqwn mechanisms govern the induction of CD8* T cells Picker LI, Sacha JB. 2019, Vaceine-mediated
recognizing MHC-E-bound antigen. inhibition of the transporter associated with

antigen processing is insufficient to induce

IMPORTANCE Due to the near monomorphic nature of MHC-E in the human popu- 2 L )
major histocompatibility complex E-restricted

lation and inability of many pathogens to inhibit MHC-E-mediated peptide presenta- CD8* T cells in nonhuman primates. J Virol
tion, MHC-E-restricted T cells have become an attractive vaccine target. However, lit- 93:200592-19. https//doi.org/10.1128/JVI
00592-19.

tle is known concerning how these cells are induced. Understanding the underlying
mechanisms that induce these T cells would provide a powerful new vaccine strat-
egy to an array of neoplasms and viral and bacterial pathogens. Recent studies have
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known mechanisms regulate their induction.
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he major histocompatibility complex (MHC) gene locus is one of the most diverse

regions in the vertebrate genome, with over 13,000 individual MHC-la alleles
identified in the human population to date (1). In contrast to the profound diversity of
MHC-la molecules, MHC-E is among the most conserved of all primate MHC genes (2),
with only two functional HLA-E molecules expressed in the majority of the human
population (3). The constrained diversity of MHC-E is likely a consequence of its primary
role as a ligand for the NK cell CD94/NKG2 receptor. Through a mechanism dependent
on the transporter associated with antigen presentation (TAP), MHC-E presents the VL9
leader peptides from HLA-A, -B, -C, and -G, thus preventing lysis by NK cells (4-6).
However, in a TAP-deficient environment HLA-E is capable of presenting a broad array
of peptides (7, 8). Mass spectrometry of peptides eluted from surface-expressed HLA-E
on TAP-deficient cells identified over 500 unique self-peptides (8).

Certain viral and bacterial infections, which subvert surveillance via MHC-la-restricted
CD8* T cells by modulating MHC-la translation, trafficking, or peptide binding, also induce
MHC-E to bind virus-derived peptides and subsequently induce MHC-E-restricted T
cells. Mycobacterium tuberculosis, Salmonella enterica serovar Typhi, Epstein-Barr virus
(EBV), hepatitis C virus, and human cytomegalovirus (HCMV) (9-15) are able to prime
HLA-E-restricted T cells in vivo, with the phenotype of HLA-E-restricted CD8* T cells
depending on the specific pathogen. HLA-E-restricted CD8" T cells induced by M.
tuberculosis possess a Th2 phenotype, producing cytolytic enzymes such as granzyme
and perforin, but also interleukin-10 (IL-10) and IL-4, thereby facilitating control of M.
tuberculosis replication within monocytes (14). HLA-E-restricted CD8™* T cells induced by
S. enterica serovar Typhi vaccination are cytolytic and lyse bacterially infected target
cells (12). HCMV induces cytolytic, effector memory HLA-E-restricted CD8* T cells
targeting the HCMV UL40-encoded VL9 peptide when this viral mimic peptide is
mismatched against the VL9 sequences present in the host HLA-la leader sequences (9,
16). Vaccination of rhesus macaques (RM) with rhesus CMV (RhCMV) strain 68-1
expressing simian immunodeficiency virus (SIV) antigens (RhCMV/SIV) induces MHC-E-
restricted, SIV-specific CD8™ T cells that exhibit a uniform effector memory phenotype
with polyfunctionality for tumor necrosis factor alpha (TNF-a), gamma interferon
(IFN-v), and macrophage inflammatory protein 18 (MIP-1B) (17, 18). These strain 68-1
RhCMV/SIV-induced cellular immune responses stringently control and ultimately clear
pathogenic SIV replication in ~50% of vaccinated RM (18, 19). Thus, there is intense
interest in understanding the molecular determinants which give rise to MHC-E-
restricted CD8* T cells in vivo.

Although it remains unclear how pathogens prime MHC-E-restricted CD8* T cells,
recent reports indicate that modulators of TAP play a critical role in their induction. In
the mouse model, vaccination with monocyte-derived dendritic cells (moDCs) trans-
duced with the TAP inhibitor UL49.5 from bovine herpesvirus 1 (BHV-1) induces CD8*
T cells restricted by the HLA-E ortholog Qa-1b (20-22). In rhesus macaques, the RhCMV
strain 68-1 vector, which induces high-frequency MHC-E-restricted CD8* T cells, en-
codes a TAP-inhibiting homologue of the TAP-inhibitory US6 protein of HCMV (23).
Finally, both of the human pathogens EBV and HCMV prime HLA-E-restricted CD8* T
cells (9, 11, 16), and both encode potent TAP inhibitors (23-28). These data cumula-
tively suggest a central role of TAP inhibition in the priming of MHC-E-restricted CD8 "
T cells. Thus, we hypothesized that vaccination with a viral construct concomitantly
expressing a TAP inhibitor and SIVmac239 Gag would induce Gag-specific, MHC-E-
restricted CD8™ T cells. To pursue this hypothesis, we vaccinated rhesus macaques with
adenovirus type 5 (Ad5) and adeno-associated virus (AAV) vaccine constructs simulta-
neously expressing SIVmac239 Gag and a viral TAP inhibitor. Despite the ability of these
constructs to inhibit presentation of canonical MHC-la-restricted CD8* T cells in vitro,
we observed no induction of MHC-E-restricted, Gag-specific CD8" T cells in vivo. These
results suggest that inhibition of TAP alone is insufficient to elicit nonclassically
MHC-E-restricted CD8* T cells in nonhuman primates.
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RESULTS

Vaccine insert construction and functionality testing. In mice, vaccination with
UL49.5-transduced moDCs induced self-reactive CD8 T cell responses restricted by the
murine MHC-E ortholog Qa-1b (22, 29). To test whether delivery of antigen in the
setting of deficient TAP function could induce MHC-E-restricted T cells in nonhuman
primates, we designed vaccine vectors that coexpress SIVmac239 Gag and one of three
herpesvirus-derived TAP inhibitors: ICP47, UL49.5, or Rh185. Herpes simplex virus
(HSV)-derived ICP47 blocks the peptide binding site of TAP with high affinity, thus
preventing translocation of cytosolic peptides into the endoplasmic reticulum (ER)
(30-32). BHV-1-encoded UL49.5 inhibits TAP in two distinct ways: by preventing
translocation of TAP-bound peptide into the ER and by targeting the TAP subunits,
TAP-1 and TAP-2, for proteasomal degradation (33). Finally, HCMV US6 interferes with
TAP function by altering TAP’s conformation, thereby preventing ATP binding and
subsequent peptide translocation to the ER (26, 28, 34); the RhCMV US6 ortholog Rh185
also demonstrates potent TAP inhibition although the mechanism has not been
elucidated (23). To maximize coexpression of both SIVmac239 Gag and the selected
TAP inhibitor, the two genes were separated by a porcine teschovirus 2A site (Fig. 1A).
Self-cleaving viral 2A sites induce ribosomal skipping during protein translation, effec-
tively cleaving a nascent polypeptide and allowing for efficient coexpression by a single
promoter (35). Of the various newly discovered 2A sites, we selected P2A as it has been
frequently found to be the most efficient (36, 37). We placed Gag upstream of our TAP
genes as 2A cleavage results in multiple additional amino acids added to the C terminus
of the upstream protein, but only one proline is added to the N terminus of the
downstream protein, mitigating effects to secondary and tertiary protein structures
which could inhibit protein function (Fig. 1A). For tracking purposes, a Flag tag was
added to the C terminus of each TAP inhibitor. Previous work showed that C-terminal
tagging does not affect TAP inhibition (34, 38).

After packaging the vaccine inserts into a replication-incompetent Ad5 viral vector,
we first tested the cleavage efficiency of our constructs. Transduction of rhesus
lymphoblastoid B cell lines (BLCL) yielded high expression of each protein (Fig. 1B). Both
the UL49.5 and Rh185 vectors had highly efficient cleavage, with >76% and >72% of all
transduced BLCL costaining for the Flag-tagged TAP inhibitor and Gag p27, respectively. In
contrast, the ICP47 vector consistently exhibited both lower transduction efficiency and
lower dual staining for Gag p27 and Flag (30%) than for the UL49.5 and Rh185 vectors.
Despite these variations in expression efficiencies, sufficient coexpression was achieved
with all constructs to determine their effect on MHC-mediated antigen presentation to
CD8™* T cells.

Next, we examined the impact of TAP inhibition on the expression of classical
MHC-la molecules on the surface of transduced, Gag p27+ cells using the pan-MHC-I
reactive antibody (Ab) W6/32. As expected, we found that expression of SIVmac239 Gag
alone had no impact on MHC expression (Fig. 1C and D). In contrast, all three TAP
inhibitors reduced surface MHC-l to various degrees. ICP47 exhibited the weakest
effect, reducing MHC-I expression by approximately 20% (Fig. 1C). Although there was
a consistent trend toward lower MHC-I levels, we found no statistically significant
difference in MHC-I regulation between ICP47-expressing and nontransduced BLCL
(Fig. 1D). In contrast, expression of UL49.5 or Rh185 efficiently reduced MHC-I surface
levels by 40% and 42%, respectively, in a statistically significant manner (Fig. 1C and D).

As W6/32 is a pan-MHC-I antibody staining both classical and nonclassical MHC-I
molecules, including HLA-E (39, 40), we examined BLCL from macaques expressing
Mamu-A1*001:01 (Mamu-A*01) in order to specifically compare expression of the
classical MHC-la allele Mamu-A*01 to that of the nonclassical Mamu-E molecule. When
analysis was restricted specifically to Mamu-A*01 via use of a Mamu-A*01-specific
antibody, reduced surface MHC-la expression was more striking. ICP47 remained
consistently weak, only lowering Mamu-A*01 levels by 33% (Fig. 1E and F). However,
UL49.5 and Rh185 lowered Mamu-A*01 expression by 57% and 66%, respectively (Fig.
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FIG 1 ICP47, UL49.5, and Rh185 inhibit TAP function in rhesus macaque Cells. (A) Schematic of three vector inserts inclusive of SIVmac239 Gag and the
Flag-tagged TAP inhibitors ICP47 (HSV-2), UL49.5 (BHV-1), or Rh185 (RhCMV), separated by 2A peptide derived by porcine teschovirus-1. The resulting cleavage
during peptide synthesis yields an additional 18 amino acids attached at the C terminus of Gag but only one proline added to the N terminus of the selected
TAP inhibitor. (B) Representative flow cytometry data of SIVmac239 Gag p27 and Flag-tagged TAP inhibitor expression in BLCL transduced at a multiplicity of
infection of 2,000 with Ad5/Gag, Gag-P2A-ICP47, Gag-P2A-UL49.5, or Gag-P2A-Rh185. (C and D) Staining of BLCL with pan-MHC-I antibody (W6/32) showed that
MHC-I expression was significantly suppressed as a consequence of TAP inhibition. G.MFI, geometric mean fluorescence intensity. Panel C shows representative
flow cytometry data from one animal, while panel D shows data compiled from multiple RM. (**, P < 0.001). (E and F) Subset analysis on A*01 surface expression
using RM that were positive for the MHC-la allele Mamu-A*01. After transduction with Ad5 viral vectors, this subset was stained with an antibody specific to
Mamu-A*01. With the smaller subset, only Rh185 transduced BLCL reach statistical significance (**, P < 0.001). Panel E shows representative flow cytometry data
from one animal, while panel F shows data compiled from multiple RM. (**, P < 0.001). (G and H) The BLCL from the experiments described in panels C and
D were stained with the MHC-E-specific 4D12 antibody, and surface MHC-E was assessed. Panel G shows representative flow cytometry data from one animal,
while panel H shows compiled data from multiple RM. (I) Representative flow cytometry data of SIVmac239 Gag p27 and Flag-tagged TAP inhibitor expression
in monocyte-derived macrophages (VDM) transduced at a multiplicity of infection of 2,000 with Ad5/Gag-P2A-Rh185, Ad5/Gag-P2A-UL49.5, or Ad5 expressing
green fluorescent protein (GFP). Posttransduction MDM from Mamu-A*01-positive RM were stained for surface Mamu-A*01 expression (J) and surface Mamu-E
expression (K). Values shown in panels D, F, H, J, and K are background subtracted. NT, not transduced.

1D). To examine Mamu-E surface levels in the setting of TAP inhibition, we utilized the
MHC-E binding antibody 4D12, which we previously demonstrated does not bind
classical alleles like Mamu-A*01 (17, 41). In contrast to the impact of TAP inhibition on
classical MHC-la molecules, we observed no significant impact on MHC-E levels due to
abrogated TAP function (Fig. 1G and H). These findings confirm that the TAP inhibitors
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UL49.5 and Rh185 are active in rhesus macaque cells and potently inhibit TAP, which
subsequently reduces surface Mamu-la expression. In contrast, TAP inhibition did not
lower surface levels of the nonclassical Mamu-E molecule in this in vitro system. To
confirm these results in a primary cell type, we generated monocyte-derived macro-
phages (MDM) from Mamu-A*01*+ RM and examined the impact of transduction with
the Ad5 vectors simultaneously expressing Gag and Rh185 or UL49.5 on surface
Mamu-A*01 and Mamu-E expression in these cells (Fig. 11). Similar to our results in
immortalized BLCL, MDM transduced to express TAP inhibitors exhibited lower levels of
Mamu-A*01 on the cell surface (Fig. 1J) while no statistically significant change in
Mamu-E expression was observed (Fig. 1K); moreover, these results confirmed that
Rh185 had a stronger effect in RM cells than UL49.5.

TAP inhibition lowers antigen recognition by MHC-la-restricted CD8* T cells
but does not impact MHC-E-restricted CD8* T cell recognition. TAP inhibition and
subsequent surface MHC-la downregulation from the cell surface diminishes CD8* T
cell recognition of MHC-I-bound antigen in both murine and human cells (22, 25, 42).
Thus, we next sought to determine if a similar phenomenon would occur in TAP-
deficient rhesus macaque cells. To measure the impact of TAP inhibition on CD8* T cell
recognition of MHC-la-bound antigen, we coincubated CD8™ T cell lines recognizing
either Mamu-A*01-restricted Gag,g;_150 CM9 (CM9) or Mamu-A1*002:01 (Mamu-A*02)-
restricted Gag,,_,o GY9 (GY9) epitope with a BLCL line positive for both Mamu-A*01
and Mamu-A*02, which had been transduced with the Ad5 vectors described above.
Levels of MHC-la downregulation in transduced BLCL were similar to those described
above, with Rh185 again showing the most potent effect (Fig. 2A). The GY9 and CM9
lines were most responsive to BLCL pulsed with saturating levels of exogenous peptide,
with nearly 75% of all CD8" T cells within the GY9 line responding to peptide (Fig. 2B
and D). Responses to Gag-transduced BLCL were notably lower than those with
exogenous peptide but significantly higher than those to BLCL transduced with vectors
dually expressing Gag and a TAP inhibitor. Suppression of CD8* T cell recognition of
cognate Gag antigen presented in the context of both Mamu-A*01 and Mamu-A*02
correlated with the magnitude of reduced surface MHC-la expression (Fig. 1D and F).
ICP47 had the smallest effect on CD8" T cell recognition, which was statistically
significant only in experiments with the CM9 cell line (Fig. 2C). UL49.5 was more
effective at blocking CD8* T cell responsiveness, reducing cytokine secretion by 15%
and 20% in CM9 and GY9 experiments, respectively (Fig. 2C). Rh185, which had the
greatest impact on surface MHC-la expression, was also the most effective at suppress-
ing CD8™" T cell recognition, with responses 50% and 62% lower in CM9 and GY9 lines
than the response to BLCL transduced with only Gag (Fig. 2C and D).

Loading of MHC-E with MHC-la-derived leader sequences occurs via a TAP-
dependent method (5, 43). However, TAP-independent loading of MHC-E with viral
antigen has been reported previously (44, 45). To examine the effect of TAP inhibition
on CD8* T cell recognition of MHC-E-bound antigen, we utilized peripheral blood
mononuclear cells (PBMC) from rhesus macaque Rh22607 as effector cells in an
intracellular cytokine staining (ICS) assay. We previously demonstrated that this strain
68-1 RhCMV/Gag-vaccinated macaque mounts strong Gag-specific CD8% T cell re-
sponses restricted by either MHC-Il or MHC-E (17). Similar to the experiments with
classically MHC-la-restricted CD8* T cells described above, we again used Ad5 trans-
duced BLCL as antigen-presenting cells (APCs). As before, TAP inhibitors significantly
reduced MHC-la expression (Fig. 3A, top panel) with no impact on MHC-E expression
(Fig. 3A, bottom panel). In contrast to the diminished recognition of TAP-inhibited cells
by MHC-la-restricted CD8* T cells, unconventionally MHC-E-restricted Gag-specific
CD8* T cells responded comparably to BLCL expressing Gag alone or in combination
with a TAP inhibitor (Fig. 3C). As immunization with strain 68-1 RhCMV/Gag elicits both
MHC-II- and MHC-E-restricted CD8* T cells, we blocked MHC-II-restricted responses
with the class ll-associated invariant chain (CLIP) peptide that inhibits MHC-Il-bound
antigen presentation (17, 46). In the setting of MHC-II blockade, TAP inhibition did not
impact MHC-E-restricted CD8* T cell recognition of Gag antigen (Fig. 3C). Finally, we
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FIG 2 MHC-la-restricted T cells have reduced recognition of TAP-inhibited targets. (A) Surface MHC-I levels on the Ad5
transduced heterologous BLCL (Mamu-A*01/A*02+) used as effectors to test the impact of TAP inhibition on MHC-la-
restricted CD8* T cell recognition. G.MFI, geometric mean fluorescence intensity. (B) Representative ICS data of Gag
GY9-specific CD8* T cells in response to coincubation with the antigen-presenting cells indicated above each plot. (C)
Activation of Gag CM9-specific CD8* T cells as measured by secretion of TNF-a and/or IFN-y in response to
coincubation with exogenous peptide or BLCL antigen-presenting cells infected with the indicated Ad5 vectors (¥,
P < 0.01; ****, P < 0.0001). (D) Activation of Gag GY9-specific CD8* T cells as measured by secretion of TNF-« and/or
IFN-v, in response to coincubation with exogenous peptide or BLCL antigen-presenting cells infected with the indicated
Ad5 vectors (¥, P < 0.01; ****, P < 0.0001).

confirmed that CD8* T cell recognition in the setting of CLIP blockade was indeed
MHC-E restricted by adding saturating exogenous levels of the MHC-la-derived leader
peptide VL9, which inhibits MHC-E-bound antigen presentation (17). Therefore, in
contrast to MHC-la-presented peptide antigen, TAP inhibition does not significantly
alter presentation of MHC-E-bound peptide to CD8* T cells.

Immunization of nonhuman primates with viral constructs that inhibit TAP
does not induce MHC-E-restricted CD8* T cells. After confirming that our vaccine
vectors dually expressing Gag and a TAP inhibitor diminished presentation of MHC-la-
bound, but not MHC-E-bound, Gag peptide antigen, we next tested whether immuni-
zation of nonhuman primates with these vectors would induce Gag-specific, MHC-E-
restricted CD8" T cells. We inoculated six Mamu-A*01+ rhesus macaques, two per
group, with viral vectors expressing Gag-ICP47, Gag-UL49.5, or Gag-Rh185 (Fig. 4A).
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FIG 3 TAP inhibition does not reduce antigen recognition by MHC-E-restricted T cells. (A) Surface MHC-l and MHC-E levels on the autologous Ad5 transduced
BLCL used as effectors to test the impact of TAP inhibition on MHC-E-restricted CD8* T cell recognition. G.MFI, geometric mean fluorescence intensity. (B)
Representative ICS data of CD8* T cells from strain 68-1 RhCMV/Gag-vaccinated animal Rh22607 in response to coincubation with autologous BLCL
transduced with the Ad5 vector as indicated on the y axis. To confirm that responses were indeed MHC-E restricted and not MHC-II restricted, the ICS was
performed in the presence of saturating exogenous CLIP or VL9 peptide as indicated. (C) Compiled data of three separate ICS experiments utilizing animal
Rh22607 done with saturating exogenous CLIP peptide to specifically examine MHC-E-restricted responses (P = 0.48).

Animals were primed with 102 viral particles (vp) of each Ad5 vector, followed by a
boost of 103 vp of AAV1 expressing the same construct at 12 weeks postpriming. All
macaques developed Gag-specific CD8™" T cells, but the response was almost entirely
directed at the Mamu-A*01-restricted, immunodominant Gag CM9 CD8* T cell epitope
(Fig. 4A). One macaque in the study coexpressed Mamu-A*02 and received the Gag-
Rh185 vectors. In this animal, we did not detect the immunodominant Mamu-A*02-
restricted Gag GY9-specific CD8* T cell response until after AAV1 boost. However, in
contrast to the emergence and longitudinal presence of Gag-specific, MHC-la-restricted
CD8™ T cell responses in all six vaccinated animals, no MHC-E-restricted CD8" T cell
response was observed in any animal at any time point against the previously de-
scribed Gag,,6_»g4 RL9 (RL9) or Gag,g,_ 490 EK9 (EK9) supertopes, epitopes universally
targeted by MHC-E-restricted CD8" T cell responses in strain 68-1 RhCMV/Gag-
vaccinated macaques (17). These results suggested that immunization with TAP
inhibitor-expressing viral vectors is insufficient to prime MHC-E-restricted CD8* T cell
responses in nonhuman primates.

It remained possible, however, that vaccination in the setting of TAP inhibition
might prime MHC-E-restricted CD8™" T cells responding to Gag epitopes other than the
previously described RL9 and EK9 epitopes (17). Therefore, to more stringently test for
the presence of MHC-E-restricted CD8* T cells in animals that received a TAP inhibitor-
based vaccine, we next assayed for the presence of any MHC-E-restricted, Gag-specific
CD8™ T cell response by performing ICS using a Mamu-E*02:11 transfectant pulsed with
either all 124 15-mer peptides spanning the entire SIVmac239 Gag open reading frame
(ORF) or all 11 previously identified Mamu-E-restricted CD8" T cell minimal optimal Gag
epitopes (E minimals) (17). We included Gag ORF- or CM9-pulsed Mamu-A*01+ BLCL
stimulation to measure bulk MHC-I-restricted responses, and we used PBMC from the
vaccinated macaques 1 week post-AAV1 boost as effectors. As expected, CD8" T cells
from the strain 68-1 RhCMV/Gag-vaccinated Mamu-A*01*+ animals Rh22607 and
Rh21826 did not react against CM9 yet robustly responded to Mamu-E*02:11 pulsed
with either Gag ORF or the pool of all previously identified MHC-E-bound Gag minimal
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FIG 4 Vaccination of rhesus macaques with viral vectors inclusive of a TAP inhibitor does not induce MHC-E-restricted T cells. (A) Macaques were vaccinated
with an Ad5 prime followed by AAV1 boost at 12-weeks postpriming using one of the three inserts indicated: Gag-P2A-ICP47, Gag-P2A-UL49.5, or
Gag-P2A-Rh185. An IFN-vy ELISpot assay was done weekly using peptide pools spanning the entire Gag protein. These responses were summed to give the
total SIV Gag response. Additionally, minimal optimal peptides for SIV-specific responses restricted by Mamu-A*01 (CM9), Mamu-A*02 (GY9), and Mamu-E (RL9
and EK9) were included separately at each time point. (B) Representative ICS results of CD8* T cells from the strain 68-1 RhCMV/Gag-vaccinated Mamu-A*01+
macaque Rh21826, the Ad5/Gag-P2A-UL49.5-vaccinated Mamu-A*01+ macaque Rh29804, and the Ad5/Gag-P2A-ICP47-vaccinated Mamu-A*01* macaque
Rh31520 are shown following coculture with the indicated antigen-presenting cells pulsed with the indicated peptide(s). E Min, a pool of 11 previously defined
minimal optimal SIVmac239 Gag-derived peptides presented by Mamu-E (17). (C) Cumulative results from ICS assays using PBMC from two strain 68-1
RhCMV/Gag-vaccinated macaques and all six macaques that received an Ad5 prime/AAV1 boost regimen concomitantly expressing SIV Gag and a TAP inhibitor
following incubation with the indicated antigen-presenting cells pulsed with the indicated peptide(s). The dashed line indicates the limit of detection (median
background cytokine secretion) of the ICS assay. 11 Minimals, a pool of 11 previously defined minimal optimal SIVmac239 Gag-derived peptides presented
by Mamu-E (17).

epitopes (Fig. 4B, top panels, and Fig. 4C). In contrast, CD8" T cells from every animal
that received a Gag/TAP inhibitor vaccine responded only to BLCL pulsed with Gag ORF
and CM9, with no response to Gag peptide presented in the context of Mamu-E*02:11
(Fig. 4B and Q). Thus, we did not find evidence that TAP inhibition alone can induce
MHC-E-restricted T cells in the macaque model.

DISCUSSION

To our knowledge, this is the first study investigating the effects of TAP
inhibitor-based vaccines on cellular immunity in nonhuman primates. We show that
the TAP inhibitors ICP47, UL49.5, and Rh185 are functional and substantively reduce
surface levels of MHC-la, but not MHC-E, in rhesus macaque BLCL. The ability of TAP
inhibition to reduce MHC-la surface levels agrees with studies using these inhibitors
in human cells (25). Reduced MHC-la expression on target cells corresponded with
reduced recognition by MHC-la-restricted T cells but not MHC-E-restricted T cells.
Although TAP inhibition did not abrogate MHC-E-restricted T cell recognition in
vitro, vaccination with a TAP inhibitor was not sufficient to induce MHC-E-restricted
T cells in rhesus macaques in vivo. These results suggest that mechanisms either
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separate from, or in addition to, TAP inhibition are responsible for MHC-E-restricted
CD8™* T cell priming.

van Hall and colleagues previously reported that vaccination of mice with
TAP-deficient dendritic cells primed CD8* T cells restricted by Qa-1b, the mouse
homologue of MHC-E (21, 47, 48). These CD8™" T cells specifically recognized and
lysed TAP-deficient cancer cells in a Qa-1b-restricted fashion, and the epitopes
targeted by these Qa-1b-restricted T cells were collectively termed T cell epitopes
associated with impaired peptide processing (TEIPP) (29). While TEIPP-specific CD8™
T cells recognizing neoantigens from TAP-deficient tumors exist within the human
population, these unique CD8* T cells are restricted by classical HLA-la molecules
and not HLA-E (42, 49). The results of our TAP inhibition vaccine study agree with
these observations and suggest either that specific cell subsets must be directly
targeted or that the requirements for priming MHC-E-restricted CD8* T cells are
sharply divergent between mice and primates. Independent of the mechanism, the
study presented here indicates that loss of TAP function alone is insufficient to elicit
MHC-E-restricted T cells in primates.

Additional evidence that TAP deficiency alone is insufficient to induce MHC-E-
restricted CD8" T cells comes from clinical case studies of an extremely rare
autosomal recessive, primary immunodeficiency caused by mutations in the TAP1
or TAP2 subunit. TAP deficiency syndrome, or bare lymphocyte syndrome (BLS), is
defined by lack of expression of either TAP1 or TAP2 subunits, which completely
abrogates formation of a functional TAP heterodimer (50). Although these patients
exhibit low frequencies of ap T cells, they retain functional cellular immunity and
do not suffer from chronic viral infections. Indeed, antiviral EBV-specific CD8* T
cells exist and can be isolated from BLS patients (51, 52). Despite being primed in
a completely TAP-deficient environment, an EBV-specific T cell clone generated
from a BLS patient was restricted by HLA-B, a classical MHC-la allele, and not by
HLA-E. Of note, BLS patients are not devoid of surface HLA-E expression, with
equivalent expression of HLA-E on monocytes derived from a BLS patient compared
to the levels of healthy controls that have intact TAP function (53). While our results
of unchanged Mamu-E levels on the surface of MDM transduced to express the
Rh185 TAP inhibitor agree with these results from monocytes isolated from TAP-
deficient BLS patients, it is possible that these observations are cell type dependent.
Although no exhaustive studies focused on identifying HLA-E-restricted CD8" T
cells in BLS patients have been performed to date, the published studies referenced
above are in alignment with our vaccination results that TAP deficiency alone is
insufficient to elicit MHC-E-restricted T cells in humans. In further support of our
conclusion that mechanisms other than TAP inhibition are involved in the priming
of MHC-E-restricted T cells, we previously demonstrated that A182-189 RhCMV, a
strain 68-1 vector missing the critical immune evasion genes Rh182 to Rh189
including the TAP inhibitor Rh185, still gives rise to unconventionally MHC-
restricted CD8" T cells (46). Of note, the A182-189 RhCMV/Gag vector elicited
classically MHC-la-restricted Gag-specific CD8* T cells in addition to, not instead of,
unconventionally MHC-restricted T cells. Therefore, the generation of unconven-
tionally MHC-E-restricted and classically MHC-la-restricted CD8* T cells does not
appear to be mutually exclusive.

While TAP inhibition alone is insufficient to induce MHC-E-restricted CD8* T cells, it
remains unknown if TAP inhibition is involved in priming MHC-E-restricted T cells in
primates. Although loading of the MHC-la leader sequences into MHC-E is TAP depen-
dent (54), the results presented here demonstrate that alternate, TAP-independent
routes of antigen loading exist. Further studies focused on strain 68-1 RhCMV, which
induces a high frequency of MHC-E-restricted CD8 T cells in rhesus macaques (17), will
likely be key to unravelling the precise mechanism involved. In addition to the
TAP-inhibiting US6 family of proteins, RhCMV, like HCMV, includes multiple immuno-
regulatory gene families impacting all aspects of antigen processing and presentation
(55). Indeed, the HCMV UL40 glycoprotein encodes its own VL9 leader sequence, which
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upregulates HLA-E expression on HCMV-infected cells (45). Future work examining the
role of the myriad of CMV-encoded immunoevasion, cell tropism, and chemokine genes
will be critical in understanding how MHC-E-restricted CD8* T cell responses are
elicited in vivo.

MHC-E-restricted CD8* T cells remain a highly attractive target for cancer and
infectious disease immunotherapy. T cells specific to antigens expressed on solid and
nonsolid tumor cells have shown great promise in the clinic. Injection of the bacillus
Calmette-Guérin (BCG) vaccine into bladder cancer tumors to induce tumor-specific T
cells has been standard care for decades (56). Moreover, tumor-specific antigen vac-
cines have successfully led to tumor regression in multiple clinical trials (57). However,
the necessity of sustained MHC-la expression to present antigen to cancer- or
pathogen-specific aB T cells is a significant roadblock to such therapies. Loss of MHC-la
expression on tumors cells with subsequent immune escape is extremely common (58).
For example, up to 90% of examined cervical cancer tumors exhibit partial or complete
loss of MHC-la expression (59). Conversely, increased expression of the nonclassical
MHC-E molecule is extremely common in multiple cancers, including renal cell and
colorectal carcinomas (60, 61) and ovarian and cervical cancers (62). This heightened
expression serves to suppress NK cell function against tumor cells through interaction
with CD94/NKG2A. Likewise, many viruses, including human immunodeficiency virus
(HIV) and herpesviruses dampen CD8* T cell and NK surveillance by lowering MHC-la
and increasing MHC-E expression, respectively (24, 45, 63, 64). While upregulation of
MHC-E expression on the surface of neoplastic and virally infected cells evades NK-
mediated cytotoxicity, it leaves them vulnerable to lysis by MHC-E-restricted CD8* T
cells. Therefore, MHC-E-restricted CD8" T cells represent a powerful tool for immuno-
therapy, and understanding the determinants of their priming is critical for harnessing
them for clinical applications.

MATERIALS AND METHODS

Animals. Nine nonhuman primates were utilized in this study. All animals were cared for at the
Oregon National Primate Research Center (ONPRC) with the approval of the ONPRC Animal Care and Use
Committee using the standards of the NIH-approved Guide for the Care and Use of Laboratory Animals
(65). All procedures were conducted under anesthesia (intramuscular administered ketamine, 10 to
20 mg/kg).

Viral constructs. SIVmac239 Gag AAV65320.1, Rh185 YP_068274, ICP47 (HSV-2 YP_009137225.1),
and UL49.5 NP_045309 sequences were obtained from GenBank and codon optimized for human using
Integrated DNA Technology’s online tool. Genes with the following modifications were synthesized by
GeneScript: EcoRI-SIVMac239Gag-BamHI_P2A_Kpnl and each TAP inhibitor were synthesized with Kpnl-
(TAP inhibitor)-Agel-Flag-Notl. SIVMac239 Gag-P2A was first cloned into AAV using EcoRI and Kpnl. Each
TAP inhibitor-Flag construct was then cloned into the SIVMac239 Gag-P2A AAV vector using Kpnl and
Notl sites, creating SIVMac239 Gag-P2A-(TAP inhibitor)-Flag constructs. Subsequently, those constructs
were cloned into ViraQuest Ad5 CMVK vectors using EcoRl and Notl sites. Ad5 and matching AAV1
vectors were produced by Viraquest and the University of North Carolina vector core, respectively, as
previously described (66, 67). For the three vaccine groups, Ad5 prime was intramuscularly injected over
the lateral aspect of the upper arm and lateral in 500-ul aliquots of Ad5 vector containing 5 X 10'" vp
each using a 3-ml syringe fitted with a 23-gauge, 1-inch needle. Using the same procedure an AAV1 dose
of 10"3 vp with matching vaccine insert was delivered as a boost 12 weeks subsequent to priming.

APC preparation. B lymphoblastoid cell lines (BLCL) were generated by infecting macaque PBMC
with herpesvirus papio as previously described (46). A mammalian expression vector for Mamu-E*02:11
was generated by ligating the full-length Mamu-E*02:011 coding sequence into pCEP4 Hindlll/Notl
restriction sites. The plasmid was cloned in DH5a Escherichia coli (Life Technologies), the sequence was
confirmed, and it was electroporated into MHC-I-negative K562 cells using an Amaxa Nucleofector kit C
(Lonza), program G-016. Transfected cells were maintained on drug selection (hygromycin B; Corning)
and routinely confirmed for surface expression of MHC-I by staining with pan-MHC-I Ab clone W6/32
alongside negative-control K562 cells. BLCL were transduced with Ad5 utilizing ViroMag transduction
reagent (Ozbiosciences, CA) according to the manufacturer’'s recommendation. Briefly, cells were plated
in 24-well plates at 2 X 106 per ml in complete medium (RPMI 1640 medium with 10% fetal bovine serum
[FBS]). ViroMag beads were incubated with 4 X 10° viral particles (vp) of Ad5 for 15 min at room
temperature. Beads/Ad5 were then added to BLCL, and the plate was briefly spun at 1,600 X g. The plate
was then placed on top of a manufacturer’'s magnet and incubated at 37°C with 5% CO, for 15 min.
Transduction was assessed at 2 days postinfection. Cells were stained with SIV Gag p27 antibody
conjugated in-house to fluorescein isothiocyanate (FITC) using a FluoReporter FITC protein labeling kit
(Invitrogen, CA) and anti-DYKDDDDK (Miltenyi Biotec). Live/Dead Fixable Near Infra-Red Dead Cell Stain
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(Life Technologies) was used to assess cell viability. MHC-E staining was done as previously described
with antibody 4D12 (HLA-E), grown and purified in-house as described previously (68).

Monocyte-derived macrophages. Monocyte derived macrophages (MDM) were derived as previ-
ously described (69). Briefly, CD14* monocytes were isolated via magnetically activated cell sorting
(MACS) using CD14 microbeads (Miltenyi Biotec) and incubated in 50% fresh R10 medium (RPMI medium
plus 10% fetal calf serum [FCS]) and 50% KPB-M15-conditioned R10 medium supplemented with
10 ng/ml macrophage colony-stimulating factor (M-CSF; Sigma) for 6 days, with feeding every other day.
MDM were consistently >95% CD14*.

T cell tetramer staining and assays. Approximately 1 X 106 to 2 X 10 cells were placed in 50 to
100 ul of RPMI 1640 medium (with 10% FBS) for tetramer staining purposes. Tetramer was added at a
final concentration of 100 nM, and cells were incubated in the dark at room temperature for 1 h.
Surface-staining antibodies were then added, and cells were incubated for an additional 30 min in the
dark at room temperature. Cells were then washed once with 1X phosphate-buffered saline (PBS) and
fixed with 2% paraformaldehyde (PFA). CD8* T cell lines were generated as previously described (70).
Briefly, PBMC from a Mamu-A*01 or Mamu-A*02 SIV-infected RM were stimulated weekly with irradiated
autologous BLCL pulsed with the peptide of interest and cultured in R15 medium (RPMI 1640 with 10%
fetal bovine serum) supplemented with 500 U/ml IL-2 (National Institutes of Health AIDS Reagent
Program). Mamu-A*01-restricted Gag,g, 150 CM9 and Mamu-A*02-restricted Gag,,_,, GY9 T cell lines
were 91% and 87% specific for their cognate antigens as determined by MHC tetramer staining,
respectively.

Intracellular cytokine staining. PBMC or CD8* T cell lines were incubated with peptide-pulsed APCs
or transduced BLCL and the costimulatory molecules CD28 and CD49d (BD Biosciences) for 1 h, followed
by addition of brefeldin A (Sigma-Aldrich) for an additional 8 h. Costimulation with unpulsed APCs served
as background controls. The MHC association (MHC-E or MHC-II) of response(s) against transduced BLCL
was determined by preincubating BLCL for 1 h at 37°C (prior to combining effector and target cells and
incubation per the standard ICS assay) with the following blockers: (i) the MHC-II-blocking CLIP peptide
(MHC-ll-associated invariant chain, amino acids [aa] 89 to 100; 20 uM) and (ii) the MHC-E-blocking VL9
peptide (VMAPRTLLL; 20 wM), alone or in combination (blocking reagents were not washed but remained
throughout the assay). Stimulated cells were stained, collected, and analyzed as previously described
(17). Briefly, cells were washed with 1X PBS, surface stained for 30 min, washed with PBS, fixed with 2%
paraformaldehyde, permeabilized with medium B buffer (ThermoFisher), and stained intracellularly for
1 h. Antibodies used in this study included the following: anti-CD3 (clone SP34-2, conjugated to Pacific
Blue; BD Biosciences), anti-CD8 (clone SK1, conjugated to TruRed; BD Biosciences), anti-CD4 (clone L200,
conjugated to phycoerythrin [PE]-Cy7; BD Biosciences), anti-IFN-y (clone B27 conjugated to FITC; BD
Biosciences), and anti-TNF (monoclonal antibody 11 [MAb11] conjugated to allophycocyanin [APC]; BD
Biosciences). Live/Dead Fixable Near Infra-Red Dead Cell Stain (Life Technologies) was used to assess cell
viability. Sample collection was performed on an LSR-II instrument (BD Biosciences), and analysis was
conducted with FlowJo software (Tree Star).

IFN-vy ELISpot assay. Gamma interferon (IFN-y) enzyme-linked immunosorbent spot (ELISpot) assays
were done as prescribed by the manufacturer (Mabtech, Sweden). Briefly 96-well ELISpot plates were
washed with 1X PBS and blocked with complete medium (RMPI 1640 medium with 10% FBS). Longi-
tudinal PBMC (10°) samples were added in duplicate to plate wells. Cells were stimulated by SIVmac239
Gag peptide pools obtained through the AIDS Reagent Program, Division of AIDS, NIAID, NIH. After 17 h
of incubation, cells were removed, and plates were incubated with biotinylated IFN-y detection antibody
(7-B6-1) for 2 h at room temperature. The plates were washed, streptavidin-alkaline phosphate (ALP) was
added, and the plates incubated for an additional hour. Following a subsequent wash, plates were
developed with 5-bromo-4-chloro-3-indolylphosphate/nitroblue tetrazolium (BCIP/NBT) substrate. The
reaction was stopped with water after clear spots developed. Plates were read with an AID ELISpot plate
reader (AID, Germany).

Statistical analysis. Due to small sample sizes, we did not assess the normality of our data and
utilized nonparametric tests throughout our analyses. For group comparisons, we used a Kruskal-Wallis
test followed by a post hoc Dunn'’s test to evaluate differences between each column.
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