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ABSTRACT

Human immunodeficiency virus (HIV)- and simian immunodeficiency virus (SIV)-specific CD8" T cells are typically largely
excluded from lymphoid B cell follicles, where HIV- and SIV-producing cells are most highly concentrated, indicating that B cell
follicles are somewhat of an immunoprivileged site. To gain insights into virus-specific follicular CD8™ T cells, we determined
the location and phenotype of follicular SIV-specific CD8* T cells in situ, the local relationship of these cells to Foxp3™ cells, and
the effects of CD8 depletion on levels of follicular SIV-producing cells in chronically SIV-infected rhesus macaques. We found
that follicular SIV-specific CD8" T cells were able to migrate throughout follicular areas, including germinal centers. Many ex-
pressed PD-1, indicating that they may have been exhausted. A small subset was in direct contact with and likely inhibited by
Foxp3™ cells, and a few were themselves Foxp3*. In addition, subsets of follicular SIV-specific CD8" T cells expressed low to
medium levels of perforin, and subsets were activated and proliferating. Importantly, after CD8 depletion, the number of SIV-
producing cells increased in B cell follicles and extrafollicular areas, suggesting that follicular and extrafollicular CD8" T cells
have a suppressive effect on SIV replication. Taken together, these results suggest that during chronic SIV infection, despite high
levels of exhaustion and likely inhibition by Foxp3* cells, a subset of follicular SIV-specific CD8* T cells are functional and sup-
press viral replication in vivo. These findings support HIV cure strategies that augment functional follicular virus-specific CD8*
T cells to enhance viral control.

IMPORTANCE

HIV- and SIV-specific CD8* T cells are typically largely excluded from lymphoid B cell follicles, where virus-producing cells are
most highly concentrated, suggesting that B cell follicles are somewhat of an immunoprivileged site where virus-specific CD8* T
cells are not able to clear all follicular HIV- and SIV-producing cells. To gain insights into follicular CD8* T cell function, we
characterized follicular virus-specific CD8* T cells in situ by using an SIV-infected rhesus macaque model of HIV. We found
that subsets of follicular SIV-specific CD8* T cells are able to migrate throughout the follicle, are likely inhibited by Foxp3™
cells, and are likely exhausted but that, nonetheless, subsets are likely functional, as they express markers consistent with effector
function and show signs of suppressing viral replication in vivo. These findings support HIV cure strategies that increase the
frequency of functional follicular virus-specific CD8™* T cells.

I n the absence of combination antiretroviral therapy (cART), the
majority of human immunodeficiency virus (HIV)-infected in-
dividuals experience persistent high-level viral replication that
results in progressive loss of CD4™ T cells, AIDS, and eventu-
ally death. During chronic HIV and simian immunodeficiency
virus (SIV) infections, the vast majority of virus-producing
cells are CD4™" T cells located in secondary lymphoid tissues
(1-3). Within secondary lymphoid tissues, virus-producing
cells are most concentrated within B cell follicles (4—8). When
the frequency of virus-producing cells within follicles and ex-
trafollicular compartments was adjusted for the frequency of
target cells (i.e., either CD4™ or CD4™ Ki67 " cells), there was
still a significantly higher concentration of SIV-producing cells
in B cell follicles than in extrafollicular regions of the spleen,
lymph nodes, and gut-associated lymphoid tissues (6). In rhe-
sus macaques undergoing long-term, fully suppressive cART,
residual SIV infection is also preferentially localized in B cell
follicles (9). In addition, follicular dendritic cells (FDCs)
within mature B cell follicles hold onto extracellular virions (2,
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10), and FDC-bound virions are potently infectious to CD4 " T
cells (11).

Numerous studies indicate that CD8™ cytotoxic T lympho-
cytes (CTL) play a key role in controlling HIV and SIV infections
both in vitro (12, 13) and in vivo. For example, the development of
HIV-specific CD8™ T cells during acute infection coincides with a
decrease in plasma viremia (14, 15). Ratios of effector CD8™ T
cells to virus-infected cells in lymphoid and genital tissues in vivo
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correlate with reductions in viral load (16), and levels of SIV-
specific CD8 ™ T cells in lymphoid compartments predict levels of
SIV-producing cells in those compartments (6). Furthermore,
disease progression is associated with diminished HIV- and SIV-
specific CD8 ™ T cell responses (17—19). Elite control of HIV is as-
sociated with specific major histocompatibility complex (MHC)
class I alleles and polyfunctional CTL responses (20-23). In addi-
tion, HIV and SIV mutate virally encoded CTL epitopes to evade
HIV-and SIV-specific CD8 T cell responses (24, 25). Perhaps the
most powerful evidence that CTL are important in controlling
HIV and SIV infections comes from experiments in which CD8™"
cells were temporarily depleted in rhesus macaques during
chronic SIV infection (26-29), which led to as much as 1,000-fold
increases in plasma viremia, and the subsequent recovery of CD8 ™"
cells led to decreased viremia (26). Nevertheless, HIV- and SIV-
specific CD8™" T cells are not able to fully suppress all viral repli-
cation or prevent disease progression.

We and others previously showed that HIV- and SIV-specific
CD8™ T cells are typically most concentrated in T cell zones out-
side B cell follicles in lymph node and spleen tissues and are largely
excluded from follicles (5, 6,30, 31). Thus, B cell follicles appear to
be somewhat of an immunoprivileged site in which virus-specific
CD8™" T cells are not able to clear all virus-producing cells. The
relatively low levels of follicular virus-specific CD8* T cells can be
explained by alack of expression of the follicular homing molecule
CXCR5 on most lymphoid CD8 T cells (6). In addition to nu-
merical deficiencies of follicular virus-specific CD8 ™ T cells, there
likely exist other factors that may inhibit follicular virus-specific
CD8" T cell function.

It makes sense evolutionarily for B cell follicles to be immuno-
privileged sites in order to prevent unwanted CD8™ T cell cytolytic
activity within follicles, which might lead to a decreased ability of
B cells to make antibodies. Follicular CD8* T cells might primar-
ily serve to provide help to CD4" T follicular helper cells (Tyy
cells) or B cells. In support of this thesis, we previously reported
that many SIV-specific CD8" T cells downmodulate CD8 upon
entering B cell follicles (32), and Xu et al. found that CD8"*" SIV-
specific T cells show impaired function (33). In addition, we fre-
quently observe SIV-specific CD8™ T cells in contact with B cells,
with their cell membranes intertwined (our unpublished data),
and Quigley et al. showed that isolated follicular CD8" T cells
supported IgG production in tonsillar B cells to some extent (34).
Thus, many follicular SIV-specific CD8 ™ T cells may downmodu-
late cytolytic function in favor of providing help to B cells to pro-
duce SIV-specific antibodies.

There is also evidence that at least some follicular CD8 " T cells
likely maintain cytolytic function. For example, we found that
subsets of follicular SIV-specific CD8™" T cells express the cytolytic
enzymes granzyme B and perforin, indicating that some follicular
CD8™ T cells have the capacity for cytolytic function (6). Further-
more, we found that levels of SIV-specific CD8" T cells inversely
correlated with levels of STV RNA™ cells in follicular and extrafol-
licular compartments of lymph nodes, suggesting a suppression of
follicular virus-producing cells by virus-specific CD8" T cells in
vivo (6).

In this study, to gain further insights into follicular virus-spe-
cific CD8™" T cells, we determined the location and phenotype of
follicular SIV-specific CD8™ T cells in situ, the local relationship of
these cells to Foxp3 ™" cells, and the effects of CD8 depletion on
levels of follicular SIV-producing cells in SIV-infected rhesus ma-
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caques. We hypothesize that subsets of follicular SIV-specific
CD8™ T cells evade suppression by T regulatory cells (Tregs),
evade functional exhaustion, display an effector memory phe-
notype, and can suppress follicular viral replication in vivo.
Our findings support this hypothesis and further support HIV
cure strategies that increase the frequency of functional follic-
ular virus-specific CD8™" T cells.

MATERIALS AND METHODS

Tissues from chronically SIV-infected animals. Lymph nodes and
spleens were obtained from captive-bred rhesus macaques of Indian ori-
gin chronically infected with either SIVmac239 or SIVmac251. Five ani-
mals were inoculated intravaginally with SIVmac251, six were inoculated
rectally with SIVmac239, and four were inoculated intravenously with
SIVmac239. Two animals (animals R03094 and R01106) had <200 CD4™"
T cells/mm? (Table 1). All animals were housed and cared for according to
American Association for Accreditation of Laboratory Animal Care stan-
dards in accredited facilities. All animal procedures were performed ac-
cording to protocols approved by the Institutional Animal Care and Use
Committees of the Wisconsin National Primate Research Center and the
University of Minnesota. Portions of fresh lymphoid tissues were imme-
diately snap-frozen in OCT and/or formalin fixed and embedded in par-
affin. For animals with MHC class I alleles known to restrict STV-specific
CD8" T cells, portions of fresh lymphoid tissue were also collected in
RPMI 1640 medium with sodium heparin (18.7 U/ml) and shipped over-
night to the University of Minnesota for in situ tetramer staining. Four
rhesus macaques (rh2515, rh2516, rh2520. and rh2588) in the early
chronic phase of SIVmac239 infection (59 days postinfection) received 50
mg/kg anti-CD8 monoclonal antibody (MAb) MT-87R1 (Nonhuman
Primate Reagent Resource, Boston, MA) to deplete CD8™ cells.

In situ tetramer staining combined with immunohistochemistry. In
situ tetramer staining combined with immunohistochemistry was per-
formed on fresh lymph tissue specimens that were shipped overnight,
sectioned with a Compresstome instrument (35), and stained essentially
as previously described (5, 6, 36). Biotinylated MHC class I monomers
were loaded with peptides (National Institutes of Health Tetramer Core
Facility, Emory University, Atlanta, GA) and converted to MHC class I
tetramers. Mamu-A1*001 molecules were loaded with the STV Gag CM9
(CTPYDINQM) peptide (37) or the irrelevant negative-control peptide
FV10 (FLPSDYFPSV) from the hepatitis B virus core protein, Mamu-
B*008 molecules were loaded with the Nef RL10 (RRHRILDIYL) (38) and
Env KL9 (KRQQELLRL) (38) peptides, and Mamu-A1*002 monomers
were loaded with the Nef YY9 (YTSGPGIRY) peptide (39). Fresh lymph
node and spleen tissue sections were incubated with MHC class I tetram-
ers (0.5 pg/ml) alone or along with goat anti-human PD-1 polyclonal
antibodies (Abs) (1 pg/ml; R&D Systems). For secondary incubations,
sections were incubated with rabbit anti-fluorescein isothiocyanate (anti-
FITC) Abs (0.5 pg/ml; BioDesign, Saco, ME) and mouse anti-human
Ki67 Abs (1:500 dilution; clone MM1 [Vector]), mouse anti-human per-
forin Abs (0.1 pg/ml; clone 5B10 [Novacastra]), mouse anti-human
Foxp3 Abs (2.5 pg/ml; clone 206D [BioLegend]), or mouse anti-human
CD20 Abs (0.19 pg/ml; clone L26 [Novocastra]). For tertiary incubations,
the sections stained with goat anti-human PD-1 Abs were incubated with
Cy3-conjugated donkey anti-rabbit Abs (0.3 pg/ml; Jackson ImmunoRe-
search Laboratories, West Grove, PA), Alexa 488-conjugated donkey anti-
goat Abs (0.75 pg/ml; Jackson ImmunoResearch Laboratories), and
Cy5-conjugated donkey anti-mouse Abs (0.3 wg/ml; Jackson Immuno-
Research Laboratories). All other sections were incubated with Cy3-con-
jugated goat anti-rabbit Abs (0.3 wg/ml; Jackson ImmunoResearch Lab-
oratories), Alexa 488-conjugated goat anti-mouse Abs (0.75 pg/ml;
Molecular Probes), and Dylight 649-conjugated goat anti-human IgM
(0.3 pg/ml; Jackson ImmunoResearch Laboratories). Sections were im-
aged using an Olympus FluoView 1000 microscope. Confocal z-series
were collected from ~6 pm from the surface of the section to 35 to 45 pm
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TABLE 1 Characteristics of rhesus macaques included in the present study

Days MHC genotype” Plasma SIV RNA concn Route of SIV Phenotype

Macaque ID postinfection and peptide Virus (log,, copies/ml) infection” Kie7 Perforin Foxp3 PD-1
Rh2515 42 A01 Gag-CM9 SIVmac239 4.22 v ND - + +
Rh2516 42 A01 Gag-CM9 SIVmac239 5.55 v + ND + +
Rh2520 42 A01 Gag-CM9 SIVmac239 7.58 v + ND + +
Rh2306 84 A01 Gag-CM9 SIVmac239 6.15 R - + -

RO3111 105 A02 Nef-YY9 SIVmac239 6.45 R - + — -
R03094° 154 A01 Gag-CM9 SIVmac239 6.20 R - + - -
RO3116 161 A01 Gag-CM9 SIVmac239 3.78 R - + - -
11-57 258 A01 Gag-CM9 SIVmac251 4.51 \'% +4 + - +
11-45 272 A01 Gag-CM9 SIVmac251 6.26 \Y ND + + +
JD85 272 A01 Gag-CM9 SIVmac251 4.56 \Y% +4 ND + +
11-89 349 A01 Gag-CM9 SIVmac251 5.15 \% +4 + + +
11-061 545 A01 Gag-CM9 SIVmac251 3.72 \Y +4 ND + +
Rhax18° 546 B08 Nef-RL10 SIVmac239 4.97 R +4 + - +
RO1106 567 B08 Env-KL9 SIVmac239 4.73 R +4 + -

Rhaul0 1,687 B08 Nef-RL10 SIVmac239 4.11 v - + -

@ Full MHC allele names are as follows: A01, Mamu-A1¥001:01; A02, Mamu-A1¥002:01; and B08, Mamu-B*008:01.

1V, intravenous; R, rectal; V, vaginal.
¢ The animal had <200 CD4 " T cells/mm?.
4 Quantitative image analysis was done with both lymph node and splenic tissues.

¢ —, there were not enough follicles in stained tissue sections for quantitative image analysis; ND, not done.

into the tissue. Montage images of multiple areas of 800 by 800 pixels were
created and used for analysis.

Quantitative image analysis. For determinations of levels of SIV-spe-
cific CD8™" T cells and percentages of SIV-specific CD8* T cells that co-
expressed specific molecules, follicular areas were identified morpholog-
ically as clusters of brightly stained closely aggregated CD20™ or IgM*
cells. Follicular and extrafollicular areas were delineated using Olympus
FluoView 1000 software. Areas that showed loosely aggregated B cells that
were ambiguous as to whether the area was a follicle were not included.
Quantification of MHC tetramer-stained cells within germinal center
(GC) and non-GC areas was performed on sections stained with IgM and
Ki67 antibodies, with IgM antibody staining used to delineate follicles and
Ki67 antibody staining used to delineate GC areas of follicles. GC delin-
eation was done only in the studies that included Ki67 antibody staining.
For PD-1 expression analysis, follicular regions were analyzed in an aver-
age of 174 tetramer™ cells (range, 46 to 313 cells), and extrafollicular
regions were analyzed in 445 tetramer ™ cells (range, 120 to 883 cells). For
quantification of tetramer™ cells that were in contact with Foxp3™ cells
and expressed Foxp3™, follicular regions were analyzed in an average of
271 tetramer™ cells (range, 100 to 486 cells), and extrafollicular regions
were analyzed in 294 tetramer " cells (range, 119 to 498 cells). For perforin
expression level analysis, follicular regions were analyzed in an average of
107 tetramer ™ cells (range, 22 to 300 cells), and extrafollicular regions
were analyzed in 201 tetramer ™ cells (range, 82 to 389 cells). To determine
levels of perforin expression, tetramer * cells were scored using the follow-
ing objective criteria. Tetramer™ cells with no detectable perforin staining
above background levels were scored as perforin negative. Tetramer ™ cells
with perforin staining 2 to 3 times higher than the background level were
scored as having low levels of perforin, those with perforin staining 4 to 9
times higher than the background level were scored as having medium
levels, and those with perforin staining =10 times higher than the back-
ground level and with perforin staining detectable throughout much of
the cytoplasm were scored as having high levels. Cell counts were done on
single z-scans. While doing the cells counts, we stepped up and down
through the z-scans to distinguish tops and bottoms of cells from nonspe-
cific background staining and demarcated cells by use of a software tool to
avoid counting the same cell twice. Quantitative image analyses of PD-1,
Foxp3, and perforin staining were done with lymph node tissues, while
quantitative image analysis of Ki67 staining was done with both lymph
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node and splenic tissues. An average of 1.97 mm? (range, 1.19 to 2.64
mm?) was analyzed for each lymph node, and an average of 2.82 mm?
(range, 1.67 to 3.98 mm?) was analyzed for each spleen.

In situ hybridization combined with immunohistochemistry. In
situ hybridization for detection of SIV RNA was performed as previously
described (4, 6). This technique identifies cells that are actively transcrib-
ing SIV but not extracellular virions encapsulated in envelope glycopro-
tein and bound to FDC. Briefly, 6-pum frozen sections were fixed in 3%
paraformaldehyde (Sigma-Aldrich, St. Louis, MO), hybridized overnight
with digoxigenin-labeled STVmac239 antisense probes (Lofstrand Labs,
Gaithersburg, MD), and visualized using nitroblue tetrazolium (NBT)/5-
bromo-4-chloro-3-indolyl phosphate (Roche, Nutley, NJ). Immunohis-
tochemistry staining for B cells was performed with the same tissues, using
mouse anti-human CD20 (clone 7D1; AbD Serotec, Raleigh, NC) and
detection with horseradish peroxidase (HRP)-labeled polymer anti-
mouse IgG (ImmPress kit; Vector Laboratories, Burlingame, CA) and
Vector NovaRed substrate (Vector Laboratories). SIV RNA™ cells were
counted by visual inspection and classified as either inside or outside B cell
follicles, which were identified morphologically as a cluster of CD20™ cells
as previously described (4, 6). The total tissue area and the area of follicles
were determined by quantitative image analysis (Qwin Pro, version 3.4.0;
Leica, Cambridge, United Kingdom) and used to calculate the frequency
of SIV™ cells per square millimeter. An average area of 49.3 mm? (4.7 mm?
to 95.2 mm?) was analyzed.

Statistical analysis. All statistical analyses assumed two-sided tests
with a significance level of 0.05. Count data were analyzed using general-
ized linear mixed models that would accommodate within-subject corre-
lation, overdispersion (negative binomial with log link), and an offset for
total cells or area, as appropriate. Simple linear regression was used for
modeling log, , viral load. Perforin expression on tetramer™ cells was an-
alyzed using repeated-measures ordinal (proportional odds) logistic re-
gression (40—42), with standard errors estimated via bootstrapping. SAS,
version 9.3 (Cary, NC), R (43), and GraphPad Prism 6.0 software was
used. Because there were only four animals in the CD8 depletion study,
statistics were not performed.

RESULTS

SIV-specific CD8™" T cells can migrate into GCs. Although HIV-
and STV-specific CD8* T cells are typically most concentrated in T
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cell zones of lymphoid tissues, some localize inside lymphoid B
cell follicles (5, 6). Within B cell follicles, HIV- and SIV-specific
CD8™ T cells are typically distributed near the borders of follicles
adjacent to the T cell zone (5, 6). In addition, more than 50% of
the follicular area is devoid of HIV- and SIV-specific CD8™" T cells
in most follicles (5, 6). These findings led us to wonder whether
virus-specific CD8™ T cells are restricted to certain areas of the
follicle or are able to migrate throughout the follicular area, in-
cluding the GC, where FDCs hold viruses in immune complexes
and presumably actively infect passing CD4™" T cells.

To address this question, we used MHC class I tetramers to
stain STV-specific CD8" T cells in situ in lymph node tissue sec-
tions from SIV-infected rhesus macaques (Table 1). We counter-
stained tissue sections with antibodies directed against IgM to
label B cell follicles and with antibodies directed against Ki67 to
label proliferating cells and to allow us to delineate GCs. We found
that within follicles, tetramer™ SIV-specific CD8" T cells were
located both inside and outside GCs (Fig. 1A). They were present
at similar levels inside and outside the GC area of B cell follicles
(P = 0.85), and as anticipated, they were present at significantly
lower levels in follicles than in extrafollicular regions (Fig. 1B)
(P < 0.0001). Thus, although there are typically relatively small
numbers of SIV-specific CD8™" T cells within B cell follicles, these
cells can migrate throughout the follicles, including the GC.

In addition, we previously found a positive correlation be-
tween levels of follicular and extrafollicular tetramer™ virus-spe-
cific CD8™ T cells (6). We performed a similar comparison in the
present study, including 7 animals from our previously published
work (6) and 8 additional animals. The results for the larger ani-
mal cohort strongly supported our previous finding and showed a
highly significant positive correlation between levels of follicular
and extrafollicular tetramer™ virus-specific CD8" T cells in lymph
node and spleen tissues (Fig. 1C) (P = 0.0001). Furthermore, we
also observed significant correlations between levels of GC and
extrafollicular tetramer™ virus-specific CD8" T cells (Fig. 1D)
(P = 0.014) and between levels of non-GC follicular and extrafol-
licular tetramer™ virus-specific CD8" T cells (Fig. 1E) (P =
0.0030). Thus, as the total number of virus-specific CD8 " T cells
increases, there is a corresponding increase in extrafollicular as
well as follicular virus-specific CD8* T cells, including cells in the
GC as well as areas outside the GC in follicles.

Many follicular SIV-specific CD8* T cells express PD-1 dur-
ing chronic SIV infection. As mentioned above, we previously
showed that many SIV-specific CD8* T cells appear to down-
modulate surface expression of CD8 upon entering B cell follicles
(32). Here we investigated additional factors that might inhibit
follicular SIV-specific CD8" T cell function. We investigated the
inhibitory receptor PD-1, which is a marker of functional exhaus-
tion of CD8™ T cells (44, 45) as well as a marker of CD8 " T cells
that have recently been exposed to antigenic stimulation (44).
PD-1 is markedly upregulated on the surfaces of dysfunctional
virus-specific CD8" T cells during chronic HIV and SIV infec-
tions (46, 47), and blockade of PD-1 in vivo enhanced SIV-specific
CD8™ T cell responses (48). The degree to which follicular STV-
specific CD8™ T cells express PD-1 has not yet been investigated.
To investigate this, we stained tissue sections from chronically
SIV-infected rhesus macaques with MHC class I tetramers, anti-
bodies directed against PD-1, and antibodies directed against
CD20 to label B cell follicles (Table 1 and Fig. 2A). We found a
broad range of 10 to 86% (average, 54%) of follicular tetramer ™
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SIV-specific CD8™ T cells expressing PD-1. Levels were lowest in
animals Rh2515 and Rh2520, which were sacrificed at the earliest
time point evaluated, at 42 days postinfection. Comparisons of
viral loads and percentages of follicular tetramer™ SIV-specific
CD8™" T cells expressing PD-1 showed no significant correlation
(P = 0.10). PD-1 expression was slightly higher (11.2%; P =
0.047) in follicular than in extrafollicular tetramer™ SIV-specific
CD8" T cells (Fig. 2B). These results indicate that PD-1 expres-
sion is quite variable in animals during chronic SIV infection and
suggest that many follicular as well as extrafollicular SIV-specific
CD8™" T cells are continually being exposed to antigen and likely
exhausted. Importantly, these results also indicate that subsets of
follicular STV -specific CD8™ T cells in each animal do not express
PD-1 and are not exhausted.

Foxp3™* cells likely inhibit follicular and extrafollicular SIV-
specific CD8* T cell function. We also investigated whether
Foxp3™ cells were in contact with and potentially inhibiting fol-
licular SIV-specific CD8™ T cells. Tregs play a pivotal role in main-
taining immunological self-tolerance, controlling autoimmune
disease (49, 50), and suppressing immune activation (51, 52). A
large subset of Tregs is characterized by expression of the tran-
scription factor Foxp3 (53-55). Although most Tregs are CD4 ", a
subpopulation of CD8" T cells also function as Tregs (56-58).
During chronic infection, Tregs can suppress CD8 " T cell activity
in a contact-dependent manner (59). In this study, we investigated
whether Foxp3 ™ Tregs were in contact with and potentially inhib-
iting follicular SIV-specific CD8" T cell function. We stained
lymph node tissue sections from chronically SIV-infected rhesus
macaques with MHC class I tetramers to label SIV-specific CD8™"
T cells, with anti-Foxp3 antibodies to label Foxp3™ Tregs, and
with anti-IgM antibodies to label B cell follicles, and we quantified
the numbers of tetramer™ cells in contact with Foxp3™ cells and
the levels of tetramer™ Foxp3™ cells (Table 2). We found that, on
average, 7% (range, 5 to 9%) of follicular tetramer™ SIV-specific
CD8™" T cells were in direct contact with Foxp3 ™ cells (Fig. 3A and
B). In extrafollicular regions, significantly higher levels of te-
tramer ™ SIV-specific CD8" T cells were in contact with Foxp3™
cells (average, 16%; and range, 9 to 29%) (Fig. 3B). In addition, a
small subset of tetramer™ SIV-specific CD8" T cells expressed
Foxp3 (Fig. 3C). Averages of 0.35% (range, 0 to 1%) of follicular
and 0.7% (range, 0 to 3%) of extrafollicular SIV-specific CD8" T
cells were Foxp3™ (Fig. 3D). No significant difference was ob-
served between follicular and extrafollicular Foxp3™ SIV-specific
CD8™ T cells. Thus, Foxp3™ cells contact and likely inhibit subsets
of follicular as well as extrafollicular SIV-specific CD8" T cells.

In addition, consistent with previous studies (5, 6, 30, 31), we
found that tetramer™ SIV-specific CD8" T cell levels were signif-
icantly lower in follicular than extrafollicular areas (P = 0.017)
(Fig. 3E). Similarly, Foxp3™ cell levels were significantly lower in
follicular than extrafollicular areas (P = 0.0004) (Fig. 3F). By
combining these data, we found that the ratio of tetramer ™ SIV-
specific CD8" T cells to Foxp3™ cells tended to be higher for
follicular areas than for extrafollicular areas (P = 0.052) (Fig. 3G).
Moreover, the absolute number of tetramer ™ cells in contact with
Foxp3™ cells was also higher in the extrafollicular region (272 of
2,057 tetramer ™ SIV-specific CD8" T cells) than in the follicular
region (115 of 1,900 tetramer ™ SIV-specific CD8™" T cells) (Table
2). These findings suggest that contact-mediated suppression of
SIV-specific CD8™ T cells by Foxp3™ cells may be lower in follic-
ular than in extrafollicular compartments.
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FIG 1 SIV-specific CD8" T cells can migrate throughout B cell follicles, including germinal centers (GCs). (A) Representative lymph node section stained with
Mamu-A1*001/Gag CM9 tetramers to label SIV-specific CD8 " T cells (red; indicated with arrows in the enlargement), with IgM antibodies (blue) to define
follicles (F), and with Ki67 antibodies (green) to label the GC. Confocal images were collected with a 20X objective. Bar, 100 pm. (B) Frequencies of tetramer™
SIV-specific CD8 " T cells in different compartments of the lymph nodes and spleen during chronic SIV infection. Data for samples from the spleen are indicated
in red, whereas all other data are for lymph nodes. There were no significant differences between frequencies of tetramer ™ SIV-specific CD8™ T cells in GC and
non-GC follicular areas (P = 0.85). Frequencies of extrafollicular tetramer " STV-specific CD8* T cells were 109% (95% confidence interval [CI], 60 to 172%)
higher than the frequencies of tetramer " SIV-specific CD8" T cells in the GC (P < 0.0001) and 104% (95% CI, 56 to 166%) higher than those in the non-GC
follicular areas (P < 0.0001). (C) Relationship between frequencies of follicular and extrafollicular tetramer® SIV-specific CD8" T cells. The frequency of
extrafollicular tetramer™ SIV-specific CD8" T cells predicted the frequency of follicular tetramer™ SIV-specific CD8" T cells. For every 1-log,, increase in
extrafollicular tetramer " SIV-specific CD8 ™ T cells, there was an estimated 1.14-log,, (95% CI, 0.86- to 1.42-log) increase in the frequency of follicular tetramer™
SIV-specific CD8™" T cells (P = 0.0001). After adjusting for extrafollicular tetramer™® SIV-specific CD8" T cells, tissue type (lymph node or spleen) was not a
significant predictor of follicular tetramer™ SIV-specific CD8" T cells (P = 0.39). (D) Relationship between frequencies of GC and extrafollicular tetramer™
SIV-specific CD8* T cells. The frequency of extrafollicular tetramer™ SIV-specific CD8 " T cells predicted the frequency of GC tetramer™ SIV-specific CD8* T
cells. For every 1-log,, increase in extrafollicular tetramer™ SIV-specific CD8" T cells, there was an estimated 1.11-log,, (95% CI, 0.34- to 1.88-log) increase in
the frequency of GC tetramer " SIV-specific CD8 " T cells (P = 0.014). After adjusting for extrafollicular tetramer " SIV-specific CD8 ™ T cells, tissue type (lymph node
or spleen) was not a significant predictor of GC tetramer™ SIV-specific CD8" T cells (P = 0.96). (E) Relationship between frequencies of non-GC follicular and
extrafollicular tetramer " SIV-specific CD8 " T cells. The frequency of extrafollicular tetramer ™ SIV-specific CD8 " T cells predicted the frequency of non-GC follicular
tetramer " SIV-specific CD8™" T cells. For every 1-log, , increase in extrafollicular tetramer™ SIV-specific CD8 ™" T cells, there was an estimated 0.87-log, , (95% CI, 0.45-
to 1.28-log) increase in the frequency of non-GC follicular tetramer™ SIV-specific CD8* T cells (P = 0.0030). After adjusting for extrafollicular tetramer ™ SIV-specific
CD8™ T cells, tissue type (lymph node or spleen) was not a significant predictor of non-GC follicular tetramer™ SIV-specific CD8™ T cells (P = 0.86).
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FIG 2 Many follicular tetramer* SIV-specific CD8™" T cells express PD-1. (A)
Representative lymph node section stained with Mamu-A*001:01/Gag CM9
tetramers to label SIV-specific CD8" T cells (red), with PD-1 antibodies
(green) to label PD-1-expressing cells, and with CD20 antibodies (blue) to
define follicles. Confocal images were collected with a 20X objective. Bar, 100
pm. (B) The percentage of PD-1" cells within the tetramer-binding popula-
tion was 11.2% (P = 0.047; 95% CI, 0.2 to 23%) higher in follicles than in the
extrafollicular regions.

Interestingly, when the percentages of follicular and extrafol-
licular tetramer™ SIV-specific CD8" T cells in contact with
Foxp3™ cells were evaluated together vis-a-vis viral load (SIV RNA
copies per milliliter) for each animal, the percentage of follicular
but not extrafollicular tetramer™ SIV-specific T cells in contact
with Foxp3™ cells was a borderline significant predictor of viral
load (P = 0.08 and P = 0.26, respectively) (Fig. 3H).

Levels of lymphoid SIV-specific CD8* T cells tend to predict
viral load. We compared levels of follicular and extrafollicular

TABLE 2 Numbers of tetramer ™ cells in contact with Foxp3™ cells

Follicular SIV-Specific CD8" T Cells

tetramer* SIV-specific CD8™ T cells and viral loads. We found
that follicular levels of these cells tended to negatively predict (P =
0.060), and extrafollicular levels to significantly negatively predict
(P =0.036), plasma viral load (Fig. 4). These findings suggest that
SIV-specific CD8™ T cells located in lymph nodes are important
for controlling plasma viral loads.

Activated proliferating SIV-specific CD8" T cells are found
in follicles. We next assessed whether follicular SIV-specific
CD8™ T cells express Ki67 in the lymph nodes and spleen (Table
1). In T cells, Ki67 is a marker of activation and proliferation (60,
61). We found Ki67* tetramer™ SIV-specific CD8 ™" T cells in fol-
licular (Fig. 5A) as well as extrafollicular (Fig. 5B) regions, at sim-
ilar levels (Fig. 5C). On average, 11% (range, 5 to 22%) of te-
tramer ™ SIV-specific CD8" T cells in the GCs were Ki67 ™", with
12% (range, 0 to 33%) Ki67 " in non-GC follicular areas and 13%
(range, 5 to 24%) Ki67 " in extrafollicular areas. These data indi-
cate that subsets of both follicular and extrafollicular SIV-specific
CD8™ T cells were activated and proliferating.

Many follicular SIV-specific CD8” T cells express low levels
of perforin. Perforin is an important cytolytic effector molecule
which CTL use to lyse virus-infected cells. We previously showed
that approximately 35% of follicular SIV-specific CD8" T cells
express perforin and that most expressed another effector mole-
cule, granzyme B, which typically works in concert with perforin
to lyse infected cells (6).

Central memory (Ty,) and effector memory (Tgy) T cells are
two distinct populations of memory T lymphocytes. T, subsets
of CTL can be identified by their absence of perforin expression
(62, 63). Ty, are known for proliferating and secreting cytokines
upon contact with antigen, which serves to propagate antigen-
specific CTL and to send inflammatory signals to propagate in-
flammatory responses, but they are not able to kill infected cells
immediately upon contact (62, 63). In contrast, Ty, express per-
forin and, importantly, can kill infected cells immediately upon
contact (62, 63).

Based on the importance of perforin expression for the ability
of CTL to immediately kill infected cells, we set out to characterize
perforin expression levels within follicular and extrafollicular
SIV-specific CD8" T cells in lymph nodes during chronic SIV
infection (Table 1). We determined the levels of perforin (nega-
tive, low, medium, and high) in tetramer ™ follicular and extrafol-
licular SIV-specific CD8™ T cells (Fig. 6A). We found that a wide
range of tetramer” follicular SIV-specific CD8" T cells did not
express perforin (mean, 56%; and range, 20 to 81%), consistent

Total no. of tetramer™ cells

Counted in In contact with Foxp3™ Counted in In contact with Foxp3™ cells

Macaque ID follicular areas cells in follicular areas extrafollicular areas in extrafollicular areas
Rh2515 100 6 176 40

Rh2516 261 17 352 47

Rh2520 212 20 119 35

11-45 406 23 486 43

JD85 486 23 498 63

11-89 129 11 129 18

11-061 306 15 297 26

Total 1,900 115 2,057 272

December 2016 Volume 90 Number 24

Journal of Virology

jviasm.org 11173


http://jvi.asm.org

Li et al.

o

p = 0.0014

n w
o o
1 1

contact Foxp3+ cells
:

Percentage of tetramer+ cells

0

T T
Follicular area Extrafollicular
area

O

4-
P p =0.37
]
o
£
Ea
=5
S
215 24
"~
O w
Q
2F
£% 14
[
2
)
o
0 %
Follicular area Extrafollicular
area
E p=0.017 F
1000 PR 1000~
p = 0.0004
£ / t
E E
@ )
8 3
+
2100- ‘+3_ 1004
5 5
-~ [
K
10 10

T T T T
Follicular area Extrafollicular Follicular area Extrafollicular
area area

)

15+
12 -
3 £
o p = 0.052 2
& s
10
3 ©.
w o
@ o
3 <
o 4
t 5- B
[ > 2
g »n
= -Follicular (p = 0.08)
= ol °Extrafollicular (p =0.26)
0

0 5 10 15 20 25 30
Percentage of tetramer+ cells in contact
with Foxp3+ cells

L) L]
Follicular area Extrafollicular
area

11174 jviasm.org Journal of Virology December 2016 Volume 90 Number 24


http://jvi.asm.org

Follicular SIV-Specific CD8" T Cells

p = 0.060 . p=0.036 .
7 7+
g 3
a el ‘s gl
o 6 6
3 3
g g
<<
2 s
['4 5k x st
> >
(2] (7]
*
*
4 4
. . ® .
10 100 1000 10 100 1000

Follicular tetramer+ cells/mm? Extrafollicular tetramer+ cells/mm?

FIG 4 Relationships between plasma viral loads and frequencies of tetramer* SIV-specific CD8* T cells in follicular and extrafollicular areas. (A) Log,, follicular
tetramer * SIV-specific CD8 " T cells tended to predict plasma viral load (P = 0.060). For every 1-log, , increase in follicular tetramer " SIV-specific CD8™" T cells,
there was an estimated 1.25-log, , (95% CI, —0.064- to 2.57-log, ,) decrease in STV RNA log, , copies per milliliter. (B) Log,, extrafollicular tetramer* SIV-specific
CD8™" T cells significantly predicted plasma viral load (P = 0.036). For every 1-log,, increase in follicular tetramer™ SIV-specific CD8"* T cells, there was an

estimated 1.60-log;, (95% CI, 0.12- to 3.08-log,,) decrease in STV RNA log, , copies per milliliter.

with their being Ty, The percentage of perforin~ tetramer ™ cells
was slightly higher in follicular than in extrafollicular regions (P =
0.026) (Fig. 6B). Among perforin® tetramer™ cells, most ex-
pressed low to medium levels of perforin (mean, 94%; and range,
91 to 97%), consistent with their being Tp,,. A small population of
perforin® tetramer™ cells (mean, 6%; and range, 3 to 9%) ex-
pressed high levels of perforin, consistent with their being effector
T cells or terminally differentiated memory populations. Percent-
ages of both follicular (P = 0.90) and extrafollicular (P = 0.91)
tetramer ™ SIV-specific CD8 " T cells expressing perforin showed
no significant correlation with plasma viral loads. The percentages
of follicular and extrafollicular tetramer " cells that expressed each
level of perforin were not significantly different (Fig. 6C). Thus,
there were similar levels of tetramer™ SIV-specific CD8" T cells
expressing low, medium, and high levels of perforin in follicular
and extrafollicular compartments.

Increase in follicular SIV-producing cells post-CD8 deple-
tion. To evaluate the ability of SIV-specific CD8" T cells to kill
SIV-producing cells in follicular and extrafollicular compart-
ments in vivo, we temporarily depleted CD8" T cells in four
chronically SIV-infected rhesus macaques by using anti-CD8 an-

tibodies. As anticipated from previous CD8 depletion studies (26—
28), after administration of anti-CD8 antibodies, CD8" T cells,
including tetramer-binding SIV-specific CD8" T cells, were tem-
porarily depleted from blood and the plasma viral loads increased
(Fig. 7A). At 10 days postdepletion, animals were sacrificed and
tissues collected for in situ analyses. Using in situ tetramer staining
combined with immunohistochemistry, we visualized and quan-
tified tetramer™ SIV-specific CD8™ T cells inside and outside B
cell follicles before (Fig. 7B) and after (Fig. 7C) CD8 depletion.
Tetramer ™ SIV-specific CD8" T cells were largely depleted in
both follicular and extrafollicular areas (Fig. 7D and E). Using in
situ hybridization combined with immunohistochemistry, we
visualized and quantified SIV RNA™ cells inside and outside B
cell follicles before (Fig. 7F) and after (Fig. 7G) CD8 depletion.
We found higher levels of both follicular and extrafollicular
SIV-producing cells after CD8" T cell depletion for all four
animals examined, albeit the increase was much more substan-
tial in extrafollicular areas, with the average change in follicles
being 3.8 cells/mm? (range, 0.6 to 10.3 cells/mm?) (Fig. 7H)
and that in extrafollicular areas being 8.9 cells/mm? (range, 0.6
to 22.4 cellsymm?) (Fig. 7I). These results suggest that both

FIG 3 A subset of follicular tetramer™ SIV-specific CD8" T cells are likely inhibited by Foxp3™ cells. (A) Representative lymph node section stained with
Mamu-A*001:01/Gag CM9 tetramers (red), IgM (blue), and Foxp3 antibody (green), showing tetramer ™ cells in contact with Foxp3 ™ cells. (B) Percentages of
follicular tetramer™ SIV-specific CD8" T cells that were in direct contact with Foxp3™ cells were significantly lower than those of extrafollicular tetramer™
SIV-specific CD8™ T cells (P = 0.0014). (C) Representative image showing that tetramer* cells are Foxp3™. (D) There was no significant difference between
percentages of tetramer " SIV-specific CD8™ T cells inside and outside follicles that were Foxp3™ (P = 0.37). (E) Frequencies of tetramer ™~ SIV-specific CD8* T
cells inside follicles were significantly lower than those outside follicles (P = 0.017). (F) Frequencies of Foxp3™ cells inside follicles were significantly lower than
those outside follicles (P = 0.0004) as well. (G) Ratios of tetramer™ SIV-specific CD8" T cells to Foxp3™ cells inside follicles tended to be higher than those
outside follicles (P = 0.052). (H) Separate linear regression lines were fit for follicular and extrafollicular percentages of tetramer ™ cells in contact with Foxp3™
cells as predictors of plasma viral load. In the follicle, for every 1% increase in the percentage of tetramer™ cells in contact with Foxp3™ cells, there was an
estimated 0.51-log;, (—0.09- to 1.1-log,,) increase in SIV RNA log,, copies per milliliter (P = 0.08; R*> = 38.8%). In the extrafollicular region, for every 1%
increase in tetramer * cells in contact with Foxp3™ cells, there was an estimated 0.09-log,, (—0.09- to 0.26-log, ;) increase in SIV RNA log,, copies per milliliter
(P =0.26; R* = 9.5%).
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FIG 5 Ki67 expression levels in follicular and extrafollicular tetramer™ SIV-
specific CD8™ T cells. (A and B) Representative lymph node sections stained
with Mamu-A*001:01/Gag CM9 tetramers (red), IgM (blue), and Ki67 anti-
body (green), showing tetramer™ Ki67* cells in follicles (A) and extrafollicular
regions (B). Bar, 10 wm. (C) Percentages of tetramer™ SIV-specific CD8" T
cells that expressed Ki67 in GC and non-GC areas of follicles and in extrafol-
licular areas in the lymph nodes and spleen. Data for samples from the spleen
are shown in red, and data for lymph nodes are shown in black. There was no
significant difference between compartments for the lymph nodes or the
spleen (P = 0.13).

follicular and extrafollicular CD8™ T cells suppress viral repli-
cation in vivo.

DISCUSSION

B cell follicles are a major reservoir of HIV and SIV replication and
remain a critical obstacle to the elimination of HIV and SIV infec-
tions. During chronic infection, HIV- and SIV-producing cells are
highly concentrated within B cell follicles (4-6, 9), while virus-
specific CD8 ™ T cells fail to accumulate in large numbers in these
areas (5, 6, 30, 31), indicating that B cell follicles are somewhat of
an immunoprivileged site where low concentrations of antiviral
CD8™" T cells permit ongoing viral replication. Furthermore, dur-
ing HIV and SIV infections, FDCs within the GCs of mature B cell
follicles have large quantities of virions attached to the cell surface
via complement and antibody complexes (2, 10, 11), and they are
thought to continually be infecting follicular CD4™ T cells.

Prior to our study presented here, it was not clear whether
SIV-specific CD8™" T cells are able to migrate throughout the fol-
licular area, including the GC, or are limited to only certain re-
gions of the follicle. We found that tetramer™* SIV-specific CD8*
T cells were located throughout the follicle, including the GC as
well as non-GC regions of follicles, at similar levels, in both lymph
node and spleen tissues. These findings indicate that virus-specific
CD8™" T cells are able to migrate throughout the follicular area,
including GC areas laden with virus.
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FIG 6 Perforin expression levels in follicular and extrafollicular tetramer™
SIV-specific CD8" T cells. (A) Representative lymph node sections stained
with Mamu-A*001:01/Gag CM9 tetramers (red) and perforin (green), show-
ing negative, low, medium, and high levels of perforin in MHC class I te-
tramer " SIV-specific CD8 ™ T cells. Bar, 10 um. (B) Percentages of tetramer ™
SIV-specific CD8™ T cells that expressed perforin in follicular (F) and extra-
follicular (EF) regions. The percentage of tetramer ™ SIV-specific CD8 ™" T cells
that did not express perforin was ~5.4% (95% CI, 0.7 to 10.2%) higher in
follicles than in extrafollicular regions (P = 0.026). (C) Among tetramer* cells
that expressed perforin, the distributions of cells across low, medium, and high
levels of perforin expression were not significantly different between follicular
and extrafollicular regions (P = 0.66).

In addition to there being relatively low levels of SIV-specific
CD8™ T cells in follicles, other factors or cellular processes likely
contribute to the inability of CTL to fully control follicular viral
replication. We previously found that virus-specific CD8* T cells
often downmodulate cell surface expression of the important CD8
coreceptor upon entering follicles (32), which likely impairs cyto-
lytic function. We show here that some follicular tetramer™* SIV-
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FIG 7 Increase in follicular and extrafollicular SIV-producing cells post-CD8
depletion. (A) Dynamics of plasma viral load and Mamu-A*001:01/Gag CM9
tetramer " cell concentration in blood post-SIV infection. (B and C) Represen-
tative lymph node tissue sections stained with MHC class I tetramers (red) to
label STV-specific CD8* T cells, with CD8 antibodies (blue) to label T cells, and
with CD20 antibodies (green) to label B cells and define B cell follicles. (B)
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specific CD8™ T cells are PD-1 positive and likely struggling with
exhaustion. We also found that small subsets were in contact with
Foxp3™ cells or were Foxp3 ™, indicating a potential source of T
cell inhibition. Thus, there are several mechanisms that likely con-
tribute to the failure of virus-specific CD8 " T cells to fully control
follicular HIV and SIV replication.

Although several mechanisms contribute to the failure of fol-
licular virus-specific CTL to fully control HIV and SIV replication,
evidence exists that at least a subset of follicular virus-specific
CD8™ T cells are able to suppress viral replication. In support of
this hypothesis, we recently reported that virus-specific CD8 " T
cells in lymphoid compartments predict levels of SIV-producing
cells in those compartments (6), and as we show here, they also
tend to predict plasma viral load. We also show here that many
follicular tetramer™ virus-specific CD8™ T cells express the effec-
tor molecule perforin at low to medium levels, with a small subset
expressing perforin at high levels, and thus have the machinery
needed for cytolytic function. In addition, we show here that a
subset of follicular tetramer™ SIV-specific CD8" T cells express
Ki67, indicating that they are activated and proliferating cells. Im-
portantly, we also show here a rise in follicular virus-producing
cells after CD8 depletion in all four animals examined, suggesting
that follicular CD8 " T cells actively suppress follicular viral repli-
cation in vivo.

Additional evidence that follicular CD8™ T cells suppress viral
replication was presented in two recently published studies (64,
65). Follicular CXCR5" lymphocytic choriomeningitis virus
(LCMV)-specific CD8™" T cells were shown to control LCMV in-
fection of Tyy cells and to reduce viral loads significantly better
than CXCR5~ CD8™ T cells adoptively transferred to LCMV-
infected mice (64, 65). In addition, and importantly, HIV-specific
CXCR5" CD8™" T cell levels in blood inversely correlated with
viral loads for untreated chronically HIV-infected patients (64).
Thus, substantial evidence is accumulating to support an impor-
tant role for follicular antiviral CD8 " T cells in controlling infec-
tion.

While the focus of this study is follicular CD8 ™" T cells, it is also
important to discuss extrafollicular cells. We found a greater in-
crease of extrafollicular SIV-producing cells after CD8 depletion
than the increase seen in follicular areas. This finding supports the
hypothesis that we have been promoting for a decade, that HIV-
and SIV-specific CD8™ T cells are able to effectively clear virus-
producing cells in the extrafollicular region but are not as effective
at targeting virus-producing cells in B cell follicles (5, 6, 66). These
findings support the recent findings by Fukazawa et al., who found

Lymph node section from animal Rh2516, stained with Mamu-A*001:01/Gag
CM9 tetramers, as an example of the tetramer ™ SIV-specific CD8" T cell level
and location before CD8 depletion. (C) Lymph node section from animal
Rh2516, stained with Mamu-A*001:01/Gag CM9 tetramers, as an example of
the tetramer " SIV-specific CD8* T cell level and location after CD8 depletion.
Bars, 100 um. (D) Tetramer " SIV-specific CD8™" T cells in B cell follicles were
almost completely depleted after CD8 depletion in all four animals. (E) Te-
tramer " SIV-specific CD8™" T cells in extrafollicular regions dramatically de-
creased after CD8 depletion. (F and G) Representative images of in sifu hybrid-
ization for SIV RNA to identify virus-producing cells (blue/black cells
indicated by arrows) and of CD20 staining (brown) to morphologically iden-
tify B cell follicles in lymph nodes before (F) and after (G) CD8 depletion. Bars,
50 wm. (H) Frequencies of SIV RNA™ cells in B cell follicles increased after
CD8 depletion in all four animals. (I) Frequencies of SIV RNA™ cells in extra-
follicular regions dramatically increased after CD8 depletion.
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that in vivo CD8” lymphocyte depletion of chronically SIV-in-
fected rhesus macaques led to a redistribution of SIV infection
from Tgy cells within the follicles to extrafollicular CD4™ T cells
(9), which similarly suggests a superior ability of extrafollicular
relative to follicular CD8™ T cells in controlling viral replication.

There is clearly a need to develop strategies to eliminate HIV
and SIV virions and infected cells from B cell follicles. The studies
presented here and those of others support HIV cure strategies
that augment functional follicular virus-specific CD8" T cells to
enhance viral control. This might be achieved in a number of
ways. First, we found a highly significant positive correlation be-
tween levels of extrafollicular and follicular tetramer™ virus-spe-
cific CD8™ T cells, suggesting that increasing the total number of
lymphoid virus-specific CD8* T cells may increase the total num-
bers of both extrafollicular and follicular virus-specific CD8* T
cells. Second, given that CXCR5 directs CD8" T cells to B cell
follicles (64, 65), adoptive transfer of autologous HIV-specific
CXCR5" CD8" T cells may increase levels of HIV-specific
CXCR5" CD8™ T cells in follicles and reduce follicular viral rep-
lication. Third, combining a therapy that increases levels of follic-
ular HIV-specific CD8™ T cells with other therapies may be syn-
ergistic. For example, adding blockade of PD-1/PD-L1 to a
therapy that augments levels of follicular HIV-specific CD8" T
cells may enhance reductions in viral replication, as it has been
shown that blockade of the PD-1/PD-L1 pathway in vivo restores
the function of exhausted CD8 ™" T cells during chronic viral infec-
tion (44) and enhances SIV-specific CD8" T cell responses (48).
In addition, anti-PD-L1 treatment synergistically strengthened
the control of LCMYV replication mediated by the adoptive trans-
fer of CXCR5" CD8™ T cells in mice (64). Inhibition of Tregs
might also synergize with a therapy that augments levels of follic-
ular HIV-specific CD8" T cells. Interleukin-15 (IL-15) is a cyto-
kine that facilitates CD8" and CD4™ effector T cell expansion
while having no preferential effect on the proliferation of Tregs
(67). In addition, IL-27 delivery inhibits CD4" CD25" Foxp3™
Treg expansion and potentiates tumor-specific CTL reactivity
(68). Based on these properties, it is reasonable to speculate that
therapeutic IL-15 and IL-27 administration might lead to lower
levels of Tregs and higher levels of effector T cells in lymphoid
tissues, and thus lead to improved viral control. A therapy that
increases levels of follicular HIV-specific CD8" T cells might also
be combined with HIV latency reversal agents to improve killing
of reactivated cells. It might also be combined with approaches
that create CD4™ T cells that are resistant to infection to im-
prove overall viral suppression. Fourth, therapies that elimi-
nate infectious HIV from the FDC network may be developed,
and these may be combined with the strategies suggested
above. Thus, there is a critical need to reduce HIV replication
in B cell follicles, and there are many new approaches that may
tackle this problem.

In summary, the studies presented here suggest that during
chronic SIV infection, despite the likely inhibition of SIV-specific
CD8™ T cells by Foxp3™ cells and the likely exhaustion of a subset
of follicular SIV-specific CD8™ T cells, some follicular SIV-spe-
cific CD8" T cells express the functional markers perforin and
Ki67 and appear to suppress viral replication in vivo. These find-
ings support HIV cure strategies that augment functional follicu-
lar virus-specific CD8™" T cells to enhance viral control.
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