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We demonstrate that human immunodeficiency virus type 1 (HIV-1)-specific CD81 cytotoxic T lymphocytes
(CTL) suppress HIV-1 replication in primary lymphocytes, monocytes, and dendritic cells individually. Viral
inhibition is significantly diminished in lymphocyte-dendritic cell clusters, suggesting that these clusters in
vivo could be sites where viral replication is more difficult to control by CTL.

Major histocompatibility complex (MHC) class I-restricted
CD81 cytotoxic T lymphocytes (CTL) provide an important
protective immune response in many viral infections and are
likely to play a crucial role in the control of human immuno-
deficiency virus (HIV-1) infection (reviewed in reference 40).
Virus-specific CTL have been identified in HIV-1-exposed but
uninfected individuals (23, 27, 30, 31) and therefore have been
proposed to contribute to protective immunity from infection.
Antiviral CTL activity in chronically infected persons has been
correlated with clearance of viremia in acute infection (4, 21),
delayed disease progression (17, 18, 29), and control of plasma
viremia (24).

Our laboratory previously has shown that HIV-1-specific
CTL clones can mediate potent antiviral effects in vitro, sup-
pressing viral replication through direct cytolytic as well as
soluble-factor-mediated mechanisms (35, 39). This activity is
dependent on specific triggering of the T-cell receptor and is
therefore MHC and antigen restricted. Although studies have
documented that CTL suppress HIV-1 replication in immor-
talized (39) and primary (5, 39) CD41 T lymphocytes, the
antiviral activity of CTL in other cell types previously has not
been examined systematically.

Besides lymphocytes, other CD4-expressing cells are
thought to be infected in vivo. Monocytes and immature den-
dritic cells (14) support the replication of monocyte-tropic
(M-tropic, R5) strains of HIV-1 in vitro. Monocytes/macro-
phages (M/M) have been proposed to be a reservoir of virus in
vivo that may decay with slower kinetics than lymphocytes after
the initiation of combination antiretroviral therapy (26). Den-
dritic cells (DC) are professional antigen-presenting cells that
are also believed to play a crucial role in the pathogenesis of
HIV-1 infection (reviewed in references 6, 16, and 19). In
primary HIV-1 infection, immature DC in peripheral areas
(e.g., mucosal surfaces) are hypothesized to transfer HIV-1 to
CD41 T cells in regional lymph nodes during the normal pro-
cess of migration and antigen presentation (34). DC–T-cell
clusters are known to be a site of vigorous viral replication (7,
28). These cells therefore may be responsible for the initial

dissemination of virus to CD41 T cells and other cellular
reservoirs.

The capability of CTL to suppress viral replication in DC
and monocytes would be an important prerequisite for CTL to
prevent and control infection in vivo. In this study, we test the
ability of MHC class I-restricted HIV-1-specific CTL clones to
inhibit HIV-1 replication in primary CD41 T lymphocytes,
monocytes, monocyte-derived DC, and lymphocyte-DC clus-
ters.

HIV-1 replication is suppressed in primary CD41 lympho-
cytes by HIV-1-specific CTL clones. Two HIV-1-seronegative
individuals served as donors for the peripheral blood mono-
nuclear cells (PBMC) used to generate the target cells used in
these studies. The MHC haplotypes of these donors were de-
termined by standard serologic methods at the tissue-typing
laboratory of Massachusetts General Hospital, Boston, Mass.
Donor A3 expressed MHC A3, A24, B48, and B51; donor B14
expressed MHC A23 (A9), B65 (a split of B14), and B44.
Primary CD41 lymphocytes (greater than 95% CD3- and CD4-
expressing by flow cytometric analysis [data not shown]) were
generated from freshly Ficoll gradient-purified PBMC and
maintained as previously described (39) by using a CD3:8-
bispecific monoclonal antibody (38). These cells were main-
tained in RPMI 1640 (Sigma) containing 10% heat-inactivated
fetal bovine serum, 2 mM L-glutamine, 10 mM HEPES, 100 U
of penicillin per ml, and 10 mg of streptomycin per ml (R10)
supplemented with 50 U of recombinant human interleukin-2
per ml (R10-50) and infected, 7 days after isolation or stimu-
lation, with the monocyte-tropic HIV-1 strain JR-CSF (22) at
a multiplicity of infection of 0.01 50% tissue culture infective
dose per cell for 4 h at 37°C, followed by two washes. The
acutely infected lymphocytes were cocultured with the HIV-1-
specific CTL clones at a 1:1 ratio (5 3 105 each cell type) in a
24-well plate containing 2 ml of R10-50 per well. The CTL
clones had been previously obtained from PBMC of HIV-1-
infected individuals and characterized as described previously
(37). The MHC A3-restricted CTL clone 11504/A7 (termed
A3/Gag) was specific for an HIV-1 Gag p17 epitope (amino
acids KIRLRPGGK). The MHC B14-restricted CTL clone
15160/D75 (termed B14/ENV) was specific for an HIV-1 gp41
epitope (ERYLK DQQL). The viral epitopes recognized by
these clones were conserved in HIV-1 JR-CSF (sequence
available through the Los Alamos National Laboratory HIV
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Database). At 2- to 4-day intervals, 1 ml of coculture superna-
tant was removed for quantitative HIV-1 p24 antigen capture
enzyme-linked immunosorbent assay (NEN Life Sciences
Products, Boston, Mass.) and replenished with R10-50.

For lymphocytes from donor A3, the A3-restricted clone was
inhibitory whereas the B14-restricted clone was not (Fig. 1A).
Conversely, HIV-1 replication in lymphocytes from donor B14
was suppressed by the B14-restricted clone but not by the
A3-restricted clone (Fig. 2A). In some experiments, nonspe-
cific inhibition was observed with the MHC-mismatched CTL
clone, but the matched CTL was always reproducibly more

inhibitory (data not shown). Thus, in agreement with previous
studies (5, 39), viral replication in lymphocytes was inhibited by
CTL in an MHC-restricted fashion.

CTL inhibit HIV-1 replication in primary monocytes and
DC. To examine the ability of HIV-1-specific CTL clones to
suppress viral replication in other HIV-1-permissive cell types,
primary monocytes and monocyte-derived DC were generated
from the same donors. Primary monocyte cultures (.95% by
nonspecific esterase staining [data not shown]) were estab-
lished by adherence for 2 h at 37°C of 5 3 106 freshly isolated
PBMC per well in a polystyrene 24-well plate (Costar) con-

FIG. 1. Inhibition of HIV-1 replication in lymphocytes, monocytes, DC, and DC-lymphocyte clusters from donor A3. Acutely infected primary CD41 lymphocytes,
monocytes, and DC from seronegative donor A3 (MHC A31/B142) were cocultured with HIV-1-specific CTL clones restricted by MHC A3 (A3/Gag) or B14
(B14/Env). These data are representative of two experiments.

FIG. 2. Inhibition of HIV-1 replication in lymphocytes, monocytes, DC, and DC-lymphocyte clusters from donor B14. Acutely infected primary CD41 lymphocytes,
monocytes, and DC from seronegative donor B14 (MHC B141/A32) were cocultured with CTL clones as in Fig. 1. These data are representative of three experiments.
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taining macrophage serum-free medium (Life Technologies,
Grand Island, N.Y.), followed by three washes to remove non-
adherent cells and culture for 4 days in serum-free medium
containing 1,000 U of recombinant human granulocyte-mac-
rophage colony stimulating factor (rhGM-CSF, Genzyme,
Cambridge, Mass.) per ml. Monocyte-derived DC (.80%
CD1a1 DR1 CD32 CD142 [data not shown]) were generated
from freshly adherence-selected monocytes by culture for 7
days in R10 supplemented with recombinant human interleu-
kin-4 (Genzyme) and rhGM-CSF at 1,000 U/ml each (3). After
isolation and culture, the monocytes (assuming a yield of ap-
proximately 5 3 105 cells per well) and DC were incubated
with JR-CSF at a multiplicity of infection of 0.1 and used for
coculture assays with CTL as above.

Replication of HIV-1 in these cell types was less efficient
than in lymphocytes despite a 10-fold higher initial input of
virus (Fig. 1B and C and 2B and C). As with the lymphocytes,
the MHC-matched CTL suppressed viral replication in either
monocytes (Fig. 1B and 2B) or DC (Fig. 1C and 2C) whereas
the mismatched CTL generally were not inhibitory. In this
experiment, some inhibition in B14 monocytes was noted with
the mismatched A3-restricted CTL clone, although the B14-
restricted clone was completely inhibitory for detectable p24
antigen (Fig. 2B). Nonspecific inhibitory activity (of viral rep-
lication in MHC-mismatched target cells) was noted in some
assays but was always weaker than inhibition by MHC-matched
CTL clones (data not shown). Suppression of viral replication
by CTL in these monocyte and DC cultures was therefore
MHC restricted and comparable to that seen in lymphocytes.

HIV-1 replication in DC-lymphocyte clusters is less suscep-
tible to inhibition by CTL. DC-lymphocyte clusters have been
modeled using an in vitro assay system to study the inhibition
of HIV-1 by polyclonal CD81 lymphocytes (1), and we there-
fore examined the ability of HIV-1-specific CTL clones to
suppress viral replication in this system. DC were generated
and infected as above, added to autologous uninfected CD41

lymphocytes at a ratio of 1 3 105 DC to 5 3 105 lymphocytes
per well, and cocultured with 5 3 105 CTL clones (Fig. 1D and
2D).

Infection under these conditions was marked by extremely
vigorous viral replication, which exceeded that of monocytes
and DC alone (Fig. 1B and C and 2B and C) and increased
more rapidly than that of infected lymphocytes alone (Fig. 1A
and 2A). MHC-matched CTL clones were mildly suppressive
for HIV-1 replication by DC-lymphocyte clusters at the earliest
time point, but inhibition was blunted or lost at later time
points (Fig. 1D and 2D and data not shown). Mismatched CTL
clones mediated no appreciable inhibition of replication. Sta-
tistical comparison (analysis of variance and Fisher’s protected
least significant difference analysis [StatView Reference; Aba-
cus Concepts, Inc., Berkeley, Calif.]) of MHC-matched inhibi-
tion by CTL in multiple experiments revealed that inhibition in
clusters was significantly lower than in lymphocytes, mono-
cytes, or DC alone (Table 1) whereas the results for single-cell
groups were not statistically different from each other.

Suppression of HIV-1 replication in DC-lymphocyte clusters
is dependent on the ratio of added DC. Because this DC-to-
T-cell ratio could be supraphysiologic, we also examined
whether CTL might be more effective at lower ratios of added
DC (Fig. 3). Infected DC were added to autologous uninfected
lymphocytes at ratios of 0.1:1 or 0.03:1, followed by coculture
with the CTL clones (keeping the number of lymphocytes and
CTL constant at 5 3 105 per well). Again, at the 0.1:1 ratio,
replication was suppressed by the MHC-matched CTL clone
only at the earliest time point and this was followed by loss of
inhibition (Fig. 3A). In contrast, at the 0.03:1 ratio, the

matched CTL clone was clearly more suppressive and inhibi-
tion was sustained at later time points as well (Fig. 3B). Thus,
inhibition of viral replication in lymphocytes was less efficient
in the presence of DC in a dose-dependent manner.

Most of the work investigating direct antiviral activity of
HIV-1-specific CTL has been limited to the use of lymphocytes
as target cells for investigating the antiviral activities of CTL
clones (5, 39). The ability of CTL to act on other cell types
permissive for HIV-1 replication has not been well defined
previously. One potential explanation for the failure of CTL to
clear HIV-1 infection in vivo could be the inability of CTL to
control viral replication in a particular cell type. In the present
study, we examined the ability of CTL to suppress HIV-1
replication in primary monocytes, DC, and DC-lymphocyte
clusters.

M/M have been shown to be a reservoir of viral replication
in vivo (8). It has been suggested that the kinetics of HIV-1
production by these cells might differ from that for lympho-

FIG. 3. Effect of DC-to-lymphocyte ratio on inhibition by CTL. Acutely
infected DC from donor A3 were added to autologous uninfected CD41 lym-
phocytes at the indicated ratios, followed by coculture with A3/Gag CTL.

TABLE 1. Comparison of HIV-1 inhibition in different cell types
by MHC-matched CTLa

Sample
% Suppression of viral replication inb:

Lymphocytes Monocytes DC Clusters

1 58.8 98.7 83.7 39.4
2 64.6 100.0 96.2 248.0
3 100.0 98.2 88.5 98.8
4 98.7 99.6 97.2 13.8
5 99.6 99.7 99.5 69.7

Mean 84.32 98.24 93.02 34.74

a Inhibition of replication in different cell types was performed as described in
the text, using cells from donor A3 (two experiments) and donor B14 (three
experiments). Data from Fig. 1 and 2 are included as samples 4 and 5, respec-
tively.

b Suppression of viral replication compared to controls (no CTL) was calcu-
lated at the day 5 or 6 time point, yielding mean inhibition by CTL in each cell
type. P 5 0.019, 0.004, and 0.008 for comparisons of lymphocytes, monocytes,
and DC, respectively, with DC-lymphocyte clusters. Differences between the
individual cell types were not statistically significant (P 5 0.445 to 0.749).
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cytes in vivo; Perelson et al. suggested that productively in-
fected lymphocytes have a half-life of less than 2 days whereas
infected M/M have a half life of approximately 2 weeks, and
their contribution to viremia may be approximately 1% (26).
The tissue viral burden may be much higher, as demonstrated
by examination of gastrointestinal macrophages (32) or mac-
rophages at sites of microbial infection (36). Furthermore,
M/M are the primary infected cell type in the central nervous
system (11, 13, 20). In this study we found that M/M are
susceptible to the antiviral effects of CTL, and M/M therefore
do not represent an intrinsically resistant reservoir for viral
replication.

It has been suggested that DC may be the first cells to
encounter HIV-1 after host exposure at mucosal sites during
primary infection, and these cells could be responsible for the
transport of virus to regional lymph nodes and subsequent
transfer to CD41 T lymphocytes (6, 16, 19, 33). These cells
therefore are proposed by some investigators to play a crucial
role in the establishment of HIV-1 primary infection, mediat-
ing transmission of virus from the periphery to systemic lym-
phoid tissues. DC of the immature phenotype found in the
periphery can be productively infected by R5 HIV-1 in vitro
(14). Our finding that virus-specific CTL can suppress HIV-1
replication in DC suggests that CTL are potentially effective
against infected DC at peripheral sites. Recent data obtained
with a murine system suggest that mucosal antiviral CTL are
required for protective immunity after mucosal exposure to
HIV-1 (2), consistent with this hypothesis. If infection of DC is
indeed a prerequisite for primary HIV-1 infection, the gener-
ation of virus-specific CTL at potential sites of exposure may
be an important consideration in strategies to induce protec-
tive immunity, with the goal of preventing the initial spread of
infection to regional lymph nodes.

As professional antigen-presenting cells, DC are potent ac-
tivators of CD41 T lymphocytes (9, 25). Activation of CD41

lymphocytes by infected DC leads to vigorous viral replication;
DC-lymphocyte clusters are known to be sites of explosive
HIV-1 replication (7, 28), presumably due to the induction of
cellular transcription factors (15). Although the contribution to
the viral burden in vivo of infected DC themselves is contro-
versial (6), it has been demonstrated that active viral replica-
tion occurs in DC-lymphocyte clusters in lymphoid tissues (10).
We found that CTL-mediated suppression of HIV-1 replica-
tion in DC-lymphocyte clusters appeared markedly less effi-
cient than in lymphocytes alone. The mechanism is unclear.
Accelerated or increased viral replication could simply over-
whelm CTL. Alternatively, the interaction of DC with the
CD41 lymphocytes could indirectly affect the function of CTL.
The recent identification of a DC surface molecule, DC-SIGN,
which apparently can trap and mediate the transfer of HIV-1
from DC to lymphocytes (12) further raises the possibility that
DC-SIGN could play a role in the transfer of HIV-1 from
uninfected DC (and therefore unrecognized by CTL) to acti-
vated lymphocytes. Further study is required to clarify these
issues. Our in vitro findings, however, suggest a potential
mechanism whereby DC-lymphocyte clusters in lymphoid tis-
sues could be sites of relative resistance to the antiviral activ-
ities of CTL.

In summary, we have found that HIV-1-specific CTL clones
are capable of suppressing viral replication in primary CD41

lymphocytes, monocytes, and DC. CTL are thus potentially
capable of controlling viral replication in these individual cell
types in vivo. Inhibition in DC-lymphocyte clusters may be less
efficient than in either cell type alone. Because productively
infected DC have been suggested to spread infection to re-
gional lymphatic tissues as an early event in primary infection

with HIV-1, the induction of peripheral antiviral CTL re-
sponses may be important in the generation of protective im-
munity.
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