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Abstract
Naive T cells become programmed for clonal expansion and contraction during the early hours of
antigenic signaling. Recent studies support an ‘autopilot’ model, wherein the commitment to
proliferate and the magnitude of the proliferative response are simultaneously determined during a
single, brief period of antigen exposure. Here, we have examined whether the proliferation of naive
CD4+ T cells must occur on ‘autopilot’, or whether extended periods of antigenic signaling can impact
primary proliferative responses to antigen-presenting macrophages (macrophage APC). We found
that a single exposure to antigen (18 h) simultaneously committed T cells to (1) up-regulate surface
TCR above the level expressed on naive T cells, (2) undergo minimal cell division, and (3) acquire
susceptibility to TCR-dependent activation-induced cell death. However, continued antigenic
signaling between 18 and 72 h was required to amplify the number of daughter cells derived from
the already committed T cells. Thus, a discrete commitment time was followed by a ‘tuning’ period,
where extended antigenic signaling determined the volume of the proliferative response. We
conclude that T cell commitment to full clonal expansion versus TCR-dependent death susceptibility
represent two separate programming events whose timing can be segregated by macrophage APC.

Keywords
TCR; T cell proliferation; T cell commitment; Activation-induced cell death; Macrophage

Introduction
An important, unresolved question is whether the number of daughter cells generated by an
antigen-stimulated primary T cell reflects a single, irreversible cell fate decision. TCR and
costimulatory signals accumulate over time until a signaling threshold is reached which
commits T cells to proliferate [1–3]. The idea that continued antigenic signaling beyond this
threshold does not enhance proliferation is termed the ‘autopilot’ response [4]. Several studies
have reported that a brief encounter with antigen commits naive CD8+ T cells to a full
proliferative response, both in vitro and in vivo [5–7]. Others have suggested an autopilot
proliferative response from naive CD4+ T cells. Plate-bound peptide/MHC complexes induced
maximal CD4+ proliferation within 15–20 h, although this duration requirement dropped to 6

Correspondence: Adam G. Schrum, Laboratory of Transplantation Immunology and Nephrology, Department of Research, University
Hospital-Basel, Hebelstrasse 20, CH-4031 Basel, Switzerland, Fax: +41-61-265-3420, e-mail: Adam.Schrum@unibas.ch.

NIH Public Access
Author Manuscript
Eur J Immunol. Author manuscript; available in PMC 2007 May 14.

Published in final edited form as:
Eur J Immunol. 2005 February ; 35(2): 449–459.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



h when dendritic cells were used as stimulators [8]. Two subsequent studies concurred that
early, not prolonged, antigenic stimulation induced CD4+ T cell cycling [9,10].

Yet it has been suggested that extended stimulation can enhance T cell proliferation [11,12],
and this has been corroborated in some recent studies [10,13–17]. Under an autopilot model
of T cell division, this could be achieved by the continual, asynchronous recruitment of new
T cells to the proliferative response [17,18]; each individual T cell, however, must commit to
its full proliferative potential once its TCR, costimulation, and time thresholds have been met.
An alternative explanation is that besides recruiting new T cells, longer durations of stimulation
cause already committed T cells to undergo more divisions. The studies cited above reported
an increase in the average number of T cell divisions as stimulation was prolonged; however,
whether this increase was entirely accounted for by the recruitment of new cells to the
proliferative response, or whether enhanced division of already committed cells also
contributed, has never been directly demonstrated. Therefore, it remains unclear whether the
proliferative behavior of individual naive CD4+ T cells is unalterable once they have committed
to divide, or whether it can be modified by prolonged interactions with antigen.

‘Net’ proliferation reflects both the summation of daughter cells generated by mitosis during
clonal expansion, and the subtraction of T cells killed by activation-induced cell death (AICD).
Naive T cells must be primed in order to acquire susceptibility to TCR-dependent, Fas-
mediated AICD [19]. As with cell division, the CD8+ T cell contraction phase was reported to
occur as a programmed response to early antigenic signaling [20], although a second exposure
to antigen can be needed to trigger death signaling pathways [21]. It remains unknown which
duration of antigenic stimulation induces susceptibility to AICD, and how this programming
relates to the commitment to cell division.

Here, we examined how varying the duration of antigenic stimulation by antigen-presenting
macrophages (macrophage APC) affects commitment to both cell division and TCR-dependent
death susceptibility in naive CD4+ T cells. Although they are less potent stimulators than
dendritic cells, macrophages are involved in the initiation of T cell immune responses against
simian immunodeficiency virus [22], Borrelia burgdorferi [23,24], corneal allografts [25], and
DNA vaccines [26,27]. We observed a clear synchrony in T cell commitment to surface TCR
up-regulation [28], minimal T cell division, and the development of TCR-dependent death
susceptibility in vitro. While T cells committed to these responses simultaneously, a prolonged
period of antigenic signaling caused already committed T cells to divide more extensively.
These results identify two sequential commitment steps that impact the extent of T cell clonal
expansion and contraction based on the duration of antigenic stimulation by macrophage APC.

Results and discussion
Effective initiation and interruption of antigenic stimulation in vitro

To control the timing of TCR engagement by peptide/MHC complexes on APC, we used IFN-
γ-conditioned BALB/c bone marrow-derived macrophages to present OVA peptide (pOVA)
in I-Ad to pOVA-specific naive CD4+ DO11.10 TCR-transgenic T cells. Bone marrow-derived
macrophages function well as primary, non-transformed, contact-inhibited, non-irradiated,
long-lived APC. They adhere strongly to tissue culture-treated plastic, and co-culture with T
cells can be terminated by pipetting the T cells away from the macrophages. We tested the
efficiency of T cell removal from the macrophage co-cultures. Regardless of the time of co-
culture, ~85–95% of T cells could be removed from the macrophages (Fig. 1A, B). It was
possible that the few irremovable T cells were the best responders to antigen. However, the
same percentage of pOVA-specific DO11.10 T cells were irremovable even when an irrelevant
pigeon cytochrome c peptide (pPCC) was used instead of pOVA (Fig. 1A, B). Similar
adherence was also observed using non-TCR-transgenic BALB/c T cells, with or without any
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exogenous peptide added (data not shown). We conclude that the few T cells left behind during
our experiments do not represent those with the strongest response to antigen.

After T cell removal, APC membrane fragments and/or a few intact macrophages might remain
with the T cells and provide a low level of persistent T cell stimulation. To test this, we applied
the same pipetting procedure (that would be used to remove co-cultured T cells) to tissue culture
wells of pOVA-loaded macrophages. The resulting supernatant was then tested for stimulatory
capacity by culturing it with previously unstimulated DO11.10/RAG2−/− T cells. We found
that a low level of CD25 expression could be induced on T cells cultured with such supernatant,
but not when anti-I-Ad blocking mAb was added to culture (Fig. 1C). Even without interrupting
ongoing co-cultures, addition of anti-I-Ad blocking mAb blocked T cell activation by
macrophages for 24 h (Fig. 1D). In contrast, with dendritic APC, anti-I-Ad blocking mAb
partially inhibited, but did not completely block T cell signaling (Fig. 1E). We conclude that
the experimental system described herein enables us to accurately control the timing of T cell
stimulation by macrophage APC. It is most reliable when anti-I-Ad blocking mAb is used in
addition to T cell removal from macrophages in order to block TCR engagement. We used this
system to measure T cell responses to defined periods of stimulation in the experiments that
follow.

Prolonged antigen presentation and T cell stimulation by macrophage APC
To assess whether antigen presentation was long-lived in this system, we co-cultured DO11.10
T cells with pOVA-loaded macrophages for 6 days. After this period, freshly isolated 5(6)-
carboxyfluorescein diacetate succinimidyl ester (CFSE)-labeled DO11.10 T cells were either
added to the ongoing co-cultures, or else cultured with peptide-unpulsed macrophages. After
24 h, many CFSE-labeled T cells from the ongoing co-cultures had up-regulated CD69 in
response to antigen, whereas the CFSE-labeled T cells in the newly initiated cultures without
antigen had not (Fig. 2A).

Surface TCR down-regulation was quickly induced by T cell stimulation ([28] and data not
shown), persisting over several days during co-culture with pOVA-loaded macrophages or
dendritic cells (Fig. 2B). In contrast, surface TCR up-regulation was observed when T cells
were permitted to recover after 1 day of full stimulation by either APC (Fig. 2B). We have
previously shown that the prolonged surface TCR down-regulation observed during several
days of T cell stimulation results from continual ligation of TCR by peptide/MHC complexes
[14]. Therefore, we conclude that these APC can maintain effective antigen presentation for
at least 1 week in vitro, and throughout this period T cells continue to be responsive to antigen
as monitored by TCR engagement.

Duration of antigenic stimulation required to commit naive CD4+ T cells to up-regulate
surface TCR expression

To determine how both antigen dose and the timing of T cell-APC interaction influence T cell
commitment to up-regulate surface TCR expression, macrophages loaded with low, medium,
or high proliferative doses of pOVA were co-cultured with DO11.10/RAG2−/− T cells. After
the co-culture period, T cells were removed from the macrophages and their tissue culture was
continued until 96 h post-stimulus. As expected, T cells that remained in contact with APC
throughout the experiment displayed an inverse relationship between surface TCR expression
level and antigen dose, due to surface TCR down-regulation (Fig. 3, white bars). Six hours of
T cell stimulation was insufficient at any pOVA dose to commit T cells to significantly up-
regulate surface TCR expression (Fig. 3, striped bars). Twelve hours of stimulation resulted in
modest up-regulation at the highest two pOVA doses (Fig. 3, dotted bars).
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In contrast, 18 h of stimulation committed T cells to up-regulate surface TCR expression at all
three pOVA doses (Fig. 3, black bars), and 24 h of stimulation did not significantly increase
the degree of up-regulation (Fig. 3, gray bars). Maximum surface TCR up-regulation resulted
in a twofold increase in expression above that of unstimulated cells, although low-dose pOVA
stimulation only caused a 1.5-fold increase. We conclude that during naive CD4+ T cell
activation, T cells commit to up-regulate surface TCR expression, and the new expression level
achieved later is influenced by antigen dose, costimulation [29], and duration of stimulation.
A duration of 18 h of stimulation by macrophage APC is sufficient to commit T cells to maximal
activation-induced surface TCR up-regulation. Therefore, despite early down-regulation by
antigen, many TCR are made available for engagement throughout a prolonged period during
primary T cell activation in this system.

Duration of antigenic stimulation required to induce T cell division
Previous studies on CD4+ T cells where an increased duration of stimulation enhanced
proliferative responses utilized RAG+ TCR-transgenic T cells that could co-express both
transgenic and endogenous TCR [10,13,14,16]. Such co-expression is known to result in
heterogeneous surface expression of the relevant transgenic TCR, which negatively affects
responsiveness to antigen [30,31]. To determine the duration of antigenic stimulation required
to induce naive CD4+ single-TCR-expressing T cells to divide, macrophages were loaded with
low, medium, or high doses of pOVA and co-cultured with CFSE-labeled DO11.10/
RAG2−/− T cells. After co-culture, T cells were removed from the macrophages and cultured
separately until 120 h. The dilution of CFSE into discrete fluorescence peaks enabled us to
score the number of cell divisions by FCM.

In co-cultures with macrophages loaded with 50 μg/ml pOVA, T cells stimulated for 3 h did
not divide in response to stimulation (Fig. 4A, inset). Six to twelve hours of stimulation began
to induce cell division with both medium and high pOVA doses (Fig. 4B, C). Eighteen hours
of stimulation was sufficient to produce the first dividing T cells in response to the low-dose
pOVA-loaded macrophages, while further enhancing the response to the higher two doses (Fig.
4A, D). Finally, 72 h of stimulation dramatically augmented T cell division under all conditions
tested, and in a peptide dose-dependent fashion (Fig. 4A, E). As previously reported [8,10,
14,32], endogenous IL-2 was required for these responses; proliferation was inhibited by anti-
IL-2/anti-IL-2R blocking mAb, and addition of exogenous IL-2 had no effect (data not shown).
Antigenic signaling, not IL-2, was the limiting factor that programmed the proliferative
responses in these cultures. Thus, naive CD4+ single-TCR-expressing T cells, like dual-TCR-
expressing cells, can tune the extent of cell division based on the duration of antigenic
stimulation.

To better understand how the duration of stimulation affected cell division, we used the number
of cells under each CFSE division peak to back-calculate the number of responding T cells
from the original, naive population (responder frequency, RF), and the average number of
daughter cells produced per responder (proliferative capacity, PC), as previously explained
[14,33,34]. In response to high-dose pOVA-loaded macrophages, RF rose precipitously
between 6 and 18 h of antigenic stimulation, indicating that during this time new cells became
recruited into the pool that would eventually divide (Fig. 5A, left). By 18 h, most responders
had been recruited, although ~17% more were added through 72 h. Most of these additional
responders were recruited between 18 and 24 h. During the first 24 h, when RF was rising, PC
remained relatively constant (Fig. 5A, right). Subsequently, between 24 and 72 h, antigenic
stimulation caused little change in RF, but PC was markedly increased, indicating an increase
in the average number of daughter cells produced per responder (Fig. 5A, right).

The increase in daughter cells induced by 72 h of stimulation could have two possible sources.
First, those T cells which had committed to divide by 18 or 24 h of stimulation may have
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become induced to divide more times. A tunable proliferative response, not autopilot, would
predict this behavior. Alternatively, perhaps the cells committing to divide by 18 or 24 h
retained an unaltered, low PC, while the few additional responders that committed to divide
between 18 and 72 h exhibited a high PC, thus increasing the average PC for the population.
To distinguish between these two possibilities, we focused our analysis on cells that divided
three to five times in response to 72 h of stimulation (for primary data, see Fig. 4A). These
were daughter cells originating from 23.45% of the original naive starting population (data not
shown).

Very few cells were programmed to divide three to five times during 0–18 h or 18–24 h of
stimulation, but 22.28% were programmed to do so during 24–72 h (Fig. 5B, black bars). In
contrast, only 4.96% of the original population became newly programmed to divide during
24–72 h of stimulation, since most cells had been recruited during 0–18 h and 18–24 h (Fig.
5B, white bars). Therefore, there were not enough late recruits to the division response (4.96%)
to account for the proportion of cells (22.28%) that became programmed for extensive division
between 24 and 72 h. At a minimum, 16.15% (22.28% – 4.96% – 0.9% – 0.27%, Fig. 5B) of
the original population would divide once or twice with 18–24 h of stimulation, but divide
three to five times with 72 h of stimulation. Since these percentages are calculated based on
assigning all cells to one of two groups, low versus high PC, it is likely that these numbers
underestimate the true percentage of cells from all divisions that underwent enhanced
proliferation with longer stimulation. We conclude that stimulation occurring between 24 and
72 h of co-culture induced T cells that had already committed to increase the number of
daughter cells they would generate.

When dendritic cells were used as APC, we observed a similar effect on T cells with respect
to amplifying proliferation. One hour of full antigenic stimulation caused T cells to divide up
to four times, whereas 6 h caused up to seven and eight divisions (Fig. 6A). Prolonging the
time of full stimulation enhanced not only RF, but also PC (Fig. 6B). Because anti-I-Ad

treatment only partially inhibited TCR engagement by dendritic cells (Fig. 1E), we cannot
ascertain the precise timing of commitment to division in this case. However, these data show
that extending the duration of full antigenic signaling by dendritic APC can augment the
number of daughter cells that dividing T cells generate.

Duration of antigenic stimulation required to induce susceptibility to TCR-dependent T cell
death

Periods of stimulation in excess of 72 h had a negative effect on T cell proliferation at the high
pOVA dose. We stimulated naive CD4+ DO11.10 T cells with high-dose peptide-loaded
macrophages for 72 or 120 h, having harvested and counted the number of live T cells daily
until 120 h of total culture time. In these cultures, cell division begins by 72 h (data not shown),
which coincides with the first time point at which significant T cell proliferation is observed
(Fig. 7). T cells stimulated for 72 h proliferated considerably following the removal of antigenic
stimulus, but those kept in the presence of antigen throughout the entire 120-h time course did
not (Fig. 7). We suspected that death of hyper-stimulated dividing T cells might account for
much of the blunted proliferative response, as has been reported by others [35,36].

AICD of this type is generally dependent on TCR and Fas signaling, and although activated T
cells are susceptible to these death pathways, naive T cells are not [19]. To determine the
duration of antigenic stimulation that commits naive CD4+ T cells to become susceptible to
TCR-dependent Fas-mediated AICD, high-dose pOVA-loaded macrophages were co-cultured
with DO11.10/RAG2−/− T cells for 6, 18, or 72 h. After the 6-h and 18-h co-culture periods,
T cells were removed from the macrophages and cultured without APC until total 72 h had
elapsed. Fas expression was then analyzed by FCM and compared between the activated T
cells and unstimulated, freshly harvested T cells. Both unstimulated and 6-h-stimulated T cells
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expressed similar, low levels of Fas when compared to isotype-control staining. However, 18
h and 72 h of stimulation committed T cells to up-regulate Fas expression (Fig. 8A).

To directly assess the development of TCR-dependent death susceptibility, naive T cells were
stimulated for 6, 18, or 72 h as described above, and cultured for a total period of 72 h. After
this time, the activated T cells, and freshly isolated unstimulated T cells for comparison, were
stimulated for an additional 24 h with plate-bound anti-CD3 mAb (or control Ig) to induce
TCR (CD3)-dependent Fas-mediated AICD [36,37]. In addition to the plate-bound Ig, soluble
anti-Fas ligand (anti-FasL) blocking mAb and FasFc (to bind and block FasL) or control
reagents were added to culture.

Neither naive cells nor 6-h-stimulated cells were killed in response to these culture conditions,
regardless of whether anti-CD3 stimulus was provided or not (Fig. 8B). This is consistent with
the idea that naive T cells are not susceptible to TCR-dependent death, and T cells stimulated
by macrophage APC for 6 h do not develop susceptibility to such death. However, 18 h of
stimulation by macrophage APC was sufficient to induce T cells to develop susceptibility
toTCR-dependent death, since ~50% of these cells were killed by plate-bound anti-CD3 mAb
(Fig. 8B). Fas blockade provided a significant rescue from death, demonstrating that much of
the TCR-dependent death induced in these cultures was mediated by the Fas death pathway.
In the absence of plate-bound anti-CD3 mAb, the 18-h-stimulated cells had begun to proliferate
by the end of the culture period. The same general trend holds true for T cells stimulated for
72 h, except that, despite higher Fas expression (Fig. 8A), these cells were not more susceptible
to death induction than the 18-h-stimulated cells (Fig. 8B). We conclude that 18 h of stimulation
by macrophage APC is sufficient to commit naive CD4+ T cells to up-regulate Fas expression
and develop TCR-dependent Fas-mediated death susceptibility.

Concluding remarks
We observe two phases of antigenic signaling that impact the programming of the proliferative
response of naive CD4+ T cells by macrophage APC in vitro. First, 18–24 h of antigenic
signaling commits T cells to replenish and up-regulate surface TCR expression, undergo a
minimal amount of cell division, and become susceptible to TCR-dependent AICD. Second,
sustained antigenic signaling between 18–72 h enhances T cell proliferation mainly by
magnifying the number of daughter cells generated by already committed T cells. After this
point, the proliferative ‘programming’ phase of antigenic signaling is complete, as T cells enter
the M phase of cell division. TCR signaling during this effector phase of proliferation promotes
hyper-stimulation and AICD. It is interesting that the susceptibility to death is built in to the
T cell activation program prior to maximization of cell division. This could help to insure that
responding T cells can eventually be eliminated regardless of the magnitude of clonal
expansion. This is consistent with the findings of Patel et al. [38], who have previously shown
that a stimulated class II-restricted T cell hybridoma committed to apoptosis before it
committed to IL-2 production. It is also consistent with the concept of T cell ‘fitness’, wherein
T cells undergoing suboptimal periods of stimulation are more likely to die rather than to persist
[39].

The in vitro co-culture system with macrophages enables careful control of the timing of
stimulation during the T cell programming period, and facilitates the calculations underlying
the proliferative analyses. However, the relevant time points in this study are likely specific
for macrophage APC, and we expect that these time requirements are likely shortened with
more potent APC [8]. Perhaps because of their limited potency, macrophage APC enable the
distinction of the programming of a minimal proliferative response that includes the acquisition
of TCR-dependent death sensitivity, from a more robust proliferative response induced by
prolonged antigenic signaling. The salient point is that these two responses represent two
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separate and sequential cell fate decisions for naive CD4+ T cells, each of which is dependent
on the duration of antigenic stimulation, and each of which could possibly be subject to unique
regulation. The observation of autopilot responses may reflect the ability of potent APC to
synchronize and carry out these separate programming events virtually simultaneously during
strong immune responses. With macrophages as APC, these events can be segregated and
studied. Dissecting the molecular and signaling pathways that are involved in these T cell fate
decisions impacting clonal expansion remains an aim of future work.

Materials and methods
Mice

BALB/c, DO11.10 (BALB/c) [40], and DO11.10/RAG2−/− (BALB/c) mice were bred and
maintained in our animal facility until their use at 6–16 weeks of age.

Ig and peptides
Purified Ig used during in vitro culture included: anti-I-Ad (M5/114; American Type Culture
Collection), anti-CD3ε mAb (145–2C11; BD Pharmingen), anti-FasL (MFL-3; BD
Pharmingen), FasFc (R&D Systems), hamster γ-globulin (Jackson ImmunoResearch).
Additional mAb purchased from BD Pharmingen for use in FCM or magnet-activated cell
sorting (MACS) included: anti-CD16/CD32 (2.4G2), anti-Thy1.2 (53–2.1), anti-CD25 (7D4),
anti-CD11b (M1/70), anti-CD4 (GK1.5), anti-B220 (RA3–6B2), anti-CD44 (IM7), anti-pan
NK cell (DX5), anti-CD11c (HL3), anti-CD8 (Ly-2), anti-CD69 (H1.2F3), anti-Fas (Jo2). The
DO11.10 clonotype-specific mAb KJ126 was purchased from Caltag Laboratories, as was anti-
macrophage (F4/80) mAb. The peptides pOVA (derived from chicken OVA amino acids 323–
339) and pPCC (derived from pigeon cytochrome c amino acids 88–104) were synthesized by
the Protein Chemistry Laboratory (University of Pennsylvania).

Preparation of naive CD4+ T cells
Whole splenocyte single-cell suspensions were prepared from mice with the aid of Nitex fabric
(Tetko, Inc.) followed by erythrocyte lysis via hypotonic shock. Where noted, splenocytes were
labeled with 5 μM CFSE (Molecular Probes) to analyze T cell proliferative responses by FCM
as previously described [33,34]. To purify naive CD4+ T cells from DO11.10 mice by MACS
purification, splenocytes were coated with rat anti-mouse mAb anti-I-Ad, anti-CD11b, anti-
CD11c, anti-B220, anti-pan NK cell, anti-macrophage (F4/80), anti-CD8, and anti-CD44.
After secondary staining with magnetic bead-conjugated polyclonal anti-rat IgG
(Polysciences), cells were placed in a magnetic field. Cells not attracted to the magnet were
used in experiments and were typically ≥95% CD4+ T cells, 70–90% CD62Lhigh. To purify
naive CD4+ T cells from DO11.10/RAG2−/− mice by MACS purification, splenocytes were
coated with biotinylated anti-I-Ad mAb, followed by magnetic microbead-conjugated
streptavidin (Miltenyi). Cells not attracted to the magnet were used in experiments and were
typically ≥95% CD4+ T cells.

Stimulation of naive CD4+ T cells
Macrophages were matured in vitro by culturing BALB/c bone marrow in supplemented
Dulbecco’s modified Eagle’s medium (DMEM), and were used to stimulate T cells as
previously described [14,41]. Peptide loading occurred over 48 h in the presence of 10–20 ng/
ml IFN-γ (R&D Systems) in 96-well plates. After washing the peptide-loaded macrophages,
T cells were briefly centrifuged onto them in fresh medium to synchronize conjugation at a T
cell/APC ratio of 1:1 or 1:2. For some cultures, stimulation was interrupted at various time
points by pipetting the T cells out of the wells, leaving behind the macrophages adhered to the
bottom surface. Stimulated T cells were then replated in new wells and their tissue culture
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continued in the original conditioned medium, plus 20 μg/ml anti-I-Ad blocking mAb where
noted. Dendritic cells were matured in vitro by culturing bone marrow cells in 5 ng/ml GM-
CSF and 5 ng/ml IL-4 (Peprotech) for 1 week as previously described [42]. After activation
with 50 μg/ml LPS (Sigma) and peptide loading with 50 μg/ml pOVA at 37°C for 48 h, dendritic
cells were washed twice and co-cultured with T cells.

Fluorescence microscopy
A Nikon Eclipse TE300 inverted fluorescence microscope was used to digitally capture phase-
contrast and green fluorescence micrographs of CFSE-labeled DO11.10 T cells co-cultured
with macrophages. The phase-contrast images appear red because the cells were alive and in
DMEM throughout the procedure, to mimic the conditions used throughout the other
experiments in this study. To remove T cells from the macrophage co-cultures, the illumination
pillar was tilted away from the plate and stage, and the pipetting procedure used for T cell
removal was applied. Fresh medium was added back to the well, the illumination pillar was
re-set into place, and new phase-contrast and green fluorescence images were acquired of the
same field of view. Merged images were obtained using Adobe Photoshop software.

Flow cytometry
Cells were washed in cold buffer containing PBS, 2% FBS, and 0.01% NaN3, and stained with
antibodies by standard means. After washing, two- to four-color FCM was performed on
Becton Dickinson Immunocytometry Systems FACScan or FACScalibur cytometers
calibrated with Calibrite beads. CellQuest software was used for data acquisition and analysis.
Geometric mean fluorescence intensities (gMFI) were obtained corresponding to the level of
TCR, CD25, or Fas fluorescence on live T cells as calculated by CellQuest software. Within
each experiment, all samples were performed in duplicate or triplicate such that error bars in
the figure graphs represent SEM. The level of surface TCR of live cells was expressed as a
percentage of that of unstimulated live T cells, while CD25 surface expression was expressed
as percentage of the maximum value measured in each experiment. Where indicated,
fluorescence measurements were compared between samples prepared on different days. In
such cases, the same cytometer acquisition settings were used throughout the time course of
experiments, and identical fluorescence acquisition was verified by a broad range of microbead
fluorescence standards (RCP-30–5; Spherotech).
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AICD  

Activation-induced cell death

Macrophage APC 
Antigen-presenting macrophage

pPCC  
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Peptide derived from pigeon cytochrome c

pOVA  
Peptide derived from ovalbumin

PC  
Proliferative capacity

RF  
Responder frequency
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Fig. 1.
Efficiency of stimulation interruption and blockade of TCR engagement. (A) CFSE-labeled
naive CD4+ DO11.10 T cells were co-cultured with macrophages that had been loaded with
50 μg/ml of the irrelevant peptide pPCC. After 1 h at 37°C, the co-culture plate was removed
from incubation and fastened to the stage of an inverted fluorescence microscope. Phase-
contrast and green fluorescence micrographs were first digitally captured of the T cell-
macrophage co-culture (top row, “Before”), and then again following pipette-mediated
removal of the T cells (bottom row, “After”). (B) The procedure demonstrated in (A) was
applied to 6–10 wells for each experimental group tested during two different experiments.
After 1–18 h of co-culture, DO11.10 T cells were pipetted away from macrophages that had
been loaded with relevant (pOVA) or irrelevant (pPCC) peptide. The percentage of T cells that
were not removed from macrophages via pipetting is referred to as ‘percent irremovable T
cells’. (C) Naive DO11.10/RAG2−/− CD4+ T cells were cultured for 24 h either alone (‘none’)
or in the presence of several potential sources of stimulation: ‘pOVA/mφ APC’, pOVA (50
μg/ml)-loaded macrophages; ‘pOVA/mφ supernatant’, pipetted supernatant from tissue culture
wells containing pOVA (50 μg/ml)-loaded macrophages. Where indicated, anti-I-Ad was
added to culture. After culture, T cell surface CD25 expression was measured by FCM. (D, E)
Naive CD4+ DO11.10 T cells were co-cultured with pOVA-loaded macrophages (D) or
dendritic cells (E) ± anti-I-Ad mAb. Stimulation by both APC types induced T cells to up-
regulate CD69 by 24 h of culture (bold line) above unstimulated levels (dotted line), unless
anti-I-Ad blocking mAb had been present throughout (thin solid line).
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Fig. 2.
Macrophages can stimulate T cells for at least 7 days in vitro. Timeline key: bold line, hours
of co-culture of pOVA-loaded APC with naive CD4+ T cells; dashed line, T cell culture in the
absence of pOVA-loaded macrophages; arrow, hour of reagent addition to culture. The total
hours of T cell culture before harvest are indicated at the right end of the timeline. (A) Naive
DO11.10 CD4+ T cells were co-cultured with pOVA (50 μg/ml)-loaded macrophages for 144
h (6 days). Then new CFSE-labeled DO11.10 T cells were added to the ongoing co-culture
(bold histogram). In parallel, some of the new T cells were co-cultured with macrophages that
had not been loaded with pOVA, nor previously cultured with T cells (thin histogram). After
24 h, CD69 expression on CFSE-labeled T cells was measured by FCM. (B) Unstimulated
naive DO11.10/RAG2−/− CD4+ T cells (thin histogram) were either co-cultured with pOVA
(50 μg/ml)-loaded APC for 96 h (dotted histograms), or co-cultured with pOVA (50 μg/ml)-
loaded APC for 18 h, followed by continued culture in the presence of anti-I-Ad until 96 h
(bold histograms). Surface clonotype TCR (KJ126) expression was measured by FCM.
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Fig. 3.
Duration of antigenic stimulation committing naive CD4+ T cells to up-regulate surface TCR
expression. DO11.10/RAG2−/− T cells were stimulated by pOVA-loaded macrophages during
the period indicated in the timelines. Antigenic stimulation was then interrupted by removing
the T cells from the macrophages and immediately re-culturing the T cells in new wells with
anti-I-Ad. After 96 h, surface clonotype TCR (KJ126) levels were measured by FCM.
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Fig. 4.
Duration of antigenic stimulation by macrophage APC committing naive CD4+ T cells to cell
division. (A) CFSE-labeled DO11.10/RAG2−/− T cells were stimulated by pOVA (50 μg/ml)-
loaded macrophages for the periods indicated in the timelines, but cultured for 120 h. FCM
analysis showed that proliferating T cells had diluted their CFSE dye and could be scored as
to the number of mitoses they had undergone, indicated by the cell division number above the
histograms. The undivided peak (division number ‘0’) was identified by the high CFSE label
of unstimulated cells (not shown), which was equivalent to that of T cells stimulated for only
3 h (black shaded histogram, inset). (B–E) These graphs summarize the cell division profiles
of T cells from the experiment in (A) for three dilutions of pOVA, and for various durations
of stimulation. Each bar graph represents the percentage of cells under the specified CFSE
division peak.
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Fig. 5.
Impact of prolonged duration of antigenic stimulation on RF and PC of naive CD4+ T cells.
(A) RF and PC were calculated for the experiment presented in Fig. 4. Data are included here
for T cells that were stimulated by pOVA (50 μg/ml)-loaded macrophages for various
durations, as indicated on the y axis. (B) (White bars) The RF calculated in (A) are redisplayed
to indicate the time frames during which new responders were recruited to divide, irrespective
of how many times they divided. The raw data are: 0–18 h, 47.54% (SE 0.43%); 18–24 h,
11.62% (SE 2.84%); 24–72 h, 4.96% (SE 2.62%). (Black bars) The RF that generated daughter
cells having divided 3–5 times, and the time frames during which responders were recruited
into this highly proliferative pool are displayed. The raw data are: 0–18 h, 0.27% (SE 0.02%);
18–24 h, 0.9% (SE 0.1%); 24–72 h, 22.28% (SE 1.18%). For visual clarity, SE bars are not
displayed.
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Fig. 6.
Prolonged stimulation of naive CD4+ T cells by dendritic cells influences both RF and PC.
CFSE-labeled naive CD4+ DO11.10 T cells were co-cultured with pOVA (50 μg/ml)-pulsed
dendritic cells for 1–24 h, after which anti-I-Ad blocking mAb was added to culture as indicated.
Thereafter, T cells and dendritic cells remained in co-culture under conditions of partially
inhibited TCR engagement until harvested for FCM analysis at 120 h. (A) Full antigenic
stimulation for 1 h led to less T cell division than full stimulation for 6 h. The CFSE peak
representing undivided cells is marked ‘0’. (B) RF and PC were calculated for the different
experimental groups labeling the y axis.
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Fig. 7.
Effect of prolonged antigenic signaling on net accumulation of expanding T cells. Naive
CD4+ DO11.10 T cells were stimulated by pOVA (50 μg/ml)-loaded macrophages for 72 or
120 h. At the serial time points indicated on the x axes, live T cells from triplicate wells were
counted. The bar graphs display average T cell numbers. SEM bars are too small for
visualization on this scale.
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Fig. 8.
Duration of antigenic stimulation committing naive CD4+ T cells to become susceptible to
TCR-dependent death. (A) DO11.10/RAG2−/− T cells were stimulated by pOVA (50 μg/ml)-
loaded macrophages for the periods indicated in the timelines. After 72 h of total culture, T
cells were harvested and stained with anti-Fas mAb for FCM analysis. Freshly prepared BALB/
c splenic T cells were stained in parallel, and the hamster Ig stain for these fresh cells served
as the background FCM stain to which the experimental groups were compared. (B) DO11.10/
RAG2−/− T cells were initially stimulated by pOVA (50 μg/ml)-loaded macrophages for 6, 18,
or 72 h as indicated in the timelines. After 72 h of culture, the T cells were restimulated in
tissue culture wells coated with 10 μg/ml hamster γ-globulin or anti-CD3ε. Also added to these
cultures was either a mixture of soluble anti-FasL blocking mAb + FasFc (‘anti-FasL’), or
control Ig. In parallel, freshly prepared BALB/c splenic T cells (white bars) were added to the
coated plates used for the restimulation assays. This was done as a control representing T cells
without susceptibility to TCR-dependent death induction. T cells were counted before and after
restimulation, and the average percentage change in T cell number is summarized in the bar
graphs.
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