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Abstract

Many of the pathways that underlie the diversification of naive T cells into
effector and memory subsets, and the maintenance of these populations, re-
main controversial. In recent years a variety of experimental tools have been
developed that allow us to follow the fates of cells and their descendants.
In this review we describe how mathematical models provide a natural lan-
guage for describing the growth, loss, and differentiation of cell populations.
By encoding mechanistic descriptions of cell behavior, models can help us
interpret these new datasets and reveal the rules underpinning T cell fate
decisions, both at steady state and during immune responses.
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1. INTRODUCTION

The expansion and differentiation of antigen-specific T cells from naive or memory precursors
following infectious challenge, and the establishment or supplementation of diverse and persistent
memory populations, are defining features of adaptive immunity in vertebrates. These memory
populations can be classified most broadly as either circulating and tissue-resident, but each in
turn comprises subpopulations with different effector capabilities and capacities for self-renewal
or differentiation. Reaching a consistent and functionally meaningful classification of these sub-
sets is an ongoing challenge (1–4). Diversification of T cell fates is linked to cell division (5–8),
suggesting that memory emerges from small precursor populations in branched structures, shaped
and pruned by differentiation, proliferation, senescence, and cell death. However, for many years
our understanding of the pathways and dynamics of commitment to different memory lineages,
and how they are subsequently maintained, was hampered by the constraint of observing T cell
populations cross-sectionally, and in bulk.

The ability to track the development of the T cell response from a single precursor triggered
a wave of studies that explored how phenotypic heterogeneity emerges (9, 10). Many of these
studies involved mathematical modeling, for perhaps three reasons. The first is that mathematical
models are particularly useful for describing the complex and sometimes nonintuitive popula-
tion dynamics that can emerge from the interplay of the basic processes of cell growth, death,
and differentiation, and they provide a way to encode the rules governing these processes in a
mechanistic way. The second is that statistical tools exist for quantifying our degrees of belief in
different models of cell behavior, and thus for weighing the evidence for alternative biological
mechanisms. These tools typically involve a trade-off between the descriptive power of a model
and its complexity or flexibility. Third,mathematical models fitted to data typically yield estimates
of key quantities such as interdivision times, cell life spans, and probabilities of commitment to
different lineages. These estimates, usually referred to as parameters, reinforce our mechanistic
understanding of immune responses. They can also serve as a sanity check—a model that fits data
well but yields biologically implausible parameters can be rejected. Thus, mathematical models
can both help formalize our intuition and act as handrails to guide us along the path of testing and
rejecting hypotheses.

In this review we focus on how mathematical modeling has helped us interpret the data from
fate-mapping experiments. We begin with the dynamics of naive and memory T cells at steady
state and then address the emergence of phenotypic diversity in T cell responses.

2. MODELING THE FATES OF NAIVE AND MEMORY
T CELLS IN HEALTH

Much of what we know about life spans and rates of self-renewal of T cell subsets under healthy,
steady-state conditions derives from DNA-labeling assays, in which dividing cells acquire a trace-
able label, such as bromodeoxyuridine (BrdU) or deuterium. The time courses of the numbers or
proportions of labeled cells within a population during and after the administration of the label
contain information regarding rates of division and turnover, and potentially any heterogeneity in
these dynamics within the population (11). (Henceforth we define turnover to mean loss of cells
from a population through death or differentiation. If a population’s size is constant, its total rate
of turnover, as cells lost from the population per day, equals the rate of production of new cells by
influx and division.) Mathematical models are required to fully interpret these data. More chal-
lenging perhaps is to extend our descriptions of these population dynamics to capture the process
of differentiation. To do this, one needs to identify cohorts of precursors and observe the popula-
tion dynamics and fates of their descendants, either by longitudinal sampling or by cross-sectional
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analyses of cohorts at later times. Here we discuss several experimental approaches to studying
T cell life histories, and how mathematical models have helped us to increase the information we
can glean from them.

2.1. Quantifying T Cell Development Using Chimeric Mouse Models

Bonemarrow chimericmice, in which host and donor cells can be distinguished by congenicmark-
ers, provide a means of following the developmental trajectories of new, donor-derived cells within
the recipient (host). Typical transplant-conditioning regimes, such as irradiation or antibody-
mediated cell depletion, create significant physiological perturbations in the host that disrupt
normal homeostasis. One system that attempts to sidestep this issue, and allows us to observe cell
fates in mice under healthy physiological conditions, uses low doses of the transplant-conditioning
drug busulfan to specifically deplete hematopoietic stem cells (HSCs) (12). HSCs are then re-
constituted with congenic, T cell–depleted bone marrow (Figure 1a). During this process the
mice remain healthy and peripheral lymphocyte subsets remain intact. The transplant rapidly
replenishes T and B cell progenitor populations, and stable chimerism at all stages of thymic de-
velopment is achieved by six weeks after transplantation (13) (Figure 1b). One can then observe
donor-derived lymphocytes populate peripheral subsets, which were previously replete with host-
derived cells (Figure 1c,d). The sequence and kinetics with which this infiltration occurs tell us
about the lineage relationships between T cell subsets, and self-renewal and turnover within them.
For example, in a unidirectional chain or tree of differentiation steps, in which at each step host
and donor cells follow identical rules of behavior, one would expect that, given sufficient time, the
chimerism in all lineages would equilibrate at the level of their common progenitor population.
Any departure from these dynamics is informative. For example, a failure of donor-derived cells
to populate a given cell subset to the expected level could derive simply from a decline in the total
rate of flow of host and donor cell into it, with age.One can show that if the rate replenishment of a
particular population from a precursor declines faster than the population average rate of turnover,
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Figure 1

Using chimeric mice to explore the topology and kinetics of T cell differentiation of peripheral T cell subset at steady state. (a) Stable
chimerism in bone marrow is achieved rapidly after busulfan treatment and HSC transplantation, leading to a fraction f of HSCs being
donor derived. (b) Stable chimerism at all stages of thymic development is reached within four to six weeks, at the same level, f, as bone
marrow. (c) The time course of accumulation of naive donor T cells is determined by the turnover rate(s) of naive T cells, and of the
donor chimerism in the thymus. The observed shortfall in replacement implies that influx from the thymus wanes strongly with time
and/or that older (host) cells persist longer on average than newer (donor) cells (13). (d) In this example, donor Tcm (light blue)
accumulate faster than donor Tem (dark blue), suggesting that Tcm turn over more rapidly. The higher level of stable chimerism among
Tcm suggests that any waning of influx, or differences in persistence with cell age, are more pronounced for Tem. In addition, the
consistently higher level of chimerism among Tcm is compatible with a Tcm → Tem differentiation pathway (blue arrow) but excludes
the reverse possibility. The replacement kinetics illustrated here have been observed among memory CD4 T cells in mice (15).
Abbreviations: BMT, bone marrow transplantation; HSC, hematopoietic stem cell; Tcm, central memory T cell; Tem, effector memory
T cell.
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it may never be replaced to the extent of the precursor (13). A shortfall in replacement could also
imply that, on average, older (host-derived) cells have a fitness advantage over immigrant (donor-
derived) cells. Further, the shape of the replacement curve is informative; a multiphasic approach
to steady-state chimerism is suggestive of so-called kinetic heterogeneity (14), in which a cell
subset comprises two or more subpopulations with different rates of division and turnover.

2.1.1. Modeling naive T cell fates. In a series of studies, busulfan chimeras were used to ex-
plore the dynamics of naive CD4 and CD8 T cells (13, 16, 17). Mathematical models of influx
from the thymus, division, and loss were fitted to the time courses of replacement of host-derived
naive T cells with donor cells. The investigators concluded that both naive CD4 and CD8 T cells
in mice have an expected life span of a few weeks immediately following release from the thymus,
divide very rarely, and exhibit a slow but progressive increase in their survival capacity with their
post-thymic age. This behavior gives host-derived naive T cells, which are older on average than
donor counterparts, a competitive advantage, and so explains the failure of naive donor T cells to
replace host cells to the expected level (13) (Figure 1c).Hogan et al. (13) showed that this shortfall
could not be explained solely by the waning production of new naive T cells (recent thymic emi-
grants) due to thymic involution. The ability of older naive T cells to persist longer than younger
ones is consistent with other experimental studies (18, 19) and can also explain the slowing kinetic
of loss of naive T cells following thymectomy,which has also been ascribed to a density-dependent
regulation of cell numbers (20).

2.1.2. Constitutive production of memory T cells. Studies of busulfan chimeras also re-
vealed that donor T cells accumulate slowly within circulating central memory (Tcm, defined
as CD44hiCD62Lhi) and effector memory (Tem, CD44hiCD62Llo) populations in the absence
of overt infection (15, 21) (Figure 1d). Thus, memory-phenotype (MP) T cells are generated
constitutively throughout the mouse life span. It is unclear whether these cells are truly antigen
experienced or are naive T cells masquerading as memory cells, but there is evidence that they
support pathogen-specific responses (22). Following the transplantation of congenically labeled
thymi into healthy mice, donor-derived MP cells appear in the periphery almost in tandem with
donor-derived naive T cells (23), indicating that at least someMP cells derive directly from recent
thymic emigrants. This observation might be explained either by a subset of naive T cells being
preprogrammed to acquire a memory phenotype, e.g., by being stimulated by self-antigens, or
by newly exported naive T cells specific for environmental or commensal antigens being rapidly
stimulated. Evidence for foreign antigen as a driver comes from another study modeling data from
busulfan chimeras and quantifying the rate of memory production in specific-pathogen-free mice
housed under different conditions (15). Mice in open cages with nonirradiated drinking water ex-
hibited a greater flux into memory early in life, although not in adulthood, and maintained higher
numbers of CD4 Tcm and Tem than those in individually ventilated cages with irradiated water.
Germ-free mice also generate MP cells (15, 24), although at even lower levels, suggesting a role
for self-antigens, although these mice are not entirely free of foreign antigens. Together, these re-
sults suggest that the antigenic burden in the environment contributes to establishing MP cells in
neonates but that self-antigens and/or ubiquitous environmental antigens drive their production,
and possibly maintenance, later in life.

2.2. Time-Stamping as a Means of Tracking Fate

Inducible reporter constructs allow the heritable stamping of cohorts of cells and following their
trajectories in vivo. For example, a mouse model using a tamoxifen-inducible Cre recombinase
driven by the CD4 promoter (25) has been used to study the fates of naive CD8T cells after release
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from the thymus. In this model, a pulse of tamoxifen permanently induces red fluorescent protein
(RFP) in cells expressing CD4, including CD4+CD8+ double-positive thymocytes. The cohort
of naive CD8 T cells deriving from these labeled CD4+CD8+ precursors, and their descendants,
continue to express RFP in the periphery. Reynaldi et al. (26) performed serial sampling of blood
from these CD4 reporter mice pulsed briefly with tamoxifen at different ages. These experiments
generated longitudinal estimates of the size of the surviving cohorts of naive CD8T cells, allowing
them to study the effects of bothmouse and cell age on their dynamics.By comparing the statistical
support for a set of descriptive mathematical models, they inferred that the net loss rate of naive
CD8 T cells declines with the time since their release from the thymus. These kinetics might
derive from a selective effect in which naive CD8 T cells are intrinsically heterogeneous with
respect to their survival capacity, and longer-lived cells are selected for over time. Alternatively
the increase in average survival might reflect an adaptation process, in which the propensity for
survival rises cell-intrinsically with post-thymic age, as described above. This dataset was also
notable in that individual mice were sampled repeatedly. Such data allow one to accommodate
variations across mice in parameters, boosting our ability to discriminate between different models
of the underlying biology. A reanalysis of these data with a more mechanistic model reiterated that
naive CD8 T cells gradually increase their rates of loss through death or differentiation with their
post-thymic age and are lost at higher baseline rates in neonates (17).These time-stampmice were
also used to demonstrate that fetal- and adult-derived naive T cells respond differently to antigenic
challenge, both in the kinetics of their responses and in the effector and memory phenotypes they
generate (27).

2.3. Modeling the Dynamics of Memory Maintenance

Persistence of antigen-specific T cell memory requires either that individual T cells be long-lived
or that T cell clones persist dynamically, balancing loss with self-renewal (28). Such dynamicmain-
tenance might also be supported with influx from a less-differentiated and possibly self-renewing,
stem-like memory precursor (29, 30). To understand how the clonal structure and phenotype of
antigen-specificmemory evolves following the resolution of an immune response,we need to build
and parameterizemodels of the differentiation, self-renewal, and attrition of these cell populations.

2.3.1. Heterogeneity in turnover within memory. DNA-labeling studies, using either BrdU
or deuterium, have shown that in the absence of infection, memory T cells in bulk are kinetically
heterogeneous (21, 24, 31).The number of such subpopulations is unclear, and theymay even form
a continuum; indeed many models of heterogeneity can describe a given labeling time course (32).
If one assumes two subpopulations, the data from these studies are consistent with the existence of
“fast” cells dividing on a timescale of days and a “slow” population dividing on a timescale of weeks
(Figure 2). Such heterogeneity exists within both CD4 Tcm and Tem (15, 21). The relationship
between fast and slowmemory remains unclear, although it seems plausible that faster populations
have recently entered memory and transition to more quiescent populations over time. Potential
modes of memory maintenance are shown schematically in Figure 2a, for a hypothetical memory
subset comprising two subpopulations with distinct rates of self-renewal and loss.

A challenge for modelers and experimentalists alike is to devise methods of distinguishing these
modes of maintenance. For instance, Zarnitsyna et al. (33) observed that the attrition of memory
CD8 T cell populations specific for yellow fever virus was best described by power-law kinetics,
similar to that described for B cell memory to pertussis (34), although such nonexponential decay
curves can be difficult to distinguish from those generated by multiple cell subpopulations with
different exponential decay kinetics, leading to a progressive selection for longer-lived memory
cells (32, 34).
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Modeling modes of memory T cell renewal, and of the survival and differentiation of memory clones. (a) Four potential modes of
memory maintenance, illustrated with two phenotypically distinct subsets, are shown in red and blue. (i) Sequential differentiation, not
linked to cell division. (ii) Branched differentiation from a common ancestor. (iii) Sequential differentiation with obligate cell division;
here a certain fraction of the renewal divisions may lead to differentiation into two daughter cells having a new phenotype, e.g., a Tcm
dividing into two Tem. (iv) A stem-like memory cell may either undergo self-renewal without differentiation or divide asymmetrically
to generate one differentiated daughter. (b) Describing the fates and persistence of T cell clones. Here we show a hypothetical structure
of Tcm and Tem following an immune response, during which both subsets are fed from antigen-stimulated precursors. Each comprises
two subpopulations with different rates of division and loss, as was found for CD4 Tem and Tcm in mice (21). On the right we illustrate
how the size of each clonal Tcm and Tem population generated early in the response wanes, expressed here as a proportion of the initial
clonal T cell population size. In this illustrative example, Tem may be generated either directly from a precursor or through ongoing
differentiation from Tcm. The kinetic heterogeneity within each subset gives rise to a biphasic decay of memory clones, as without
replenishment fast populations are lost rapidly, leaving the more persistent, slow subpopulation. Abbreviations: Tcm, central memory
T cell; Tem, effector memory T cell.

518 De Boer • Yates



2.3.2. Cellular dynamics versus clonal dynamics. For the purposes of sustaining antigen-
specific T cell memory, the fates of individual memory cells are perhaps less important than the
fates of T cell receptor (TCR) clones themselves. In the very simplest case, if the individual cells
comprising a clonal population undergo self-renewal at rate p and are lost at rate d > p (that is,
they divide on average every 1/p days, and each has an expected life span of 1/d days), then the
size of that clone decays exponentially, with a clonal life span defined as 1/(d − p). This expression
translates to each TCR clone halving in size every log(2)/(d − p) days; if the rates of self-renewal
and loss are identical, the clone persists indefinitely. For more complex memory structures, as il-
lustrated in Figure 2b and reviewed in Reference 35, the kinetics of persistence of T cell clones
are more difficult to intuit. One must first quantify the rates of division, turnover, and differen-
tiation of each subset, identify lineage relationships, and then simulate the kinetics of survival of
each clonotype. Thus, mathematical models are useful tools for predicting how behavior at the
single-cell level translates into the key quantity of interest—how functional memory wanes over
time—and potentially for suggesting ways to manipulate it.

An instance of such an analysis was the study by Costa Del Amo et al. (36), who explored
the idea of stem-like T cell memory cells (Tscm), defined as circulating CD45RA+ CD45RO−

T cells, as a source of persistent memory clones in humans. They employed in vivo deuterium
labeling in humans in an attempt to characterize the dynamic structure of this population. They
proposed that Tscm are supplemented at a constant rate from clonally expanded naive T cells,
and they fitted models of proliferation, loss, and differentiation to the labeling kinetics in both
populations simultaneously. To help isolate the contributions of influx and self-renewal to the
maintenance of Tscm numbers, they also used the difference in average lengths of telomeres in
the two populations. Data from a cross-sectional study tracking the persistence of CD8 T cell
clones specific for an epitope of the yellow fever vaccine were also used to constrain the average
clonal life span of the Tscm pool as a whole. They found that the data were consistent with a
model in which human CD8 Tscm are comprised of a fast subpopulation with interdivision times
of two months and clonal life spans of approximately six months and a slower subset that self-
renews rarely and with a clonal life span of more than eight years. It was not possible to define
the lineage relationships between these subsets and their naive precursors with certainty, and as
Costa Del Amo et al. (36) point out, the existence of a memory population with high degree of
self-renewal is compatible with the idea of stemness but is not direct evidence for it.True stem-like
behavior, in the sense of a self-renewing precursor capable of dividing asymmetrically to produce
one, more differentiated daughter (Figure 2a), is challenging to distinguish from other modes of
production with labeling data alone. Doing this likely requires more direct tracking of cell fate
with, for example, the cellular bar coding or direct imaging approaches that we discuss below.

2.4. Simple Division/Death Models of Cell Dynamics and Differentiation,
and Their Limitations

Many successful mathematical models of the dynamics of populations of cells treat division and
loss as independent processes. This concept is implied in the models illustrated in Figure 2a.
In the simplest models, the probabilities that a cell dies or is triggered to divide within a given
time interval are independent of time, of each other, and of the cell’s division history. In statistical
terms, division and death are modeled as time-invariant Poisson processes, which imply that
cells have no memory of their previous behavior. In these models, the behavior of individual
cells is unpredictable, but when cell numbers are sufficiently large, their fluctuations arising
from stochastic (random) behavior become relatively small. In this setting we can describe the
predicted changes in the total numbers of cells over time with simple, deterministic mathematical
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models of exponential growth and death, encoded by ordinary differential equations. These
models have successfully described the dynamics of naive and memory T cell populations at
steady state in many studies of both humans and mice (see Reference 11 for an extensive review;
see also Reference 37) and can also capture essential features of immune responses (11, 38, 39).

Models can describe data well, but by their very nature, all of them are wrong at some level;
simply, some are less wrong than others. The modeler’s objective is to find an appropriate level
of description given a biological question, and the information contained in the data. In some
situations, the assumptions underlying a model are clearly at odds with our understanding of cell
behavior. For example, the simplest models described above allow cells to divide arbitrarily quickly,
in principle. A refinement that explicitly includes the time required to progress through the
G1-S-M phases of cell cycle, before returning to a purely probabilistic mode of behavior in quies-
cence, has also been considered (40–42). This model places a physiological upper limit on the rate
that individual cells can divide, but over timescales longer than the cell cycle, cells still have no in-
ternal clock or memory of their mitotic history. Further, the process of clonal expansion involves a
variable blasting phase of many hours, which varies from cell to cell, followed by an extended burst
of deterministic, rapid divisions (43); and in some situations T cells may be at transiently greater
risk of death following activation and proliferation (44, 45). These phenomena indicate that in the
context of immune responses, we need to broaden our array of models of cellular dynamics and
decision making.

3. T CELL IMMUNE RESPONSES AND THE FORMATION
OF MEMORY AND EFFECTOR CELLS

Mathematical models of the T cell response to a pathogen typically allow for a phase of clonal
expansion, during which a population of activated cells divides rapidly, followed by a contraction
phase during which most of these cells die, and finally a memory phase during which the surviving
population is maintained (11). In some of these models cells are considered to be programmed
by the brief initial activation by antigen, because division proceeds even if the antigen is later
removed (46). In these “autopilot” models the durations of the expansion and contraction phases
are predefined, with distinct rates of proliferation and death rates within each (47–50). Other
models have explicit equations for the variation in levels of antigen with time, due to the growth
of the pathogen and its subsequent elimination by the immune response, and allow proliferation
and death rates to depend on the availability of antigen in the form of peptide-MHC (pMHC)
complexes (11, 51, 52). In these models the end of the expansion phase depends on the time
at which the pathogen becomes controlled. In both types of models one needs to define how
and when cells commit to a memory phenotype (49). Since this was poorly understood, older
mathematical models vary considerably in their treatment of the timing and pathways of memory
T cell ontogeny. For instance, models have assumed that memory derives from proliferating cells
in the expansion phase, or from cells surviving the contraction phase, and have been used to try to
distinguish between pathways in which effector T cells convert into memory T cells after antigen
clearance and pathways in which memory T cells are formed before differentiation into effector
T cells (53). Similar questions have been addressed experimentally, with some studies providing
evidence that memory T cells are formed relatively early in the response, before or during
the expansion phase (8, 54–58), and another suggesting they arise by dedifferentiation from
effector T cells (59). It has also been argued that effector T cells derive from cells that proliferate
more extensively during the expansion phase (60, 61) and that, more specifically, differentiation
during clonal expansion is linked to the number of divisions the cells have completed (8, 58).
These results tell us that to achieve a more mechanistic understanding of the development and
diversification of T cell responses, we need to go beyond simple multicompartment models
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of division, death, and differentiation and develop models for trajectories of individual cells
undergoing clonal expansion, linking their fate decisions to their division number (58, 62).

3.1. Imprinting of Cell Fate: The Cyton Model

In a series of studies (43, 63–69) Hodgkin and colleagues developed a conceptual framework for
describing cell behavior during immune responses. Called the Cyton model (65), it was motivated
by the observation that cells responding to antigen appeared to regulate their survival and rates
of proliferation independently and that costimulation or cytokine stimuli can modulate both the
distributions of the times to first division and the subsequent rates of division and loss (43, 63).
In the original formulation of the model, illustrated in figure 1A of Cheon et al. (70), each cell
possesses two independent clocks that encode the times that will elapse before it next divides,
or dies. Following every division a cell draws a time to die and a time to divide from the two
distributions and then undergoes the process destined to be sooner. At the population level, the
Cyton model mimics the simple memoryless model of division and death described above if these
two distributions are exponential. Yet they encode very different mechanistic descriptions of the
cellular machinery: an imprinted fate carried by each cell (Cyton), rather than division and death
as purely stochastic processes, akin to radioactive decay, in which cells carry no memory of their
previous behavior.

Another defining feature of the Cyton model was that, despite this resetting of these internal
clocks after each division, cells inherited a division destiny across generations to explain the ob-
servation that the number of divisions undergone during clonal expansion is determined by the
combinations of signals received during activation (65, 68). Consistent with the core assumption
of the model, the division destiny was shown to be independent of the regulation of the time to
die, through manipulation of Bcl-2 expression. Strikingly, the ultimate size of the response could
be predicted from the sum of the underlying signal components (68). The Cyton model therefore
allows one to encode both quite general rules of T cell behavior in immune responses (times to
first division, and distributions of interdivision times) as well as imprinting of cell fate, at the cost
of more freedom in its parameterization than is offered by simpler models of cell growth encoded
by differential equations. Ultimately the choice of model is usually determined by the level of
description or explanatory power one is seeking, and the richness of the data available to fit it to.

3.2. Cellular Heterogeneity During Clonal Expansion

Clonal expansion starts with small populations of T cells triggered to proliferate by brief exposures
to pMHC and costimulatory signals on the surfaces of activated antigen-presenting cells (46).
These cells vary in the number of divisions that they will complete after this initial trigger. This
variation is reflected in disparate family sizes (the progeny of each precursor being a family), even
among cells that are genetically identical (6, 7, 68, 71, 72). The magnitude of this heterogeneity
was revealed directly by in vivo experiments tracing the family sizes of individual progenitor CD8
T cells both by genetic bar coding (7) and with combinations of congenic markers (6). The former
study found that after clonal expansion only 5% of the progenitors accounted for the bulk of the
immune response overall. Thus, most families divide only a few times and remain small, whereas
a few divide many times and dominate the response. Since the magnitude and the timing of the
total immune response are quite similar in different mice of the same strain, this reproducibility
must be brought about by the summation of hundreds of families of varying sizes.

3.2.1. Sources of heterogeneity in family sizes. When a family is still composed of just a
few cells, any stochasticity in its members’ times to divide and differentiate may lead to large
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differences in its ultimate size. This “process noise” (73, 74) was sufficient to explain the disparity
in family sizes observed in one study (6).This study employed a “memoryless”model (as described
above) that was stochastic—that is, one that explicitly modeled the randomness in cell behavior to
predict the distribution of cell trajectories, rather than predicting simply the average behavior—
and did not assume any inheritance of cell fate (6). Second, genetically identical progenitor cells
may differ considerably in the expression levels of various proteins (43, 63) and in the signals they
receive upon activation (68), factors that could encode heritable differences in the division rates,
death rates, and division destiny of each family (8, 68, 71, 75–77).Direct in vivo evidence for genet-
ically identical OT-1 cells returning to quiescence at different generation numbers during clonal
expansion was obtained in FucciRG mice, where cessation of division results in cells reacquiring
red fluorescence (68). The observed distribution of division destinies depended on the affinity of
the cells and the availability of IL-2, which was all well described by fitting a Cytonmodel (68). In-
deed, the Cyton model was originally developed with the ideas that every cell is different and that
simple stochastic processes sampling from similar distributions for the times to the next division, to
die, or to stop dividing can yield substantial variation in family sizes and combine to generate a re-
producible total immune response (78).One of the factors defining these parameters within a fam-
ily is the expression of Myc, whose base production rate is set by signals received upon activation
and then declines at a universal rate. Cells stop dividing whenMyc expression falls below a critical
threshold, suggesting that a cell’s division destiny is set by a timer rather than a division counter (69,
79).The fact that division and death rates are correlated between daughter andmother cells (8, 77)
and the fact that in many families cells stop dividing around the same division number (71) suggest
that mechanistic mathematical models for clonal expansion should be written as a sum of many
families, each having its own parameters.Third, the local environment in which a family is expand-
ing will be markedly different in vivo (80, 81), and at least somewhat different in vitro (8), probably
translating into intrinsically different parameters for each individual family. Due to positive feed-
back where rapidly expanding families better recruit additional antigen-presenting cells (81), small
initial differences in the local environment may readily lead to large differences in family sizes.

The division-indexed model developed by Bresser et al. (58) can be used to illustrate the dy-
namics of individual families. The model explained in the legend of Figure 3 depicts one week
of clonal expansion of a family founded by a single precursor cell that starts to divide after a time
that depends on its local environment and/or levels of antigen and costimulation. This delay typ-
ically follows a log-normal (bell-shaped) distribution (7, 63, 70). To model family-based division
destiny (71), Bresser et al. (58) assumed that nondifferentiated cells in a family could return to
quiescence after a particular number of divisions, in a probabilistic manner. Proliferating cells can
differentiate by expressing KLRG1 and then continuing to proliferate during the clonal expansion
phase, without reverting to quiescence. The total immune response is the sum of many families
(Figure 3 depicts just two examples), each having unique proliferation and differentiation rates, a
unique time to first division, and a unique division destiny (see the legend of Figure 3). Because
this model is based upon differential equations, its predictions are smooth curves that represent the
expected size of the family comprised of cells each with exponentially distributed times to divide
and die—essentially, the average family size that would be observed over repeated stimulations
with exactly the same underlying parameters.

Family-based models such as this one, even without the differentiation component (7), natu-
rally explain the heterogeneity observed in the contribution of each family to the total immune
response. The predicted disparity would be even greater if larger families recruit additional
activated antigen-presenting cells to their local environment more rapidly than those that start
later and proliferate more slowly (81), i.e., if there is an acceleration of the proliferation rate
within families. To describe the dynamics of growth and differentiation within families in more
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Figure 3

Modeling heterogeneity in T cell family dynamics. Following the model of Bresser et al. (58), consider a
family that proliferates and differentiates during a seven-day clonal expansion phase. The family starts with
one KLRG1− cell,N0 (indicated by the red circle), that begins to divide and differentiate after a delay, �.
Subsequently, the number of cells in each generation is determined by the equations dNi/dt = 2pi−1Ni−1 −
(pi + di )Ni, where the division rate, pi, and the differentiation rate, di, both may depend on the number of
divisions, i, the cells have completed. These activated cells are assumed to become quiescent after a certain
number of divisions n; i.e., pi = di = 0 when i ≥ n. Nonquiescent proliferating cells can differentiate into
KLRG1+ cells that continue to divide (at the same rate pi, for simplicity); i.e., dMi/dt = diNi + 2pi−1Mi−1 −
piMi. A typical immune response comprises hundreds of these families, each having unique parameter values.
We depict two examples, with the first family (a) returning to quiescence at division n = 6, and the second
(b) at n = 19. The panels on the left depict the size of a family stratified by phenotype,N = ∑

i Ni and
M = ∑

i Mi, and its total size, T = N +M. The panels on the right depict the average generation number
of each phenotype, e.g., g = ∑

i i Ni/
∑

i Ni (82). For simplicity, the division and death rates do not depend
on the generation number in these two simulations: We set them to pi = p and di = d and indicate these
values in the panels on the left. (Here, 1/p is the mean interdivision time in days, and 1/d is the average time
it takes cells within the dividing population to become KLRG1+.)
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detail, Pandit & De Boer (62) developed a model that assumed that division and death times were
inherited by cells’ offspring, with some noise associated (62). By describing population growth and
differentiation as a type of stochastic model known as a branching process, this model was able to
predict both the mean and the spread of possible outcomes and could explain both the family size
disparity and the distributions of CD62L, CD27, and KLRG1 expression reported by Buchholz
et al. (6). Family-based models have additional important properties that are not captured by
models of the total immune response. For instance, families starting early and proliferating
rapidly will progressively dominate, which implies that during the clonal expansion phase the
average proliferation rate of the entire immune response will increase over time (62). The latter
was indeed observed when the data of Buchholz et al. were fitted with a model in which cells
differentiate sequentially into multiple effector and memory phenotypes (6). Additionally, one
requires large differences in the number of generations within families to explain the observation
of Bresser et al. (58) that responses to secondary or tertiary challenges with Listeria monocytogenes
are seeded with memory cells having a low generation number.

3.3. Heritable Properties Within T Cell Families

Filming the clonal expansion of individual B and T cells in vitro over several generations provided
strong evidence that the time to complete the first division, the subsequent division and death rates,
and the division destiny differ considerably between families, and are more similar within families,
as a consequence of correlations between daughter and mother cells (8, 70, 75, 77). Prompted by
novel long-term live imaging of proliferating CD8 T cells (70), and the recent accumulation of
the evidence obtained in vivo (6, 7, 68) and in vitro (68, 69, 71) confirming that families differ
considerably in their clonal expansion, kinetics, and division destiny, Cheon et al. (70) revised
the original Cyton model. In Cyton2 (see figure 1B in Reference 70), all cells within a family
are destined to die at the same point in time (71), members of the same generation have the
same interdivision time (70), and cells continue to divide for a time corresponding to the division
destiny or their time of death, whichever is sooner (69). Thus, the new Cyton2 model uses random
variables to define for each family a time to first division, a global death timer, a global destiny
timer, and an interdivision time that is the same within generations but may be different across
generations. Thanks to this fairly simple structure, with a limited number of parameters within
each family, the Cyton2 model could be fitted to the data obtained from the imaging; that is,
Cheon et al. (70) could identify the forms of the distributions followed by these parameters. This
was confirmed by simulations with an agent-basedmodel in which each cell ismodeled individually
and behaves probabilistically according to the rules of the Cyton2 model. Their new model was
also able to describe the linear integration of costimulatory signals received by precursor cells
observed previously (68).

As yet, the Cyton2 model lacks mechanisms for differentiation into memory and effector pre-
cursors (58), but novel filming experiments are already providing clues to how these could be
implemented. By continuous filming of clonally expanding CD8 T cells in macrowells in which
cells can migrate freely, a recent study managed to track the development individual families up
to ten generations in size, over five days (8). A Bayesian inference framework was developed to fit
several mechanistically different branching process models to the genealogical trees obtained from
these movies, each model assuming log-normally distributed interdivision times. The branching
process models differed in the number of subsets with different proliferation rates allowed within
each family. In the model with strongest support, (a) the division rate was unique during the first
few generations, (b) later generations had slowly and rapidly dividing branches, and (c) each family
had its own division rate. This model confirmed that the heterogeneity in kinetics across CD8
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T cell families is much larger than that within families. Plambeck et al. (8) also concluded that in
most families completion of the first division took more than a day (39 h on average), and that
cells then rapidly completed two or three divisions (mean 8.6 h per division). This behavior mir-
rors the very rapid initial proliferation rate of CD8 T cells stimulated in vivo with influenza (83,
84). In the absence of further TCR stimulation, the division rate slowed, resembling the division
destiny encoded in the Cyton model (68, 70, 71). However with continuous TCR stimulation the
division rate remained high, with cells segregating into distinct branches of slowly and rapidly
dividing cells (8). The division rate during the initial burst of divisions was independent of lev-
els of exogenous IL-2 and IL-12, but expression of the IL-2 receptor α chain (CD25) during the
burst phase was correlated with the subsequent rate of cell division.Moreover, the slowly dividing
branches typically expressed higher levels of CD62L, suggesting that these were predestined to
formmemory cells. These data confirm that the decision to commit to a less proliferative memory
phenotype is made during the early stages of clonal expansion (54–58). It remains puzzling that
despite the relation between division rates and fate observed by Plambeck et al. (8) in vitro, recent
studies in vivo have demonstrated that memory and effector precursors have completed a similar
number of divisions, on average, at the end of the clonal expansion phase (58, 85).

3.4. Understanding the Relationship Between Memory Formation
and Division History

In an acute viral infection, there is a contraction phase following clonal expansion in which ap-
proximately 95% of the responding CD8 T cells die, with the surviving 5% forming a persistent
population of memory cells (49). This population is phenotypically diverse, including Tcm, Tem,
and Tscm (85, 86). As described above, several conceptual and mathematical models of the timing
and pathways of development of these populations have been proposed (6, 49, 53, 59, 86). The
emergence of new tools for mapping the diversification within T cell responses allows us to revisit
these controversies.

A recent development was to engineer a division recorder into progenitor CD8 T cells and
transfer these cells to mice that were then challenged with L. monocytogenes, to study the prolifer-
ative history of memory populations (58). The division recorder system was proposed by Weber
et al. (87), who used mathematical modeling to demonstrate that a genetic construct that changes
upon cell division, with a sufficiently low probability, would provide a readout of the number of
divisions the population has completed. This proposal was realized in a system in which TCR
transgenic OT-1 T cells have an out-of-frame Cre recombinase gene and an RFP gene located
after a stop codon. Rare slippage mutations during cell division allow Cre to become expressed,
which excises the stop codon, allowing RFP to become permanently expressed and inherited by
that cell’s progeny (58). Thus, with a small probability a dividing cell delivers a family of de-
scendants that are indelibly fluorescent. Importantly, for sufficiently low slippage probabilities,
the fraction of cells expressing RFP is proportional to the average generation number of the
population and is independent of the death rate of the cells (58, 87).

Bresser et al. (58) recorded time courses of the numbers of CD27+KLRG1− Tcm (or Tcm pre-
cursor) and CD27−KLRG1+ Tem (or Tem precursor) populations, and their redness (the fraction
of each expressing RFP). They showed that at the peak of the response, around day 6, the Tcm and
Tem precursor populations both accumulated about 10 divisions on average. Thus, in their sys-
tem, memory is formed from cells that have divided extensively. During the subsequent memory
phase the Tcm continued to divide (became redder), accumulating another 20 divisions by day 86,
whereas the Tem population showed little increase in redness (58). The latter observation shows
that during the memory phase, Tem hardly divide and that Tcm differentiate into Tem only at
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very low levels, if at all. To study which memory cells are responsible for mounting responses to
repeated exposures, the mice were rechallenged with Listeria late in the memory phase. Surpris-
ingly, the RFP+ fractions among Tcm and Tem declined markedly during the first few days of a
secondary and tertiary immune response, indicating that both were replenished from a persisting
population of quiescent memory cells that had completed relatively few divisions.

Mathematical modeling confirmed this interpretation and provided estimates of the minimum
number of quiescent cells and the maximum number of divisions these cells must have completed
in order to explain a large drop in the RFP+ fraction (58). Thus, protection against secondary
or tertiary challenge requires an immune response dominated by memory cells (or families) that
previously stopped clonal expansion early. (The first family in Figure 3 would be an example,
as the undifferentiated cells accumulate only six to seven divisions, whereas the second family
accumulates almost as many divisions as the differentiated cells.) If such cells were maintained
quiescently during the subsequent contraction and memory phase, they could readily account for
large expansion following another challenge. Note that during that response, a small subset of the
families will again stop early and form new populations of quiescent memory T cells (58).

These data were interpreted using a division-indexed mathematical model like the one de-
scribed in the legend of Figure 3, where its two populations correspond to Tcm and Tem. The
model of Bresser et al. (58) is more complicated, as it also tracks the red subpopulation of both
phenotypes, and also defined a contraction phase, a memory phase, and another expansion phase
to model the secondary challenge. The simplified model is similar to the models developed by
Schlub et al. (88), who proposed that Tcm can differentiate to Tem with a certain probability per
division, which also allows Tem to emerge at high division numbers. An adequate description of
the data required that sufficient quiescent cells are formed early in the response and that dur-
ing clonal expansion the rate of differentiation into CD27−KLRG1+ cells increases over time. To
preferentially recruit quiescent memory cells into the secondary response, the model assumed that
the probability of recruitment declined with the cell’s division number (58). Thus, Tcm that had
divided many times were much less likely to proliferate after rechallenge and were rather assumed
to leave the circulation to provide immediate protection. Because the model was not family based,
quiescent cells were assumed to be formed continuously by branching off during clonal expan-
sion, and not en masse from families stopping division early (58). Thus the explanatory power
of this model was directed at understanding broadly the effect of cells’ division histories on their
participation in immune responses, rather than explaining their detailed clonal (familial) structure.

3.4.1. Division history also impacts memory in the setting of chronic infections. The
conclusions of Bresser et al. (58) are consistent with another recent analysis of memory T cell
ontogeny and maintenance. Chronic cytomegalovirus infections are known to drive large clonal
expansions of CD8 T cells, in both mice and humans (89, 90). Using a murine cytomegalovirus
(MCMV) model, Grassmann et al. (72) found that families of cells that underwent fewer divisions
during the acute response came to dominate memory during the chronic phase of infection.These
cells exhibited a Tcm-like phenotype, with reduced effector function and expression of TCF-1,
a transcription factor associated with memory maintenance (91–93). Grassmann et al. concluded
that persistent memory arose from cells that committed to a central memory phenotype relatively
early in the response. Notably, they used a TCR transgenic system, with OT-1 CD8 T cells
responding to MCMV engineered to express an OVA epitope. Only 10% of responding mon-
oclonal populations formed these small families, which were later overrepresented in memory,
indicating that TCR affinity alone is not the sole determinant of the degree of expansion, and
reaffirming that stochasticity in pMHC availability, costimulation, cytokine milieu, and/or gene
expression also influences the fate of families. The observed sensitivity of the overall size of
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the CD8 T cell response to the dose of yellow fever virus (94) may also reflect the influence
of peptide availability on the distribution of family sizes. Grassmann et al. also found that the
inflated Tcm OT-1 cells isolated from the chronically infected mice were much better able to
generate inflated populations following adoptive transfer and challenge than Tem or effector
cells. A concurrent study demonstrated that stochastic bursts of proliferation of CD8+ memory
cells underlie the persistence of the clone hierarchy in the inflated phase of chronic MCMV
infection and suggested that these bursts derive from less-differentiated populations (95).

3.4.2. Extending family-based models. The detailed models of the family dynamics reviewed
here do not account yet for the observations by Plambeck et al. (8) that activated cells initially
divide rapidly before segregating into phenotypes with different division rates. It also remains
unclear how the quiescent cells responsible for subsequent immune responses fit into this picture,
and why the CD27+KLRG1− (Tcm-like) and CD27−KLRG1+ (Tem-like) phenotypes at the peak
of the response have completed a similar number of divisions in the data of Bresser et al. (58).
Models require refinement to explain these data.

In summary, the richness of recent data has revealed that to model the formation of CD8T cell
memory in detail, at a clonal level, one needs to invoke family-based, division-linked models to
allow (a) some families to stop early and form quiescent memory T cells, (b) some families to divide
faster than others, and (c) the rate of differentiation into subsequent phenotypes to be linked to
the number of divisions cells have completed.

4. CONCLUSION

This review has focused on the fates and decisions ofmature naive and antigen-experiencedT cells.
Multiple, complex fate decisions are made during the development of T cell subsets in the thymus,
which we have not discussed here. Modeling approaches to understanding these processes have
been reviewed elsewhere (96).

We have reviewed several mathematical models describing the clonal expansion of CD8T cells
during an immune response.We have argued that to best describe cellular differentiation and the
heterogeneous contributions of individual naive precursors in a mechanistic manner, these models
should be descriptive at the level of individual families and allow for the rates (or probabilities)
of division, loss, and differentiation to depend on generation number. Not all models describ-
ing clonal expansion need to be that complicated, however; in general, their complexity should
depend on the question being addressed. Whenever one is aiming to describe a typical immune
response, e.g., to quantify parameters defining its timing and magnitude, it is often more appro-
priate to use simplified, more phenomenological models with many fewer parameters. Indeed the
many unknown parameters of the family-based generation-indexed models are not identifiable
from the fairly limited time course data that we typically collect from in vivo immune responses.
However, the detailed mechanistic models help us to better define these simpler averaged mod-
els because they provide information regarding the timing of differentiation processes, and how
much variance in the overall timing and magnitude of the immune response one might expect.

The diversification of T cell responses is also linked to their location, as responding cells
migrate from lymphoid organs to other tissues, where they undergo site-specific adaptations
(97–99). Preserving spatial information when studying antigen-specific T cell populations may
therefore help to impose some order on their heterogeneity and allow us to distinguish between
candidate developmental pathways. At the same time, extending these mathematical models to
describe the dynamics of T cells in space as well as time increases the number of parameters that
must be estimated. The challenge is to find the optimal level of description in which just enough
spatial information is included in our models to make them both useful and tractable.
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A common problem when comparing and synthesizing studies of T cell memory is a lack of
consensus on the finer-grained phenotypic definitions of antigen-experienced T cell subsets. This
issue arises also with unbiased approaches to defining discrete phenotypes, either with single-
cell sequencing data or high-dimensional flow cytometry, which can exhibit strong batch effects,
even across replicate experiments. However, it seems that despite this lack of consensus, at the
level of canonical surface markers we are beginning to develop a consistent conceptual picture of
how heterogeneity and memory emerge from T cell responses. Perhaps the next challenge is to
characterize the dynamics of maintenance of T cell memory long-term, which may bring us closer
to answering the long-standing question of what determines the longevity of T cell memory to
pathogen epitopes. As increasingly powerful experimental tools become available to us, judicious
use of mathematical models may become essential for interpreting the data they produce.
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seroresponse to infection to within-host heterogeneity in antibody production. Epidemics 16:33–39
35. Restifo NP,Gattinoni L. 2013. Lineage relationship of effector and memory T cells.Curr. Opin. Immunol.

25(5):556–63
36. Costa Del Amo P, Beneytez JL, Boelen L, Ahmed R,Miners KL, et al. 2018.Human TSCM cell dynamics

in vivo are compatible with long-lived immunological memory and stemness. PLOS Biol. 16(6):1–22
37. Costa Del Amo P, Debebe B, Razavi-Mohseni M, Nakaoka S, Worth A, et al. 2020. The rules of human

T cell fate in vivo. Front. Immunol. 11:573
38. Perelson AS. 2002. Modelling viral and immune system dynamics.Nat. Rev. Immunol. 2(1):28–36
39. Perelson AS, Ribeiro RM. 2013. Modeling the within-host dynamics of HIV infection. BMC Biol. 11:96
40. De Boer RJ, Ganusov VV, Milutinovic D, Hodgkin PD, Perelson AS. 2006. Estimating lymphocyte

division and death rates from CFSE data. Bull. Math. Biol. 68(5):1011–31
41. Ganusov VV, Pilyugin SS, de Boer RJ, Murali-Krishna K, Ahmed R, Antia R. 2005. Quantifying cell

turnover using CFSE data. J. Immunol. Methods 298(1–2):183–200

www.annualreviews.org • Modeling T Cell Fate 529



42. Smith JA, Martin L. 1973. Do cells cycle? PNAS 70(4):1263–67
43. Gett AV,Hodgkin PD. 2000. A cellular calculus for signal integration by T cells.Nat. Immunol. 1(3):239–

44
44. Yates A, Stark J, Klein N, Antia R, Callard R. 2007. Understanding the slow depletion of memory CD4+

T cells in HIV infection. PLOS Med. 4(5):e177
45. Nolz JC, Rai D, Badovinac VP, Harty JT. 2012. Division-linked generation of death-intermediates

regulates the numerical stability of memory CD8 T cells. PNAS 109(16):6199–204
46. Van Stipdonk MJ, Lemmens EE, Schoenberger SP. 2001. Naive CTLs require a single brief period of

antigenic stimulation for clonal expansion and differentiation.Nat. Immunol. 2:423–29
47. De Boer RJ, Oprea M, Antia R, Murali-Krishna K, Ahmed R, Perelson AS. 2001. Recruitment times,

proliferation, and apoptosis rates during theCD8+ T-cell response to lymphocytic choriomeningitis virus.
J. Virol. 75:10663–69

48. De Boer RJ, Homann D, Perelson AS. 2003. Different dynamics of CD4+ and CD8+ T cell responses
during and after acute lymphocytic choriomeningitis virus infection. J. Immunol. 171:3928–35

49. Antia R, Ganusov VV, Ahmed R. 2005. The role of models in understanding CD8+ T-cell memory.Nat.
Rev. Immunol. 5(2):101–11

50. Kohler B. 2007. Mathematically modeling dynamics of T cell responses: predictions concerning the
generation of memory cells. J. Theor. Biol. 245(4):669–76

51. Antia R, Bergstrom CT, Pilyugin SS, Kaech SM, Ahmed R. 2003. Models of CD8+ responses: 1. What
is the antigen-independent proliferation program. J. Theor. Biol. 221(4):585–98

52. De Boer RJ, Perelson AS. 2013. Antigen-stimulated CD4 T cell expansion can be limited by their grazing
of peptide-MHC complexes. J. Immunol. 190(11):5454–58

53. Ganusov VV,Milutinovic D, De Boer RJ. 2007. IL-2 regulates expansion of CD4+ T cell populations by
affecting cell death: insights from modeling CFSE data. J. Immunol. 179(2):950–57

54. JoshiNS,CuiW,Chandele A,LeeHK,UrsoDR, et al. 2007. Inflammation directs memory precursor and
short-lived effector CD8+ T cell fates via the graded expression of T-bet transcription factor. Immunity
27(2):281–95

55. Pais Ferreira D, Silva JG,Wyss T, FuertesMarraco SA, Scarpellino L, et al. 2020.Central memory CD8+

T cells derive from stem-like Tcf7hi effector cells in the absence of cytotoxic differentiation. Immunity
53(5):985–1000

56. Kretschmer L, Flossdorf M,Mir J, Cho YL, Plambeck M, et al. 2020. Differential expansion of T central
memory precursor and effector subsets is regulated by division speed.Nat. Commun. 11(1):113

57. Johnnidis JB, Muroyama Y, Ngiow SF, Chen Z, Manne S, et al. 2021. Inhibitory signaling sustains a
distinct early memory CD8+ T cell precursor that is resistant to DNA damage. Sci. Immunol. 6(55):1563–
73

58. Bresser K, Kok L, Swain AC,King LA, Jacobs L, et al. 2022. Replicative history marks transcriptional and
functional disparity in the CD8+ T cell memory pool.Nat. Immunol. 23(5):791–801

59. Youngblood B, Hale JS, Kissick HT, Ahn E, Xu X, et al. 2017. Effector CD8 T cells dedifferentiate into
long-lived memory cells.Nature 552(7685):404–9

60. Sarkar S,Kalia V,HainingWN,Konieczny BT,SubramaniamS,AhmedR.2008.Functional and genomic
profiling of effector CD8 T cell subsets with distinct memory fates. J. Exp. Med. 205(3):625–40

61. Kalia V, Sarkar S, Subramaniam S, Haining WN, Smith KA, Ahmed R. 2010. Prolonged interleukin-
2Rα expression on virus-specific CD8+ T cells favors terminal-effector differentiation in vivo. Immunity
32(1):91–103

62. Pandit A, De Boer RJ. 2019. Stochastic inheritance of division and death times determines the size and
phenotype of CD8+ T cell families. Front. Immunol. 10:436

63. Deenick EK, Gett AV, Hodgkin PD. 2003. Stochastic model of T cell proliferation: a calculus revealing
IL-2 Regulation of precursor frequencies, cell cycle time, and survival. J. Immunol. 170(10):4963–72
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