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Summary
Adoptive cellular immunotherapy (ACT) is a potentially curative therapy for patients with
advanced cancer. Eradication of tumor in mouse models and humans correlates with both a high
dose of adoptively transferred cells and cells with a minimally differentiated phenotype that
maintain replicative capacity and multipotency. We speculate that response to ACT not only
requires transfer of cells with immediate cytolytic effector function to kill the bulk of fast-growing
tumor, but also transfer of tumor-specific cells that maintain an ability for self-renewal and the
capacity to produce a continual supply of cytolytic effector progeny until all malignant cells are
eliminated. Current in vitro methods to expand cells to sufficient numbers and still maintain a
minimally differentiated phenotype are hindered by the biological coupling of clonal expansion
and effector differentiation. Therefore, a better understanding of the physiologic mechanism that
couples cell expansion and differentiation in CD8+ T cells may improve the efficacy of ACT.
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Introduction
‘Wolde ye bothe eate your cake, and haue your cake?’

-John Heywood, 1546

In some circumstances, you have to make a decision between two incompatible alternatives.
The field of cell-based immunotherapy has long been struggling with its proverbial cake in
trying to reconcile the capacity to expand CD8+ T cells in vitro without triggering effector
differentiation and senescence. That is, the two most compelling correlates of response to
adoptive cellular immunotherapy (ACT) in patients with metastatic cancer are number of
cells transferred (the more, the better) and transfer of cells with a minimally differentiated
phenotype (1). One explanation for this finding is that therapeutic response to ACT relies on
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an initial wave of cytotoxic T lymphocytes (CTLs) with immediate effector function to
eradicate the bulk of tumor (transfer of large amount of cells), but also requires a continual
renewal of CTLs mediated by cells with ongoing replicative capacity to ensure elimination
of remaining malignant cells (transfer of minimally differentiated cells) (2).

Physiologic coupling of expansion and effector differentiation poses a major therapeutic
obstacle to improving the efficacy of cell-based therapy for cancer because current methods
to expand cells result in terminal differentiation and replicative senescence of the adoptively
transferred cells (3). Therefore, efforts to uncouple this biologic process remain a major
clinical priority. In this review, we evaluate the evidence that T-cell dose and differentiation
status in ACT correlate with anti-tumor immunity, review the biologic mechanism
underlying the coupling of expansion and effector differentiation, and highlight approaches
to unhinge this process in ACT for the benefit of patients with metastatic cancer.

Adoptive cellular immunotherapy for cancer
Adoptive cellular immunotherapy with either tumor-infiltrating lymphocytes (TILs) or
genetically modified T cells has resulted in complete and durable responses in patients with
advanced hematologic and solid cancers (4). There are two general approaches of ACT to
treat advanced cancer. Autologous CD8+ T cells can be genetically-modified to express a T-
cell receptor or a chimeric antigen receptor (CAR) specific for an antigen expressed on
tumor cells (5). Another approach involves isolating TILs from a surgically excised tumor,
expanding TILs ex vivo, and subsequently infusing the cells back into the patient (6).

There have been dramatic responses to ACT. Shown in Fig. 1 is a 39-year-old man with
metastatic melanoma that had previously failed anti-CTLA4 antibody therapy and three
modalities of conventional therapy—radiation, surgery, and chemotherapy—but responded
in a complete and durable manner to ACT using autologous tumor-reactive TILs. Of note,
the primary lesion shown here was not surgically excised for TILs; rather, a metastasectomy
of contralateral cervical lymph nodes was performed from which TILs were isolated.
Complete regression of the pictured lesion was not at the hand of a surgical scalpel, but was
observed with administration of a non-myeloablative preparative regimen and subsequent
transfer of TILs and interleukin-2 (IL-2), establishing proof-of principle that cell-based
therapy for advanced cancer is potentially curative even in bulky lesions that have failed all
other treatment modalities.

The promise of this potentially curative therapy for advanced cancer is especially timely
given the sharp rise in the incidence of cancer worldwide. It is estimated that by 2030,13.2
million people will die from cancer each year (7). With the exception of chemotherapy for
germ-cell tumors, however, there are currently few curative therapies for metastatic solid
cancers (8). Although some patients have had a dramatic and complete response to ACT, the
low frequency of such durable responses and limited cancer histologies for which ACT is
effective has limited its widespread use as a standard therapy.

Considerable research effort has been devoted to determining the factors underlying the
success of curative ACT, though to date, there are surprisingly few parameters that correlate
with response. The size or location of tumor, for example, does not predict whether a patient
will profit from an objective response to ACT (1). Much attention has been focused on the
surface phenotype and functional features of adoptively transferred cells. Retrospective
analyses of clinical trials administering TILs to patients with advanced melanoma have
revealed that several parameters correlate with regression of tumor including: absolute
number of transferred cells (9-11), telomere length of infused cells (4), shortened culture
duration (9), CD27 expression on CD8+ T cells after withdrawal of IL-2 (4), and cells with a

Crompton et al. Page 2

Immunol Rev. Author manuscript; available in PMC 2015 January 01.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



greater proliferative capacity and the ability to persist following cell transfer (12). In trying
to distill these correlations to a unifying hypothesis to better understand how ACT is
potentially curative in its current form, it seems that at least two conditions need to be met:
(i) transfer of a large number of anti-tumor TILs and (ii) transfer of minimally differentiated
TILs.

We speculate that a high dose of transferred CTLs with immediate effector function
provides the bulk of killing shortly after transfer. This is especially relevant in patients with
advanced disease whose metastatic deposits exhibit a rapid doubling time characteristic of
early Gompertzian growth kinetics (13). There is some preclinical evidence to support this
as it was observed that established OVA-expressing thymoma tumors showed greatest
regression after adoptive transfer of OT1-specific CTL in the first 3 days after transfer (14).
These CTLs are likely short-lived, however, and if they do not eradicate all malignant cells,
the tumor will ultimately persist. If patients achieve a complete response to ACT [as
measured by radiographic criteria called Response Evaluation Criteria In Solid Tumors
(RECIST)], it is generally a long-lasting one. In 21 patients who achieved a complete
response, 93% had no evidence of disease after a median follow-up of 8 years (4). In our
experience, however, it can take up to several years for some patients to achieve a complete
response (authors’ unpublished data). This observation suggests that cancer eradication
continues long after the transfer of cells and must rely on the ability of the cells to self renew
and produce a continual supply of cytolytic tumor-specific progeny.

When framed in this context, one of the main limitations to improving the curative potential
of ACT is perhaps an inability of the transferred cells to infiltrate the tumor in sufficient
quantity and persist for an adequate amount of time to kill all malignant cells. Therefore, the
efficacy of ACT may be improved with transfer of a large number of cytolytic effectors that
constitute the first wave of anti-tumor immunity to destroy the bulk of the tumor burden.
The second wave ensures that all malignant tumor cells are eliminated and relies on the
ability of a subpopulation of transferred CD8+ T cells to persist for a long period of time and
continually produce cytolytic effectors. With this conceptualization of ACT as a two-prong
therapy, it is vital that the adoptively transferred ACT product has adequate proportions of
both short-lived effector cells and long-lived T cells with the capacity to produce an ongoing
source of tumor-specific progeny.

CD8+ T-cell nomenclature in context of chronic tumor challenge: a vague
memory

The biologic phenomenon of immunological memory at an organismal level was recognized
well before the establishment of the field of immunology. The Greek historian Thucydides,
for example, noted in reference to a plague that struck Athens in 490 BC, ‘the same man was
never attacked twice—never at least fatally’ (15). It was later recognized, of course, that
CD8+ T lymphocytes were largely responsible for mediating immunological memory in the
context of episodic microbial infections. Immunologists largely focused subsequent research
efforts on elucidating the underlying molecular mechanisms of T-cell memory in an effort to
improve vaccines for infectious disease (3).

The other principle biologic challenge of CD8+ T cells, however, is to maintain a continuous
production of cytolytic effector T cells (CTLs) in the face of persistent infections or cancer.
This is arguably a more important task for the immune system given that a failure to
eradicate the initial foreign threat could be lethal to the organism and render subsequent
challenges from the same offender impossible, thereby obviating the need for a memory
response (3). Although the molecular machinery that enables continual production of CTLs
during persistent antigen challenge may have similar components to the signaling
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architecture that results in a memory response, particularly with regard to molecular
programs governing cellular senescence, the two can be viewed as distinct biological
phenomenon (2).

Understanding the molecular architecture that mediates continual replication of CD8+ T
cells without clonal senescence during a chronic microbial infection or cancer may lead to
strategies to improve the efficacy of ACT. In particular, uncoupling the physiologic process
of T-cell expansion and concomitant effector differentiation could enable both a continuous
population of terminally differentiated CTLs and a population of minimally differentiated T
cells that maintain replicative capacity.

This is a notably different task than trying to elucidate the mechanisms of a memory
response to episodic challenge with foreign antigen. Unfortunately, the nomenclature
describing CD8+ T-cell ontogeny in the context of persistent antigen challenge is dominated
by memory terminology (16). Discrete subsets of antigen-experienced CD8+ T cells are
referred to as memory cells—central memory (Tcm) or effector memory (Tem) T cells—
even in the context of chronic antigen challenge. The usage of memory to describe CD8+ T-
cell subsets responding to chronic challenge is far too commonly used to change now (we
are guilty of it, too). Ultimately, efforts to improve the efficacy of ACT are not focused on
expanding the pool of memory T cells per se but rather to provide a continuous,
uninterrupted production of cancer-specific CTLs until the tumor is completely eradicated.

T-cell dose is a determinant of response to cell-based therapy for cancer
Before a CD8+ T cell can kill a malignant cell, it first must find it. This extraordinary
challenge comes into high relief with a simple consideration of the spatial dimensions
involved in this process. The human body consists of 1013 somatic cells in a volume of 70
liters (17). It is within this vast landscape that T cells, themselves occupying a mere 290
femtoliters (representing one-one-hundred-trillionth of the organismal volume), must
navigate to find their tumor targets (18).

Understanding the mechanisms by which CD8+ T cells are able to cover so much ground in
search of their targets is in nascent stages, but one recent observation by Hunter and
colleagues (19) is particularly intriguing. Using two-photon microscopy it was shown that T
cells do not engage in Brownian walk to survey peripheral tissue for cognate antigen.
Rather, they employ Levy walks, which are thought to cover far more territory. Here, the
metaphor of a lymphocyte as a shark trying to find its prey in a vast ocean is not too far off
the mark because both sharks and lymphocytes use Levy walking as a way to find what they
are looking for in a space that dwarfs their own stature. It may be that a large dose of cells is
correlated with response to ACT simply because it favors the probability that tumor-specific
T cells co-localize with their target.

In advanced stages of melanoma the mass of tumor in a patient can be measured in
kilograms and consist of 3×108 melanoma cells per gram of tumor (20-21). In this case, the
burden of locating a tumor is probably lessened, because the tumor burden is so large. The
formidable task of eradicating every malignant cell within the tumor is the next challenge
that confronts CD8+ T cells, especially considering that much of the tumor killing is thought
to be mediated by CTLs through cell-contact-dependent lysis of tumor with perforin and
granzyme (14). Recent attempts to quantify the concentration of intratumoral antigen-
specific CD8+ T cells needed to kill 100% of clonogenic tumor cells showed that greater
than 107 activated OT-1 cells/ml was required to kill 100% of SIINFEKL-B16 cells/ml by 7
days in a collagen-fibrin gel model (21).
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It is therefore not surprising that the absolute number of transferred T cells in ACT is a
determinant of response to therapy in patients with advanced melanoma. In both preclinical
murine models and several human ACT TIL trials, the absolute number of infused CD8+ T
cells has correlated with the likelihood of objective response. Klebanoff et al. (1)
demonstrated in mice with established B16 melanoma a dose-response relationship between
the number of transferred CD8+ T cells and the strength of tumor regression. This
corroborated the results of several human TIL trials in patients with metastatic melanoma in
which significant correlations were demonstrated between a high number of infused cells
and objective response to therapy (9, 11).

T-cell differentiation status correlates with anti-tumor immunity
That cell dose correlates with response to ACT can be considered as intuitive, as transfer of
minimally differentiated cells that lack cytolytic function is not. In other words, it was
initially thought that transfer of highly cytolytic terminally differentiated effector T cells
would result in greater eradication of tumor in patients with advanced cancer (22). Clinical
protocols for ACT were initially designed to select TILs for adoptive transfer that
demonstrated the ability to produce large quantities of INFγ and cytolytic function in vitro
when cocultured with autologous tumor, though this selection method has never shown to
improve efficacy of ACT (23-25). Rather, there is increasing evidence that adoptive transfer
of minimally differentiated T cells into patients with advanced melanoma results in
improved anti-tumor immunity (26).

The rationale behind transfer of less-differentiated cells is that they maintain proliferative
capacity and can produce effector progeny continuously, thereby providing a continual
source of cytolytic effector cells (3). Proof-of-principle that transfer of less-differentiated T
cells improved anti-tumor immunity was first demonstrated in preclinical mouse models.
The Pmel-1 T-cell receptor (Pmel-TCR) transgenic mouse, whose T cells are specific for the
Db-restricted melanoma-associated antigen hgp100, has played a key experimental role in
elucidating causal relationships between T-cell differentiation and anti-tumor efficacy (27).
Pmel T cells that were repeatedly stimulated in vitro and designated as early Teff (1
stimulation), intermediate Teff (2 stimulations), or late Teff (3 stimulations) cells showed
progressively diminished capacity to produce IL-2 with each stimulation (28). Late Teff
acquired potent capacity for cytolysis and IFNγ release, but showed increased expression of
the replicative senescence marker killer cell lectin-like receptor G1 (KLRG-1) and
demonstrated poor persistence when adoptively transferred (29). In contrast, early Teff cells
had increased expression of CD62L, CCR7, CD27, IL-7Rα, and had greater persistence and
increased capacity for tumor regression when transferred into mice with established B16
melanoma (28, 30).

Because conventional memory T cells were observed in viral challenge models to have
greater multipotency and replicative capacity than their terminally differentiated CTL
counterparts, it was hypothesized that adoptive transfer of minimally differentiated memory
T cells may mediate improved cancer regression (31-33). Preliminary experiments compared
Tcm to Tem cells and showed that Tcm cells had greater engraftment and proliferative
capacity compared to Tem cells that translated into improved tumor regression by Tcm cells
(34). Subsequent experiments evaluating the anti-tumor immunity of stem-cell memory T
cells (Tscm) showed superior in vivo expansion, persistence, and anti-tumor efficacy
compared to their Tcm and Tem counterparts (35-36).

The initial starting population, whether naive T cells (Tn) or Tcm, from which adoptively
transferred Teff are derived has also shown to impact in vivo persistence and anti-tumor
efficacy (37). Teff cells derived from Tn cells had diminished KLRG-1 expression and
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increased production of IL-2 compared to Teff cells derived from Tcm cells (38). Tn-
derived Teff cells also demonstrated superior anti-tumor eradication compared to those Teff
cells derived from Tcm cells in both mouse and human (38-39). In summary, experimental
evidence in both mouse and human has supported the notion that adoptive-transfer of
minimally differentiated CD8+ T cells improves engraftment, persistence, and improved
anti-tumor immunity tumor compared to terminally differentiated T cells.

Physiologic coupling of IL-2-mediated T-cell expansion and effector
differentiation

The coupling of cellular expansion and differentiation has been observed in diverse biologic
systems including the adaptive immune response to foreign antigen. Biologic coupling of T
cell expansion with effector differentiation is mediated by IL-2 and is a critical feature of the
adaptive response because it enables efficient and coordinated clearance of antigen (Figure
2A) (2-3). In the non-physiologic setting of ACT, however, the coupling of cell expansion
and effector differentiation poses a major therapeutic obstacle to improving the efficacy of
ACT which relies on both a large number of transferred cells and cells that have undergone
minimal differentiation prior to adoptive transfer.

IL-2 has long been considered the ‘T-cell growth factor’ and initially thought to play a non-
redundant role in mediating clonal expansion of T cells (40-42). Ligation of the TCR on
CD8+ T cells induces expression of the IL-2 gene and concomitant expression of the IL-2Ra
chain (CD25), which enables high-affinity paracrine and autocrine binding of IL-2 to its
receptor, thereby encouraging clonal expansion in a coordinated fashion (43). In addition to
inducing clonal expansion, IL-2 signaling also plays a non-redundant role in driving effector
differentiation to cytotoxic T lymphocytes (CTLs) (44-45). The physiologic coupling of T-
cell expansion and effector differentiation is therefore largely attributed to the effects of IL-2
signaling (Fig. 2A).

Subsequent findings in IL-2-deficient F5 TCR-transgenic mice, however, showed that
administration of antigenic peptide induced clonal expansion in the absence of CTL activity
(46), thereby raising the possibility that clonal expansion without effector differentiation can
occur in stimulated CD8+ T cells.

Uncoupling IL-2-driven proliferation and differentiation in CD8+ T cells
The abundance of IL-2 in the immune microenvironment could potentially drive the
majority of CD8+ T cells to terminal differentiation. The observation that a subset of CD8+

T cells maintains a minimally differentiated state therefore demonstrates that the immune
system has a mechanism for controlling cytokine-driven effector differentiation. There are at
least two ways in which a polyclonal CD8+ T-cell response could undergo expansion
without effector differentiation amidst IL-2 signaling. First, there may be IL-2-
independendant mechanisms that result in CD8+ T-cell clonal expansion that do not result in
concomitant effector differentiation. This will be further discussed in the section on CD27-
dependent CD8+ T-cell clonal expansion. Another potential mechanism by which a
population of CD8+ T cells can regulate differentiation is to control signals induced by IL-2
signaling in a cell-intrinsic manner. That is, if a subset of polyclonal CD8+ T cells were able
to selectively inhibit the differentiation program driven by IL-2 but not the molecular
machinery involved in cellular proliferation, it would potentially uncouple CD8+ T-cell
expansion from terminal differentiation.

Cell intrinsic uncoupling of IL-2-mediated expansion and differentiation Active repression
of selective pathways of IL-2 signaling may prevent effector differentiation while allowing
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for expansion and production of progeny capable of developing cytolytic function. A
potential means for cell autonomous regulation of IL-2 signaling was initially suggested by
studies of germinal center B cells (47). Ectopic expression of the transcriptional repressor,
B-cell lymphoma 6 protein (BCL-6), prevented IL-2 from inducing the differentiation of B
cells into immunoglobulin (IgM)-secreting plasma cells. Notably, BCL-6 overexpression
enabled B cells to undergo iterative cycles of expansion and somatic hypermutation of Ig
genes. The effect of BCL-6 was mediated by repression of signal transducer and activator of
transcription (Stat3)-dependent expression of Blimp-1, the master regulator of plasma cell
differentiation (48).

The frequent parallels between pathways regulating activation and differentiation in B and T
cells at least suggested that BCL-6 may play a role in uncoupling IL-2-mediated expansion
and effector differentiation in T cells. The hypothesis that BCL-6 could actively repress
effector differentiation in CD8+ T cells has been evaluated in both gain-of-function BCL-6
transgenic mice and loss-of-function BCL-6−/− mice (49-50). Mice with a BCL-6 transgene
regulated by a lck proximal promoter showed enhanced primary expansion after infection
with vaccinia/OVA and a twofold increase in OVA-specific CD8+ T cells 10 weeks after
infection, suggesting that suppression of IL-2-induced differentiation may promote the
capacity for homeostatic proliferation. Loss-of-function studies with BCL-6−/− mice,
however, did not compromise expansion in CD8+ T cells, though interpretation of the data is
problematic because disruption of BCL-6 resulted in a spontaneous inflammatory disease
thought to be mediated by macrophages (51).

IL-2 signaling activates several downstream pathways, including Janus kinase (JAK)-signal
transducer and activator of transcription (STAT) pathway, the phosophoinosited-3-kinase
(PI3K)-AKT pathway, and the mitogen-activated protein kinase (MAPK) pathway (52).
Coordination of these pathways by IL-2 signaling serves to couple effector differentiation
and clonal expansion (Fig. 2A). A better understanding of the regulatory mechanisms
governing IL-2 signaling could enable selective modulation of pathways involved in cell
proliferation and effector differentiation.

Cell extrinsic uncoupling of IL-2 signaling: CD27-dependent CD8+ T-cell clonal expansion
Engagement of the tumor necrosis factor (TNF) receptor superfamily CD27 by its ligand
CD70 affects the quality and magnitude of T-cell responses in a variety of infectious,
autoimmune, and tumor models (53). CD27-deficient mice were shown to have impaired
primary and secondary expansion of CD8+ T cells in response to an influenza challenge
(54). CD27 was also found to be necessary for the long-term response of T cells to
polyomaviral infection (55). More recently, the possibility that CD27 promotes cellular
expansion in the absence of IL-2 was supported by the finding that repeatedly stimulating
IL-2−/− CD8+ T cells with antigen and a recombinant form of soluble CD70 cause marked
clonal expansion despite high expression of CD62L and a notable absence of effector
differentiation (56). The effect of CD27 resulted in increased cell cycling and survival that
was mediated, in part, by enhanced expression of IL-7Rα on T cells. In contrast to IL-2-
expanded cells, antigen-induced cell death (AICD) was not as prevalent in cells expanded by
a CD27-dependent mechanism. Taken together, these findings suggest that CD27 may
mediate the generation of a self-renewing subset of antigen-experienced CD8+ T cells that
avoid terminal differentiation and senescence driven by IL-2.

CD70 is the only known ligand for CD27 which engenders a unique capacity to regulate the
timing and location of CD27-CD70 interactions. CD27 and its ligand, CD70, have long been
observed to promote cell expansion in vitro (57). CD27 is expressed on naive CD8+ T cells,
and after a transient increase in expression, is downregulated after T cells have undergone
several rounds of division (58-59). CD27 expression is progressively lost with
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differentiation, while CD70 expression is reciprocally increased on T cells and is largely
observed on terminally differentiated T cells (60-61). Although CD70 is also expressed by
activated dendritic cells, B cells, and CD4+ T cells (62), recent studies using a transgenic
mouse line in which T cells constitutively express CD70 (CD2-CD70 Tg mice) suggest that
T cell-T cell interactions may be especially important in the timing of CD27-CD70
interactions. In contrast to transgenic mouse lines in which CD70 is constitutively expressed
on dendritic cells (CD19-CD70-Tg and CD11c-CD70-Tg), a particularly intriguing finding
of CD2-CD70 Tg mice is they have been observed to generate more effector T cells over
time without compromising the naive T-cell pool (63-64).

Though this hypothesis remains to be confirmed, Fig. 2B illustrates how ligation of CD27-
CD70 on adjacent T cells may endow a self-renewing property to a population of clonally
expanding T cells, even in a milieu of high concentrations of IL-2 that drives the bulk of
cells towards terminal differentiation and senescence. This may at least partially account for
the capacity of CD8+ T cells to self-renew and provide a continual source of CTL in the
context of persistent antigen stimulation.

Naive CD27+CD8+ T cells may largely expand through an IL-2-dependent mechanism
because there is limited CD70 ligand available in the early phase of the polyclonal response
(it is mostly expressed in highly terminally-differentiated T cells) (60). With increasing
effector differentiation driven by IL-2, expression of CD27 is downregulated and CD70 is
progressively upregulated (61). Expression of CD27 is highly dynamic and has been shown
to be expressed on central memory T cells (32). The PI3K-AKT-mTOR pathway has
recently been observed to play a central role in sensing and integrating cues in the immune
microenvironment such as availability of growth factors, amino acids, and glucose (65). It
has been observed that limiting glucose or inhibition of mTOR or Akt can induce expression
of CD27 on a small subset of antigen-experienced T cells (66-67), thereby triggering a
competing pathway of expansion within a polyclonal response of CD8+ T cells that does not
result in terminal differentiation and senescence. Because CD27-mediated clonal expansion
limits cell death from AICD with repeated antigen stimulation and IL-2 exposure, this favors
the outgrowth of T cells driven by CD27-mediated expansion. Limiting concentration of
antigen and IL-2 with clearance of tumor or chronic infection further favors outgrowth of
CD27-dependent population relative to IL-2 dependent population. Finally, bridling the
expansion of CD27-depedent T cells to avoid limitless proliferation that could result in
autoimmune pathology or T-cell malignancy is ensured by decreasing availability of CD70-
expressing T cells as they are extinguished in the absence of IL-2 and antigen.

Importance of CD27 in the context of T-cell-based therapy for cancer
Manipulation of the CD70-CD27 axis has enhanced T-cell-mediated control of tumors in
preclinical mouse models (63, 68). Peripheral CD8+ T cells in patients with metastatic
melanoma express relatively low levels of CD70 and high levels of CD27 (61). In vitro
stimulation by agonistic CD3/CD28 and high-dose IL-2 (3000 international units/ml) results
in upregulation of CD70 expression and loss of CD27 in CD8+ T cells. The same reciprocal
loss of CD27 and gain of CD70 in CD8+ T cells was observed in vivo in patients with
metastatic melanoma receiving systemic IL-2 (61). Withdrawal of IL-2 in vitro reversed the
pattern, such that an increase in CD27 was observed as this would allow the outgrowth of
the CD27-dependent pathway. When TILs were cultured with a blocking antibody to CD70,
it reduced cell expansion by 40%, presumably because this effectively terminates any
expansion resulting from the CD27-dependent pathway. Finally, the size of the CD27+CD8+

T-cell subset in TILs excised from patients with metastatic melanoma was found to be
highly associated with the ability to mediate tumor regression after adoptive transfer into
patients (4, 69).
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Clinical approaches to uncouple cell expansion and effector differentiation
Both ACT methods using genetically modified T cells or TILs rely on ex vivo expansion of
cells to large numbers which invariably drives cells toward terminal differentiation. The
identification of a means for expanding antigen-specific CD8+ T cells without causing
replicative senescence after adoptive transfer may increase the efficacy of adoptive T cell
therapy for cancer. Here we will discuss potential ways to expand T cells in vitro while
preserving a minimally differentiated phenotype (Fig. 3).

We propose three general strategies. The first strategy relies on effective uncoupling of the
IL-2-dependent physiologic process that links cell expansion and effector differentiation.
Recent identification of signaling pathways critical to programs of cellular proliferation and
effector differentiation now enables modulation of these signaling pathways to grow cells
and limit differentiation.

The second strategy takes advantage of the recent observation that CD8+ T-cell expansion
can occur in an IL-2-independent manner, thereby avoiding the differentiating effects of this
cytokine. The finding that the CD27-dependent pathway can mediate significant clonal
expansion in vitro suggests that it might be feasible to develop protocols for generating
adequate numbers of relatively undifferentiated T cells that retain replicative function and a
capacity for effector differentiation after adoptive transfer.

The third strategy is to use conventional methods to culture TILs or PBMCs for ACT. After
cells have expanded to yield an adequate number for ACT therapy, regenerative medicine
techniques such as lineage or direct reprogramming can be used to restore a minimally
differentiated phenotype.

Cytokine or pharmacologic uncoupling of IL-2 dependant expansion and effector
differentiation

Several pharmacologic agents have recently been identified that selectively target
components of IL-2 signaling or developmental and metabolic pathways in activated T cells
that are critical in directing cell expansion and differentiation programs. Inhibition of these
pathways by small molecules such as inhibitors of mTORC1, p70S6K, AMPK, PI3K, and
GSK-3β can minimize effector differentiation of activated CD8+ T cells (70-76) and may
improve the efficacy of ACT (35-36, 67, 73-74). To date, these agents have had limited
clinical utility, however, because they appear to arrest both differentiation and proliferation
of antigen-experienced CD8+ T cells, thereby providing insufficient cell yield for adoptive
transfer. Therefore, there is a critical need to identify pharmacological lead compounds that
effectively uncouple cell expansion from effector differentiation to provide a therapeutic
yield of minimally differentiated anti-tumor T cells.

There is also a growing body of evidence that common γc cytokines, such as IL-15 and
IL-21, can sustain T-cell proliferation without excessive promotion of differentiation into
effector T cell subsets characterized by exhaustion and senescence. T cells cultured in IL-15
resemble Tcm in phenotype, gene expression, metabolism, and have greater anti-tumor
function in mice compared to T cells cultured in IL-2 (28, 77-79). Another common γc
cytokine, IL-21, modulates the differentiation of activated T cells and results in development
of a population of cells characterized by a Tscm phenotype (80-83). In mouse T cells, IL-21
caused a dose-dependent inhibition of the acquisition of antigen-experienced markers such
as CD44 while preserving expression of CD62L, Tcf7, and Lef1 (80). Human T cells
cultured in IL-21 retain the ability to release IL-2 and prevent the loss of CD45RA, CD28,
CD27, IL7R-α, and CD62L—markers associated with a minimally differentiated
phenotypes (82-83). In a mouse model of melanoma, T cells cultured in IL-21 demonstrated
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profoundly enhanced anti-tumor activity compared to cells grown in other common γc
cytokines (80).

CD27-dependent expansion of CD8+ T cells
The use of methods for ex vivo expansion of TILs or PBMCs that are largely γc cytokine-
independent could potentially provide a sufficiently large number of cells for adoptive
transfer that are minimally differentiated. As discussed in this review, the recently identified
CD27-dependant pathway of T-cell expansion has therapeutic potential to enhance the
efficacy of ACT. Translation to the bedside seems fairly feasible and may be especially
relevant in the context of genetically modified naive T cells with specificity against tumor
antigen. Peripheral PBMCs can be isolated with plasmaphersis and purified into naive CD8+

T cells that have high expression of CD27. Transduction of these cells with a tumor-specific
TCR such as NY-ESO would confer specificity against melanomas and synovial cell
sarcomas expressing this antigen. In vitro culture with recombinant soluble CD70 could
mediate expansion in this CD27-enriched population of CD8+ T cells without causing
concomitant differentiation. Further preclinical studies using ACT models are necessary to
evaluate if this is a feasible approach to improve the efficacy of ACT for patients with
advanced cancer.

Lineage or direct reprogramming of CD8+ T cells
The capacity to induce pluripotency in somatic cells by ectopic expression of transcription
factors, direct reprogramming, has revitalized the field of regenerative medicine. Several
mature cells types have been reprogrammed into induced pluripotent stem cells (iPSCs):
keratinocytes (84), fibroblasts (85), hepatocytes (86), and human peripheral blood cells (87).
T lymphocytes have also been reprogrammed into iPSCs (88) and subsequently
differentiated into T-cell lineages by coculturing iPS cell-derived T cells with OP9 cells
expressing Notch ligand Delta-like 1 (DL1) (89). In vitro stimulation of iPS cell-derived T
lymphocytes resulted in secretion of IL-2 and IFNγ. Furthermore, T-cell-derived iPSCs
maintain the rearranged variable (V), diversity (D), and joining regions (J) of the TCR
chains (89).

A two-step method of direct reprogramming and subsequent differentiation to naive or
memory T cells is an appealing approach to revitalize exhausted and senescent T cells to
improve the efficacy of ACT. In a recent study by Vizcardo et al. (90-91), it was
demonstrated that TIL excised from a patient with metastatic melanoma can be successfully
transduced with Yamanaka factors and reprogrammed to iPSC as evidenced by ESC-like
morphology, capacity for teratoma formation, endogenous expression of OCT3/4, SOX2,
KLF4, and c-MYC, and disappearance of T-cell markers CD3 and CD8. Subsequent co-
culture with DL1-expressing OP9 feeder cells resulted in redifferentation to CD8+ T cells
(92). When cultured with antigen-presenting cells and challenged with the cognate antigen
MART-1, reprogrammed cells produced IFNγ, demonstrating functional integrity.

Although this was a remarkable demonstration that regenerative medicine techniques such
as direct reprogramming can be successfully applied to terminally differentiated TILs,
further work needs to evaluate the anti-tumor efficacy of iPSC-derived CD8+ T cells. There
are several other obstacles in translating this technology to the bedside. The reprogramming
process can induce genetic and epigenetic abnormalities in iPSCs including point mutations
(93), copy number variations (94), an aberrant methylome (95), and chromosomal
aneuploidy (96). Especially concerning is the potential for functional mutations in
oncogenes or tumor suppressors and malignant transformation (97). In an attempt to reduce
the risk of genetic and epigenetic disruption, several methods such as refined and DNA-free
reprogramming methods are actively being explored (98-100).
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Lineage reprogramming by forced expression of transcription factors can induce a cell to
undergo dedifferentiation, transdifferentiation, or transdetermination, and may represent a
safer and more efficient alternative to nuclear reprogramming because it does not require a
pluripotent intermediate. Experimentally, hepatocytes have been converted to pancreatic
cells (101), pancreatic exocrine cells to β-cells (102), fibroblasts into neurons (102) and
cardiomyocytes (103), and B cells into macrophages (104). This approach may be adapted to
efficiently revitalize exhausted and senescent T cells by enforced expression of transcription
factors differentially expressed in naive or memory-like T cells.

We propose three applications of regenerative medicine to uncouple cell expansion and
effector differentiation in ACT (Fig. 3). Lineage reprogramming of CD8+ T cells may be
accomplished by transduction of transcription factors that are highly expressed in naive T
cells and downregulated in terminally differentiated effector cells. Candidate transcription
factors for reprogramming can be developed using microarray data of T-cells isolated in
distinct states of differentiation [an example is available in supplementary data of reference
(36)]. Concern for malignant transformation when using lentivirus or retrovirus vectors may
be circumscribed by using non-integrating sendai or adenovirus and emerging technologies
such as the piggyback transposon system (105).

Arresting differentiation of naive T cells transduced with a TCR specific for a cancer stem
cell antigen is another approach relying on principles of regenerative medicine to preserve
proliferative capacity in the transferred population. As discussed above, pharmacologic
agents that target key differentiation pathways can modulate the program of differentiation
and expand subsets of T cells with greater antitumor immunity. Arresting differentiation
with an inhibitor of Akt, for example, may uncouple expansion and terminal differentiation
to improve antitumor immunity.

Conclusions
Cell-based immunotherapy is a potentially curative therapy for patients with advanced
cancer. One of the main limitations to improving the efficacy of ACT is the capacity to
expand T cells to therapeutic yield while limiting effector differentiation. The capacity to
uncouple T-cell expansion from effector differentiation has been a long-standing goal of
ACT, because response to therapy is correlated with both a large number of transferred cells
and cells that have a minimally differentiated phenotype. Herein we have reviewed the
biologic mechanisms involved in linking T-cell expansion and differentiation and proposed
clinical approaches to effectively uncouple this process to improve the efficacy of ACT for
patients with advanced cancer.
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Fig. 1. A 39-year-old man with metastatic melanoma (to lung) from right scalp primary (shown
here) refractory to anti-CTLA4 antibody therapy, radiation, chemotherapy, and surgery who
had a complete and durable response to cell-based immunotherapy using tumor-infiltrating
lymphocytes
CR= complete response by RECIST criteria 59 months after ACT transfer.
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Fig. 2. Single-cell and population-level uncoupling of expansion and effector differentiation in
CD8+ T cells
(A) Interleukin-2 (IL-2) serves to couple CD8+ T-cell expansion and differentiation by
activation of several signaling pathways including the Janus kinase (JAK)–signal transducer
and activator of transcription (STAT) pathway, the phosphoinositide-3-kinase (PI3K)–AKT
pathway and the mitogen-activated protein kinase (MAPK) pathway. Effector differentiation
is driven by activation of AKT and nuclear exclusion of Forkhead box 01 (FOXO1), thereby
inhibiting Eomesodermin (EOMES), B-cell CLL/lymphoma 6 (BCL6), and Kruppel-like
factor 2 (KLF2) and resulting in expression of T-BET (encoded by T-box 21 (TBX21).
STAT5 activation drives expression of pro-differentiation molecules B-lymphocyte-induced
maturation protein 1 (BLIMP1, encoded by PR domain containing 1, with ZNF domain
(PRDM1) and inhibitor of DNA-binding 2 (ID2). IL-2 signaling drives cell expansion
through the RAS/RAF/mitogen-activated protein kinase (MAPK) pathway and expression of
cMYC which drives proliferation by upregulating cyclins and downregulation of p21 and
pro-apoptotic molecule B-cell lymphoma 2 (Bcl-2). Pharmacologic inhibition of select
pathways by agents such as Akt inhibitor or rapamycin may uncouple cell proliferation and
effector differentiation in a cell-intrinsic manner. p70S6K, p70 ribosomal protein S6 kinase;
mTOR, mammalian target of rapamycin. (B) The establishment of a self-renewing subset of
CD8+ T cells within a polyclonal response by a CD27-CD70-dependent pathway is depicted
here. Upon activation with cognate antigen, the progeny of a naive CD8+ T cell
progressively downregulates CD27 while reciprocally upregulating CD70 in the context of
IL-2 signaling. Physiologic inhibition of PI3K-Akt-mTOR pathway results in reacquisition
of CD27 amidst a population of highly differentiated CD70-expressing cells, thereby
triggering the CD27-dependent expansion of T cells that occurs with minimal effector
differentiation. Antigen-induced cell death (AICD) further favors the outgrowth of CD-27-
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dependent pathway. Availability of CD70 negatively regulates CD-27-dependent cell
expansion; constitutive CD70 results in autoimmune pathology.
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Fig. 3. Multi-pronged approach to obtain therapeutic levels of minimally differentiated tumor-
specific CD8+ T cells
Depicted here is direct reprogramming of terminally differentiated T cells (Teff) isolated
from tumor-infiltrating lymphocytes (TILs) to generate induced pluripotent stem (iPS) cells
by ectopic co-expression of the Yamanaka factors OCT4, sex determining region Y (SRY)
BOX 2 (SOX2), and Kruppel-like factor 4 (KLF4) with or without MYC. TIL-derived iPS
cells can be subsequently redifferentiated into Tn cells by coculture with OP9 cells
expressing Notch ligand Delta-like 1 (DL1). Lineage reprogramming of Teff cells may be
accomplished by forced expression of transcription factors that are differentially expressed
in Tn or Tscm. Uncoupling of expansion and effector differentiation using small molecules
such as inhibitors of Akt (Akti) is a third approach to obtain an adequate yield of minimally
differentiated anti-tumor T cells for ACT. TWS119 is an inhibitor GSK3β, glycogen
synthase 3β. Tscm, stem cell memory; Tcm, central memory; Tem, effector memory; Teff,
short-lived effector.
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