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Switching CAR T cells on and off: a novel modular platform
for retargeting of T cells to AML blasts
M Cartellieri1,2, A Feldmann1,3,6, S Koristka1,3,6, C Arndt1,3,6, S Loff1,4,6, A Ehninger4,6, M von Bonin5,6, EP Bejestani5, G Ehninger5

and MP Bachmann1,3

The adoptive transfer of CD19-specific chimeric antigen receptor engineered T cells (CAR T cells) resulted in encouraging clinical
trials in indolent B-cell malignancies. However, they also show the limitations of this fascinating technology: CAR T cells can lead to
even life-threatening off-tumor, on-target side effects if CAR T cells crossreact with healthy tissues. Here, we describe a novel
modular universal CAR platform technology termed UniCAR that reduces the risk of on-target side effects by a rapid and reversible
control of CAR T-cell reactivity. The UniCAR system consists of two components: (1) a CAR for an inert manipulation of T cells and (2)
specific targeting modules (TMs) for redirecting UniCAR T cells in an individualized time- and target-dependent manner. UniCAR
T cells can be armed against different tumor targets simply by replacement of the respective TM for (1) targeting more than one
antigen simultaneously or subsequently to enhance efficacy and (2) reducing the risk for development of antigen-loss tumor
variants under treatment. Here we provide ‘proof of concept’ for retargeting of UniCAR T cells to CD33- and/or CD123-positive
acute myeloid leukemia blasts in vitro and in vivo.
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INTRODUCTION
Adoptive T-cell therapy with chimeric antigen receptor (CAR)
engineered T cells (CAR T cells) has recently shown encouraging
clinical results in B-cell malignancies. Approximately 70% of
patients showed complete or at least partial response to
treatment with autologous T cells equipped with CD19-specific
CARs.1–4 CARs are synthetic receptors that retarget genetically
engineered T cells against tumor surface antigens. For that
purpose, CARs assemble an extracellular binding moiety with an
intracellular signaling domain from an activating immune
receptor.5 The extracellular binding moiety provides the antigen
specificity and is commonly a single-chain fragment variable (scFv)
derived from a monoclonal antibody (mAb). CARs enable T cells to
major histocompatibility complex-independent antigen recogni-
tion, and thus major immune escape mechanisms of tumors such
as downregulation of major histocompatibility complex molecules
are efficiently bypassed.6 Despite the clinical success of CD19-
specific CAR T cells, there are still a number of conceptual
limitations inherent to this treatment strategy. Currently used
conventional CARs have one target specifity. Such a monospecific
targeting approach harbours the risk for the development of
tumor escape variants.7,8 More importantly, the fixed antigen-
binding moiety on CAR-modified T cells provides no means of
direct control over ongoing CAR T-cell reactivity. After infusion,
CAR T cells expand in response to their antigen by 100- to 10 000-
fold, making the magnitude of their reactivity unpredictable.
Adverse reactions, due to either inappropriate on-target, off-tumor
reactions against healthy tissue or excessive on-target, on-tumor

reactions against heavy tumor loads, are thus difficult to handle
and pose a high risk during treatment. In fact, approximately one-
third of patients treated in recent trials experienced severe fevers
and inflammations and all patients suffer from ongoing B-cell
aplasia, as long as CD19-specific CAR T cells are present in their
circulation. Lack of B cells is manageable clinically by intravenous
immunoglobulin administration; still, patients have a high risk for
opportunistic infections. In other instances such an on-target, off-
tumor effect may be not acceptable or even life-threatening.9,10

Thus, without an additional safety switch CAR T cells can only be
redirected against truly tumor-restricted antigens, which are very
rare, or antigens with highly restricted tissue expression, as it is the
case for CD19. This limits the application of CAR treatment to very
few tumor entities.
For instance, acute myeloid leukemia (AML) is a heterogeneous

leukemic disease with still unmet medical need for the develop-
ment of new treatment modalities, as 50–70% of patients
experience a relapse after they initially respond well to standard
induction chemotherapy. A recent in-depth analysis on 4300
patient samples revealed that CD33 and CD123 are expressed
either in combination or alone on nearly 100% of all AML blasts.11

Therefore, both antigens seem to be ideal targets for
immunotherapy.12,13 However, redirecting T cells against CD33
or CD123 with single-specific CARs for AML treatment is hampered
by the fact that both antigens are expressed not only on AML
blasts, but are also present on hematopoietic stem cells, on
progenitor and mature hematopoietic cells of the myeloid lineage
and on endothelial cells.14 To extend the application range of CAR
T cells, we developed a flexible modular CAR platform (UniCAR)
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that allows switching CAR T cells on and off in a controlled
manner. Here we provide ‘proof of function’ of the UniCAR
concept by successfully retargeting human UniCAR engineered
T cells against the AML antigens CD33 and CD123.

MATERIALS AND METHODS
Cell lines
Chinese Hamster ovarian (CHO) cells, MOLM-13 and MV4-11 were cultured
in complete RPMI-1640 medium and OCI-AML3 in complete Dulbecco’s
modified Eagle’s medium.15 Cells were maintained at 37 °C in a humidified
atmosphere of 5% CO2.

Generation of UniCAR vectors
The UniCAR-binding domain is based on the mAb anti-La 5B9 that
recognizes a continous sequence of 10 amino acids (5B9 tag) of the
nuclear protein La/SS-B.16 The cloning of the humanized anti-La 5B9 scFv
and generation of the hinge, transmembrane and signaling domain of the
CAR was recently described in detail.16,17 In order to facilitate the
fluorescence-activated cell sorting (FACS) analysis of UniCAR expression
on the surface of transduced T cells, we fused another peptide epitope of
18 amino acids (E-tag18) and an additional linker consisting of four
glycines followed by one serine (G4S1) between the UniCAR scFv and the
CD28 coding region. The E-tag can be detected by another anti-La mAb
(7B6) that was generated by standard hybridoma fusion technique and
identified to be reactive against the introduced epitope sequence.18 The
CAR signaling and stop constructs were subsequently cloned into lentiviral
vector backbone p6NST60.19 The open reading frames of the CAR
constructs were fused to an enhanced green fluorescent protein open
reading frames separated by a 2pA protease site derived from the Thosea
asigna virus that allows an independent translation of CAR and enhanced
green fluorescent protein from a single mRNA in modified T cells.20

Construction and expression of recombinant antibodies
Cloning of the targeting module directed against CD33 has been described
elsewhere.15,21 The targeting module (TM) directed to CD123 is based on
the mAb 7G3.22 The sequences encoding its variable light and heavy chain
were connected by a three times repeat of G4S1 and fused to the 5B9 tag
followed by a his tag. For the bispecific TM the two scFvs were connected
by a linker comprising the amino acid sequence of the 5B9 epitope. Stable
recombinant TMs producing CHO cell lines were established by lentiviral
gene transfer and recombinant proteins were purified from cell super-
natants via Ni-NTA affinity chromatography followed by analysis of protein
concentration and purity through SDS–polyacrylamide gel electrophoresis
and immunoblotting as previously described.23

Isolation and lentiviral transduction of human T cells
Isolation of primary human T cells from peripheral blood mononucleated
cells, transduction procedure and maintenance of T cells was performed as
recently described.17 Genetically modified T cells were purified by cell
sorting using a FACSAria II (BD Biosciences, Heidelberg, Germany). After
purification, T cells were rested in RPMI supplemented with cytokines for
additional 5–6 days. Media were substituted for complete RPMI lacking any
recombinant cytokines 24 h before experiments were performed.

Flow cytometry analysis
Isolated T cells were stained with fluorochrome-labeled mAbs directed
against human CD4/VioBlue (clone VIT4, Miltenyi Biotec, Bergisch
Gladbach, Germany), CD3/PE-Cy7 (clone UCHT1, BioLegend, Uithoorn,
The Netherlands), CD8/APC (clone RPA-T8, BD Biosciences) and CD25/PE
(clone 4E3, Miltenyi Biotec). For detection of CAR surface expression T cells
were incubated with mAb anti-La 7B6 and subsequently stained with
phycoerythrin-labeled goat anti-mouse IgG (Beckmann Coulter, Krefeld,
Germany).17 Samples were analyzed using the MACSQuant Analyzer and
the MACSQuantify software (Miltenyi Biotec).

Cytotoxicity assay
For analysis of their cytotoxic potential, modified T cells were cultured with
antigen-positive tumor cells in the presence or absence of TMs at the
indicated concentrations. The specific target cell lysis at indicated time

points was determined by standard chromium release assays or flow
cytometry-based viability assays using the MACSQuant Analyzer as
recently described.24 For flow cytometry-based viability assays target cells
were labeled with live cell-dye eFluor 670 (eBioscience, Frankfurt,
Germany) to distinguish them from effector cells.

T-cell expansion assay
In order to assess expansion rates of CAR-armed T cells, absolute T-cell
numbers were quantified in flow cytometry-based viability assays using a
MACSQuant Analyzer and MACSQuantify software as described
elsewhere.17,24

Cytokine-release assay
Cell-free supernatants were harvested after 24 h from cultures to
determine cytokine concentrations by using the OptEIA Human IFN-γ,
OptEIA Human IL-2 and OptEIA human tumor necrosis factor enzyme-
linked immunosorbent assay (ELISA) Kits (BD Biosciences) or a ProcartaPlex
Multiplex Human Th1/Th2 cytokine panel (eBioscience).

In vivo experiments in NOD/SCID IL2Rγ− /− (NSG) mice
In vivo toxicity studies. Genetically modified human T cells were
intravenously (i.v.) injected into NSG mice at the indicated concentrations.
Mice were carefully examined on a daily basis for signs of illness and their
body weight was monitored in weekly intervals.

In vivo pharmacokinetic studies. NSG mice were injected either i.v. or
intraperitoneally (i.p.) with 250 ng per g body weight of the dual-specific
TM CD123-CD33 and blood samples were taken at the indicated time
periods after injection. TM concentrations in peripheral blood samples
were determined with an in-house ELISA. Briefly, 96-half-well plates were
coated with anti-La 5B9 mAb (5 μg/ml) and incubated with diluted blood
samples. For detection of bound TM a horseradish peroxidase-conjugated
anti-HIS mAb (DAKO, Eching, Germany) was used. A standard curve with
diluted purified TM was established to estimate TM concentrations in
blood samples.

NOD/SCID IL2Rγ− /− mouse AML bone marrow xenograft model. The 8–10-
week-old NSG mice were injected i.v. with 1 × 106 genetically modified
human T cells. On day 28 after T-cell injection, 5 × 105 MOLM-13 cells were
given i.v. to the mice and treatment was started 5 days later. For this
purpose, 250 ng per g mouse body weight of the TM was injected i.p. twice
a day over 2 consecutive days. Mice were killed when severe derogation of
health occurred because of tumor development and single-cell suspen-
sions from bone marrow obtained from femur and tibia of the left hind leg
were prepared. Erythrocytes were removed by lysis and nucleated cells
were stained with anti-mouse CD45.1/PE-Cy7 (clone A20, eBioscience),
anti-human CD3/APC-eFluor 780 (clone SK7, eBioscience), CD19/APC (clone
HIB19, BD Biosciences), CD33/PE (clone HIM3-4, eBioscience) and CD45/
AlexaFluor 700 (clone HI30, BioLegend) mAbs. Doublet discrimination was
routinely carried out and dead cells were excluded by 4’,6-diamidino-2-
phenylindole (DAPI) staining (Sigma-Aldrich, Steinheim, Germany). All
measurements were performed on a BD LSRII FACS machine (BD
Biosciences). Data analysis was realized using FlowJo software (Tree Star
Inc., Ashland, OR, USA).

Statistical analysis
Statistical analysis was performed with GrapPad Prism software version 5.0
(GraphPad Software Inc., San Diego, CA, USA).

Study approval
Blood sampling from healthy individuals and patients was approved by the
local ethics committee of the university hospital of the medical faculty of
Carl-Gustav-Carus TU-Dresden (EK27022006). All animal experiments were
performed according to the German animal protection law with
permission from the responsible local authorities and ethics committee
(Sächsische Landesdirektion, 24-9168.11-1/2013-32). Mice were kept under
standardized environmental conditions and received autoclaved food,
water and bedding.
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RESULTS
UniCAR engineered T cells eliminate AML cells with the help of
individual CD33- and CD123-specific targeting modules
As summarized in the Introduction section, the UniCAR technol-
ogy splits signaling and antigen-binding domains of conventional
CARs into two individual components (Figure 1a). The cellular
component is a CAR, structurally similar to conventional second-
generation CARs with a combined CD28/CD3-ζ intracellular
signaling domain (Supplementary Figure 1a). As in conventional
CAR constructs, the extracellular domain consists of an scFv
binding domain. In contrast to conventional CARs, the scFv in
universal CARs does not recognize a cell surface antigen but
instead a short nonimmunogenic peptide motif of 10 amino acids

(5B9 tag) derived from the human nuclear autoantigen La/SS-B.16

Thus, T cells engineered to express UniCARs remain inactive after
reinfusion, as this UniCAR target is not available on the surface of
intact cells under physiological conditions.25 The ultimate antigen
specificity of the system is provided separately by a second
component, a TM comprising a binding domain directed against a
tumor antigen (for example, a tumor-specific scFv) fused to the
5B9 tag recognized by the UniCAR scFv (Figure 1a). Obviously, TMs
are interchangeable, thus, adding a high flexibility to the system.
Human primary T cells were genetically modified by lentiviral

gene transfer and surface expression of UniCARs demonstrated
(Figure 1b). For all experiments, modified human UniCAR T cells
were purified by flow cytometric cell sorting beforehand to ensure

Figure 1. UniCAR T cells eradicate AML cells upon redirection with CD33-specific (αCD33 TM) or CD123-specific (αCD123 TM) targeting
modules. (a) Schematic representation of T cells engineered with a conventional CAR (left panel, cCAR) or a UniCAR (right panel). For
explanation, see text. (b) UniCAR surface expression was detected as described in the Materials and methods section. For all experiments,
transduced T cells were sorted to 490% purity to allow comparison between different human donors. (c) Reduction of leukemic cells from
three AML cell lines after 24 h of incubation with 2 × 104 engineered human T cells isolated from healthy donors in the presence (+) or
absence (−) of 0.1 nM TM in an effector-to-target (e/t) ratio of 1:1. Samples were normalized to a target cell control without any T cells.
Engineered T cells expressed either UniCARs containing a dual CD28/CD3-ζ signaling domain (open and closed circles), UniCARs lacking any
signaling domain (head up triangle), enhanced green fluorescent protein (EGFP) marker protein (head down triangle) or where not genetically
modified (rhombus). (d, e) Experimental set-up was similar to (c) but a lower e/t ratio of 1:5 was chosen. (d) The number of living MOLM-13
target cells was normalized to a control sample without any T cells. (e) T-cell expansion was calculated as the ratio of T cells present in the
samples after 120 h (d5) to the number of cells seeded at the start of the experiment (d0). (f) Effective TM concentration required for lysis of
MOLM-13 AML cells was determined after 24 h of cultivation with UniCAR T cells. TMs were added at the indicated concentrations. Statistical
analysis for (c) was performed using nonparametric one-way analysis of variance (ANOVA; Kruskal–Wallis test) and post hoc Dunn’s multiple
comparison test. Results are indicated for UniCAR modified T cells plus TMs versus other samples (*Po0.05, **Po0.01, ***Po0.001).
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that results are independent of initial transduction efficacy and
comparable between donors (Figure 1b). First, two individual TMs
were generated either recognizing CD33 or CD123. Three different
AML lines with varying CD33 and CD123 surface expression were
used as target cells in cytotoxicity assays to explore the
dependence of UniCAR responses in antigen density. For CD33,
antigen density ranged from a few thousand molecules per cell on
OCI-AML3 cells to approximately half a million on MOLM-13.15 No
correlation was observed between target antigen densities and
killing efficacy by TM-redirected UniCAR T cells (Figure 1c). UniCAR
modified T cells were even able to efficiently lyse AML cells at low
effector-to-target ratios of 1:5 over prolonged time periods if
sufficient TM was supplied (Figure 1d). The TM-mediated
engagement of target cells stimulated proliferation of UniCAR
T cells, leading to a net expansion over time (Figure 1e). Titration
experiments revealed that low pM TM concentrations already
induce efficient MOLM-13 lysis (Figure 1f). Taken together, these
experiments show that TMs tagged with the 5B9 tag recognized
by UniCAR modified T cells are both necessary and sufficient to
redirect UniCAR T cells against antigen-positive target cells.

Simultaneous dual targeting enhances leukemic cell lysis by
UniCAR modified T cells
The modular nature of the UniCAR technology prompted us to
consider the possibility of simultaneously redirecting UniCAR
modified T cells against multiple target antigens either by using
more than one individual monospecific TM or by generating a
dual-specific TM (Figure 2a). For this purpose, a dual-specific TM
against CD33 and CD123 was constructed and titrated in a
cytotoxicity assay on MOLM-13 and OCI-AML3 cells (Figure 2b).
Interestingly, UniCAR T cells retargeted by the dual-specific TM
lysed AML cell lines more efficiently than simultaneous application
of the two monospecific TMs at equal molar ratios, as indicated by
the lower half-maximal effective TM concentration (EC50) values
required to induce efficient AML cell lysis (Figure 2b). Hence,
competition of two independent TMs for UniCAR-binding sites
may attenuate killing response compared with a dual-specific TM
that consists of two antigen-binding arms but only one target
epitope to interact with the UniCAR scFv (Figure 2a). Nonetheless,
the combination of monospecific anti-CD33 with anti-CD123 TMs
as well as the single dual-specific anti-CD123-CD33 TM were able
to efficiently redirect UniCAR modified T cells of healthy donors
against all tested AML cell lines in an effector-to-target ratio of 1:5
and significantly reduce blast numbers (Supplementary Figure 1b).
As seen before, engagement of UniCAR modified T cells by
specific TMs leads to proliferation and net expansion of T cells
over time (Supplementary Figure 1c). Next, we evaluated the
ability of the dual-specific TM to redirect UniCAR modified T cells
against primary AML samples. T and B cell-depleted leukocytes
from patients with AML, consisting of ⩾ 80% blasts (analyses by
flow cytometry), were incubated in a fixed ratio of 1:1 with third-
party UniCAR T cells from either healthy donors or AML patients.
As shown in Figure 2c, T cells modified with signaling UniCARs
eradicated AML blasts in the presence of the dual-specific TM
within 48 h. After a prolonged incubation, UniCAR T cells mediated
efficient AML blast lysis even at low TM concentrations equivalent
to EC50 values determined on AML cell lines (Figure 2c). In
contrast, even after a prolonged co-incubation time, alloreactivity
of T cells against allogeneic AML cells was negligible, although
samples were not human leukocyte antigen matched (Figure 2c).
Corresponding flow cytometry plots for one representative
experiment are shown in Supplementary Figure 1d. These
analyses also demonstrate the strict dependence of UniCAR T-cell
activation on the presence of antigen-specific TMs, indicated by
upregulation of the T cell-specific activation marker CD25
(Supplementary Figure 1d). Interestingly, expansion of TM-
redirected UniCAR T cells correlated directly to TM concentrations

in these experiments (Figure 2d). Supernatants harvested after
48 h from these experiments were analyzed for the presence of T
cell-specific cytokines. As expected, an increased amount of
cytokines was only detected in those samples containing UniCAR
engineered T cells and the dual antigen-specific TM in the
presence of AML blasts (Figure 2e). Most abundant in the samples
were interferon-γ, granulocyte macrophage colony-stimulating
factor and interleukin (IL)-13 (Figure 2e). In addition, TM-activated
UniCAR T cells also secreted IL-2 (Figure 2e), IL-12p70, IL-4, IL-18
and tumor necrosis factor-α (Supplementary Figure 1e), but in
smaller amounts compared with the above-mentioned cytokines.
The ability of UniCAR engineered T cells derived from AML
patients to lyse AML cell lines was tested in in vitro cytotoxicity
assays (Figure 2f). Notably, killing efficacy of patient-derived
UniCAR T cells upon antigen-specific redirection with the dual-
specific anti-CD123-CD33 TM was comparable between T cells
from healthy donors and patients with AML (Figure 2f).

In vivo dual (re)targeting delays leukemia outgrowth
Next, we wanted to show that the UniCAR system is also working
in vivo. After i.v. bolus injection, the dual-specific anti-CD123-CD33
TM showed a rapid clearance from peripheral blood of NSG mice
with a half-life of ∼ 1 h (Figure 3a, upper panel). The i.p. injection
extended the half-life, but lowered the maximal concentration
versus i.v. injection (Figure 3a, lower panel). Nevertheless, at a
dosage as low as 250 ng TM per g body weight, the plasma
concentration still exceeded the in vitro EC50 value for at least
6–8 h (Figure 3a). Thus, a dosage of 250 ng/g per i.p. injection for
2 days was chosen for an in vivo treatment experiment. Despite
the shortness of the therapeutic intervention, treatment delayed
the occurrence of lethal AML (Figure 3b) and led to a shift in the
composition of engrafted human leukocytes from CD33+ AML
blasts to CD3+ T cells in the bone marrow (Figure 3c).

UniCAR T cells remain inert in vivo and show no signs of toxicity
TM-independent on-target, off-site activation of UniCAR modified
T cells by recognition of the endogenous La peptide motif would
be a major concern for clinical application of the UniCAR platform.
As this peptide motif is highly conserved between humans and
mice, the parental La peptide-recognizing mAb crossreacts
with the human and murine La protein.16 Thus, mouse models
engrafted with human UniCAR T cells can be used for preclinical
toxicology studies. Transplantation of unmodified human T cells
into NSG mice leads to the induction of xenogeneic graft-versus-
host disease.26 In case of the recognition of mouse La antigen by
UniCARs, one would expect that an activation of UniCAR
engineered T cells finally results in accelerated xenogeneic
graft-versus-host disease effects. However, we observed no
signs of severe UniCAR-driven xenogeneic graft-versus-host
disease effects in this model; for example, there were no
differences in weight development between UniCAR T cell-
engrafted mice or controls (Figure 3d). Similarly, no signs of
other kinds of toxicities were detected (data not shown).
Consequently, UniCARs did not cause off-tumor, on-target side
effects in NSG mice, although the target epitope 5B9 is present
in mouse La protein.

DISCUSSION
CD33 and CD123 are promising targets for immunotherapy of
AML. Recent analysis by our group revealed that CD33 and CD123
are present on 87% and 78% of AML samples, respectively.11

However, ∼ 26% of AMLs are negative for one of both antigens
and represent a significant therapeutic gap for any monother-
apeutic approach.11 Feasibility of immunotherapy against CD33
was proven both preclinically and clinically15,21,27,28 and hemato-
poietic stem cells seem not to be affected,21,29 although the
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presence of CD33 on hematopoietic stem cells is still under
debate.30 Preclinical studies with CD33 single-specific CAR-armed
T cells already demonstrated antileukemic efficacy both in vitro
and in vivo.29,31 However, it is of great concern that CD33-specific
effector immune cells will abrogate myeloid hematopoiesis as
long as they are present in the circulation, as CD33 is expressed on
myeloid progenitors and mature cells. Similar to CD33, CD123
expression is also reported from progenitor and mature

hematopoietic cells of the myeloid lineage, whereas it is absent
on uncommitted hematopoietic stem cells.14,32 CD123 expression
is also detected on leukemic stem cells, making it an ideal target
for an immune attack harming not only the majority of mature
blasts, but also the cancer stem cell reservoir.33,34 Antibody-based
targeting of CD123 has been reported to be well tolerated,35 but
the more powerful approach of targeting CD123+ AML cells with
CAR T cells markedly impairs human myeloid hematopoiesis in

Figure 2. Dual retargeting of UniCAR modified T cells against CD33 and CD123 enhances leukemic cell lysis. (a) Because of its modular nature,
the UniCAR technology allows a redirection of UniCAR modified T cells against two antigens simultaneously or consecutively using either two
monospecific TMs (TM 1+TM 2, left side) or combined dual-specific TMs (TM1-2, right side). (b) Concentration–response curves for combined
CD33- and CD123-specific retargeting of UniCAR T cells. UniCAR T cells were incubated in an effector-to-target (e/t) cell ratio of 1:1 with 51Cr-
labeled MOLM-13 (n= 4, open squares) and OCI-AML3 (n= 2, open rhombus) for 24 h. EC50 values were determined for anti-CD33 (αCD33 TM)
+anti-CD123 TM (αCD123 TM): EC50 MOLM-13= 70.2 pM, EC50 OCI-AML3= 80.2 pM, for anti-CD123-anti-CD33 TM (αCD123-CD33 TM): EC50
MOLM-13= 2.9 pM, EC50 OCI-AML3= 11.7 pM. (c, d) Human engineered T cells from healthy donors or AML patients were incubated with
5×104 CD3-CD19- leukemic cells from AML patients in the presence (+) or absence (− ) of anti-CD123-CD33 TM at the indicated concentrations
and an e/t ratio of 1:1. T cells expressed either UniCARs containing a dual CD28/CD3-ζ signaling domain (open and closed circles), UniCARs
lacking any signaling domain (head up triangle) or enhanced green fluorescent protein (EGFP) marker protein (head down triangle). (c) The
number of living target cells after 48 h (left panel) and 120 h (right panel) is shown and compared with control AML samples without adding
T cells (open squares). (d) T-cell expansion was calculated as the ratio of T cells present in the samples after 120 h (d5) to the number of cells
seeded at the start of the experiment (d0). (e) T cell-specific cytokine secretion was determined from supernatants taken after 48 h from the
experiments shown in (c). (f) Engineered T cells from AML patients were incubated with 2 ×104 AML target cells in the presence (+) or absence
(− ) of 0.5 nM TMs in an e/t ratio of 1:1. Number of living target cells was determined by flow cytometry after 24 h and compared with a control
sample with target cells and TM but without T cells. Results from one representative donor are shown. Statistical analysis for (c) was performed
using nonparametric one-way analysis of variance (ANOVA; Kruskal–Wallis test) and post hoc Dunn’s multiple comparison test. Results are
indicated for UniCAR modified T cells plus TMs versus other samples (*Po0.05).
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xenograft mouse models.36 This effect might be less pronounced
in in vitro toxicity assays.22,37 Nevertheless, as CAR T cells are
permanently active as long as the antigen is present, clinical
application of CD33− or CD123 CAR T cells bears the risk of an
ongoing impairment of human hematopoiesis as long as the cells
are present in a patient.38

Our platform technology extends the classical CAR T-cell
approach by splitting conventional CARs into two components,
a physiologically silent CAR and a soluble TM determining the
tumor specificity. Both components can form a complex working
like a conventional CAR. Our results demonstrate that activation
and induction of effector functions of such UniCAR engineered
T cells is strictly dependent on the presence of a TM and the
corresponding antigen. Thus, the approach offers an inherent
switch to turn CAR T reactivity on and off by simply applying or
withdrawing TM supply and allows a timely restricted antitumor
response. Upon stopping TM infusion, normal hematopoiesis
should recover. Moreover, it adds additional flexibility to CAR
T-cell therapy by simply exchanging TMs or applying multispecific
TMs. Targeting both antigens with a single bispecific TM enhances
the antileukemia efficacy as demonstrated by the very low
concentrations of the dual-specific anti-CD123-CD33 TM required
to induce lysis of AML samples. Moreover, targeting multiple
antigens simultaneously or subsequently counteracts the risk for
development of tumor escape variants under treatment, as
already observed in recent clinical trials.7,8

Multiple studies indicate that incorporation of additional
costimulatory signals are required for CAR T cells to avoid anergy,
to be fully activated and to sustain their expansion.39–41 Therefore,
we constructed the UniCAR as a second-generation CAR with
CD28 intracellular domain as part of the CAR signaling chain. CD28
signaling enables engineered T cells to synthesize and secrete IL-2
upon CAR engagement (Figure 2e). IL-2 in turn stimulates
proliferation in an auto- and paracrine manner. Moreover, CD28
signaling prevents activated T cells from undergoing activation-
induced cell death,42 enhancing persistence of the modified T
cells.43 Inert UniCAR T cells might persist even lifelong in patients
as already observed for conventional CAR T cells44 and could be
reactivated as a universal weapon against malignant or infectious
diseases at any time by simply infusing a disease-adjusted TM.
As shown by our in vitro and in vivo results, UniCAR engineered

T cells remain inactive in the absence of TMs and their
corresponding surface-bound antigen. Keeping in mind that the
target epitope of the UniCAR receptor is highly conserved
between humans and mice,45 the in vivo models are of high
predictive value for the clinical situation regarding any unwanted
side effects mediated by UniCAR T cells alone. It is an important
finding that UniCAR modified human T cells do not cause any
signs of autoimmunity neither in the absence of TMs nor under
treatment conditions in our mouse model. The La protein is a
known auto-antigen in Sjögren’s syndrome and systemic lupus
erythematosus and autoantibodies against La epitopes are

Figure 3. UniCAR engineered T cells delay AML engraftment in a TM-dependent manner in vivo. (a) Pharmacokinetics of the dual-specific anti-
CD123/CD33 TM (αCD123-CD33 TM) in peripheral blood of NSG mice upon i.v. injection via the tail vain or i.p. injection. Concentration of TM
in blood samples was determined by ELISA. (b, c) Short-term treatment with anti-CD123-CD33 TM enhances the survival of NSG mice in an
aggressive AML model. 1 ×106 human T cells engineered to express functional UniCARs (28/ζ+TM, red line, n= 5), UniCARs lacking any
signaling domain (Stop+TM, blue line, n= 5) or expressing only enhanced green fluorescent protein (EGFP) marker protein (vc+TM, green line,
n= 3) were i.v. injected into NSG mice. After 28 days, 5 × 105 MOLM-13 were transferred into NSG mice via i.v. injection (Tx) and treatment with
anti-CD123-CD33 TM (T) was started 5 days later. For this purpose, 250 ng TM per g mouse body weight was injected i.p. twice a day over 2
consecutive days. As additional controls, one group of mice was transplanted only with MOLM-13 and treated with anti-CD123-CD33 TM (w/o
+TM, black line, n= 4), and another group of mice was transplanted with functional UniCAR T cells and MOLM-13, but not treated with anti-
CD123-CD33 TM (28/ζ w/o TM, light red line, n= 4). (b) Survival curves of experimental groups and (c) percentage of CD3+ T cells, CD33+

MOLM-13 cells and human CD45+CD3-CD33- cells in the bone marrow of killed mice are shown. (d) To evaluate in vivo toxicity of UniCAR
modified T cells, 1 × 106 engineered human T cells were i.v. injected into NSG mice. Body weight of mice was monitored in weekly intervals
and expressed as percentage body weight change over time.
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common in patients, but might even preexist in healthy
populations. One could argue that preexisting or under UniCAR
T-cell therapy newly developed autoantibodies against the
epitope used in the UniCAR system could interfere with the
therapy by blocking the epitope on TMs and/or triggering
autoimmunity. However, large screens of systemic lupus erythe-
matosus and Sjögren’s syndrome patient’s sera for autoantibodies
against La epitopes did not identify autoantibodies reactive with
the La/SS-B-derived peptide domain used in the UniCAR system
(MP Bachmann, unpublished, and see, for example, Yiannaki
et al.46). Therefore, the induction of autoimmune reactions by
UniCAR therapy appears rather unlikely.
Taken together, the modular composition of the UniCAR

platform maintains the high antitumor potential of CAR engrafted
T cells while introducing real control mechanisms and unpar-
alleled target flexibility. Major advantages of this technology
include (1) short development time for TMs directed against new
targets, (2) possibility of rapidly interrupting an ongoing therapy
by stopping the TM supply and (3) flexibility in case of tumor
escape variants. These features will allow a more sophisticated
application of CAR technology and a reduction of adverse events
in the clinical setting.

CONFLICT OF INTEREST
MPB, AE and GE have filed patents and patent applications related to mAbs directed
to CD33, La and the UniCAR platform technology. AE, SL and MC are employed by
GEMoaB and CPT, respectively. The other authors declare no conflict of interest.

ACKNOWLEDGEMENTS
We thank Barbara Uteß, Claudia Richter and Susan Gerber for excellent technical
assistance, and Christian Thiede for providing the CD33+ cell lines MOLM-13, MV4-11
and OCI-AML3. This study was supported by grants of the Medical faculty of the TU
Dresden to MC, and grants by the Deutsche José Carreras Leukämie-Stiftung e.V.

AUTHOR CONTRIBUTIONS
MC designed and performed the experiments, analyzed the data and wrote the
manuscript; SL helped with the in vitro experiments; EPB, MvB and AE helped
with the in vivo experiments and reviewed the manuscript; AF, CA and SK
cloned the scFvs; GE reviewed the manuscript and MPB developed the UniCAR
idea and concept, interpreted results and wrote the manuscript.

REFERENCES
1 Brentjens RJ, Davila ML, Riviere I, Park J, Wang X, Cowell LG et al. CD19-targeted

T cells rapidly induce molecular remissions in adults with chemotherapy-
refractory acute lymphoblastic leukemia. Sci Transl Med 2013; 5: 177ra38.

2 Kochenderfer JN, Dudley ME, Feldman SA, Wilson WH, Spaner DE, Maric I et al.
B-cell depletion and remissions of malignancy along with cytokine-associated
toxicity in a clinical trial of anti-CD19 chimeric-antigen-receptor-transduced
T cells. Blood 2012; 119: 2709–2720.

3 Lee DW, Kochenderfer JN, Stetler-Stevenson M, Cui YK, Delbrook C, Feldman SA
et al. T cells expressing CD19 chimeric antigen receptors for acute lymphoblastic
leukaemia in children and young adults: a phase 1 dose-escalation trial. Lancet
2015; 385: 517–528.

4 Maude SL, Frey N, Shaw PA, Aplenc R, Barrett DM, Bunin NJ et al. Chimeric antigen
receptor T cells for sustained remissions in leukemia. N Engl J Med 2014;
371: 1507–1517.

5 Cartellieri M, Bachmann M, Feldmann A, Bippes C, Stamova S, Wehner R et al.
Chimeric antigen receptor-engineered T cells for immunotherapy of cancer.
J Biomed Biotechnol 2010; 5: 956304.

6 Topfer K, Kempe S, Muller N, Schmitz M, Bachmann M, Cartellieri M et al. Tumor
evasion from T cell surveillance. J Biomed Biotechnol 2011; 2011: 918471.

7 Anurathapan U, Chan RC, Hindi HF, Mucharla R, Bajgain P, Hayes BC et al. Kinetics
of tumor destruction by chimeric antigen receptor-modified T cells. Mol Ther
2014; 22: 623–633.

8 Grupp SA, Kalos M, Barrett D, Aplenc R, Porter DL, Rheingold SR et al. Chimeric
antigen receptor-modified T cells for acute lymphoid leukemia. N Engl J Med 2013;
368: 1509–1518.

9 Lamers CH, Sleijfer S, Vulto AG, Kruit WH, Kliffen M, Debets R et al. Treatment of
metastatic renal cell carcinoma with autologous T-lymphocytes genetically
retargeted against carbonic anhydrase IX: first clinical experience. J Clin Oncol
2006; 24: e20–e22.

10 Morgan RA, Yang JC, Kitano M, Dudley ME, Laurencot CM, Rosenberg SA. Case
report of a serious adverse event following the administration of T cells trans-
duced with a chimeric antigen receptor recognizing ERBB2. Mol Ther 2010;
18: 843–851.

11 Ehninger A, Kramer M, Rollig C, Thiede C, Bornhauser M, von Bonin M et al.
Distribution and levels of cell surface expression of CD33 and CD123 in acute
myeloid leukemia. Blood Cancer J 2014; 4: e218.

12 Barrett AJ, Le BK. Immunotherapy prospects for acute myeloid leukaemia. Clin Exp
Immunol 2010; 161: 223–232.

13 Walter RB, Appelbaum FR, Estey EH, Bernstein ID. Acute myeloid leukemia stem
cells and CD33-targeted immunotherapy. Blood 2012; 119: 6198–6208.

14 Taussig DC, Pearce DJ, Simpson C, Rohatiner AZ, Lister TA, Kelly G et al.
Hematopoietic stem cells express multiple myeloid markers: implications for the
origin and targeted therapy of acute myeloid leukemia. Blood 2005; 106:
4086–4092.

15 Arndt C, Feldmann A, von Bonin M, Cartellieri M, Ewen EM, Koristka S et al.
Costimulation improves the killing capability of T cells redirected to tumor cells
expressing low levels of CD33: description of a novel modular targeting system.
Leukemia 2014; 28: 59–69.

16 Koristka S, Cartellieri M, Arndt C, Bippes CC, Feldmann A, Michalk I et al. Retar-
geting of regulatory T cells to surface-inducible autoantigen La/SS-B. J Autoimmun
2013; 42: 105–116.

17 Cartellieri M, Koristka S, Arndt C, Feldmann A, Stamova S, von Bonin M et al. A
novel ex vivo isolation and expansion procedure for chimeric antigen receptor
engrafted human T cells. PLoS One 2014; 9: e93745.

18 Bippes CC, Feldmann A, Stamova S, Cartellieri M, Schwarzer A, Wehner R et al.
A novel modular antigen delivery system for immuno targeting of human 6-sulfo
LacNAc-positive blood dendritic cells (SlanDCs). PLoS One 2011; 6: e16315.

19 Stirnnagel K, Luftenegger D, Stange A, Swiersy A, Mullers E, Reh J et al. Analysis of
prototype foamy virus particle-host cell interaction with autofluorescent retroviral
particles. Retrovirology 2010; 7: 45.

20 Szymczak AL, Workman CJ, Wang Y, Vignali KM, Dilioglou S, Vanin EF et al.
Correction of multi-gene deficiency in vivo using a single 'self-cleaving' 2A
peptide-based retroviral vector. Nat Biotechnol 2004; 22: 589–594.

21 Arndt C, von Bonin M, Cartellieri M, Feldmann A, Koristka S, Michalk I et al.
Redirection of T cells with a first fully humanized bispecific CD33-CD3 antibody
efficiently eliminates AML blasts without harming hematopoietic stem cells.
Leukemia 2013; 27: 964–967.

22 Tettamanti S, Biondi A, Biagi E, Bonnet D. CD123 AML targeting by chimeric
antigen receptors: a novel magic bullet for AML therapeutics? Oncoimmunology
2014; 3: e28835.

23 Feldmann A, Arndt C, Topfer K, Stamova S, Krone F, Cartellieri M et al. Novel
humanized and highly efficient bispecific antibodies mediate killing of prostate
stem cell antigen-expressing tumor cells by CD8+ and CD4+ T cells. J Immunol
2012; 189: 3249–3259.

24 Koristka S, Cartellieri M, Theil A, Feldmann A, Arndt C, Stamova S et al. Retargeting
of human regulatory T cells by single-chain bispecific antibodies. J Immunol 2012;
188: 1551–1558.

25 Bachmann M, Chang S, Bernd A, Mayet W, Meyer zum Buschenfelde KH,
Muller WE. Translocation of the nuclear autoantigen La to cell surface:
assembly and disassembly with the extracellular matrix. Autoimmunity 1991; 9:
99–107.

26 von Bonin M, Wermke M, Cosgun KN, Thiede C, Bornhauser M, Wagemaker G
et al. In vivo expansion of co-transplanted T cells impacts on tumor re-initiating
activity of human acute myeloid leukemia in NSG mice. PLoS One 2013;
8: e60680.

27 Rowe JM, Lowenberg B. Gemtuzumab ozogamicin in acute myeloid leukemia: a
remarkable saga about an active drug. Blood 2013; 121: 4838–4841.

28 Stamova S, Cartellieri M, Feldmann A, Bippes CC, Bartsch H, Wehner R et al.
Simultaneous engagement of the activatory receptors NKG2D and CD3 for
retargeting of effector cells to CD33-positive malignant cells. Leukemia 2011;
25: 1053–1056.

29 Dutour A, Marin V, Pizzitola I, Valsesia-Wittmann S, Lee D, Yvon E et al. In vitro
and in vivo antitumor effect of anti-CD33 chimeric receptor-expressing EBV-CTL
against CD33 acute myeloid leukemia. Adv Hematol 2012; 2012: 683065.

30 Laszlo GS, Estey EH, Walter RB. The past and future of CD33 as therapeutic target
in acute myeloid leukemia. Blood Rev 2014; 28: 143–153.

31 Marin V, Pizzitola I, Agostoni V, Attianese GM, Finney H, Lawson A et al. Cytokine-
induced killer cells for cell therapy of acute myeloid leukemia: improvement of
their immune activity by expression of CD33-specific chimeric receptors. Hae-
matologica 2010; 95: 2144–2152.

Inducible T-cell retargeting
M Cartellieri et al

7

Blood Cancer Journal



32 Gorczyca W, Sun ZY, Cronin W, Li X, Mau S, Tugulea S. Immunophenotypic pattern
of myeloid populations by flow cytometry analysis. Methods Cell Biol 2011;
103: 221–266.

33 Jordan CT, Upchurch D, Szilvassy SJ, Guzman ML, Howard DS, Pettigrew AL et al.
The interleukin-3 receptor alpha chain is a unique marker for human acute
myelogenous leukemia stem cells. Leukemia 2000; 14: 1777–1784.

34 Qiu S, Jia Y, Xing H, Yu T, Yu J, Yu P et al. N-Cadherin and Tie2 positive CD34(+)
CD38(-)CD123(+) leukemic stem cell populations can develop acute myeloid
leukemia more effectively in NOD/SCID mice. Leuk Res 2014; 38: 632–637.

35 He SZ, Busfield S, Ritchie DS, Hertzberg MS, Durrant S, Lewis ID et al. A Phase 1
study of the safety, pharmacokinetics and anti-leukemic activity of the anti-CD123
monoclonal antibody CSL360 in relapsed, refractory or high-risk acute myeloid
leukemia. Leuk Lymphoma 2015; 56: 1406–1415.

36 Gill S, Tasian SK, Ruella M, Shestova O, Li Y, Porter DL et al. Preclinical targeting of
human acute myeloid leukemia and myeloablation using chimeric antigen
receptor-modified T cells. Blood 2014; 123: 2343–2354.

37 Mardiros A, Dos SC, McDonald T, Brown CE, Wang X, Budde LE et al. T cells
expressing CD123-specific chimeric antigen receptors exhibit specific cytolytic
effector functions and antitumor effects against human acute myeloid leukemia.
Blood 2013; 122: 3138–3148.

38 Wang QS, Wang Y, Lv HY, Han QW, Fan H, Guo B et al. Treatment of CD33-directed
chimeric antigen receptor-modified T cells in one patient with relapsed and
refractory acute myeloid leukemia. Mol Ther 2015; 23: 184–191.

39 Finney HM, Akbar AN, Lawson AD. Activation of resting human primary T cells
with chimeric receptors: costimulation from CD28, inducible costimulator, CD134,
and CD137 in series with signals from the TCR zeta chain. J Immunol 2004;
172: 104–113.

40 Hombach A, Sent D, Schneider C, Heuser C, Koch D, Pohl C et al. T-cell activation
by recombinant receptors: CD28 costimulation is required for interleukin
2 secretion and receptor-mediated T-cell proliferation but does not affect
receptor-mediated target cell lysis. Cancer Res 2001; 61: 1976–1982.

41 Maher J, Brentjens RJ, Gunset G, Riviere I, Sadelain M. Human T-lymphocyte
cytotoxicity and proliferation directed by a single chimeric TCRzeta /CD28
receptor. Nat Biotechnol 2002; 20: 70–75.

42 Balkhi MY, Ma Q, Ahmad S, Junghans RP. T cell exhaustion and Interleukin 2
downregulation. Cytokine 2015; 71: 339–347.

43 Savoldo B, Ramos CA, Liu E, Mims MP, Keating MJ, Carrum G et al. CD28
costimulation improves expansion and persistence of chimeric antigen
receptor-modified T cells in lymphoma patients. J Clin Invest 2011; 121:
1822–1826.

44 Scholler J, Brady TL, Binder-Scholl G, Hwang WT, Plesa G, Hege KM et al. Decade-
long safety and function of retroviral-modified chimeric antigen receptor T cells.
Sci Transl Med 2012; 4: 132ra53.

45 Semsei I, Tröster H, Bartsch H, Schwemmle M, Igloi GL, Bachmann M. Isolation of
rat cDNA clones coding for the autoantigen SS-B/La: detection of species-specific
variations. Gene 1993; 126: 265–268.

46 Yiannaki EE, Tzioufas AG, Bachmann M, Hantoumi J, Tsikaris V, Sakarellos-
Daitsiotis M et al. The value of synthetic linear epitope analogues of La/SSB for the
detection of autoantibodies to La/SSB; specificity, sensitivity and comparison of
methods. Clin Exp Immunol 1998; 112: 152–158.

This work is licensed under a Creative Commons Attribution 4.0
International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated
otherwise in the credit line; if the material is not included under the Creative Commons
license, users will need to obtain permission from the license holder to reproduce the
material. To view a copy of this license, visit http://creativecommons.org/licenses/
by/4.0/

© The Author(s) 2016

Supplementary Information accompanies this paper on Blood Cancer Journal website (http://www.nature.com/bcj)

Inducible T-cell retargeting
M Cartellieri et al

8

Blood Cancer Journal

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Switching CAR T cells on and off: a novel modular platform for retargeting of T cells to AML blasts
	Introduction
	Materials and methods
	Cell lines
	Generation of UniCAR vectors
	Construction and expression of recombinant antibodies
	Isolation and lentiviral transduction of human T cells
	Flow cytometry analysis
	Cytotoxicity assay
	T-cell expansion assay
	Cytokine-release assay
	In vivo experiments in NOD/SCID IL2Rγ−/− (NSG) mice
	In vivo toxicity studies
	In vivo pharmacokinetic studies
	NOD/SCID IL2Rγ−/− mouse AML bone marrow xenograft model

	Statistical analysis
	Study approval

	Results
	UniCAR engineered T cells eliminate AML cells with the help of individual CD33- and CD123-specific targeting modules
	Simultaneous dual targeting enhances leukemic cell lysis by UniCAR modified T cells
	In vivo dual (re)targeting delays leukemia outgrowth
	UniCAR T cells remain inert in vivo and show no signs of toxicity

	Discussion
	Acknowledgements
	Note
	References




