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Abstract
Targeted immunotherapy in acute myeloid leukemia (AML) is challenged by the lack of AML-specific target antigens and
clonal heterogeneity, leading to unwanted on-target off-leukemia toxicity and risk of relapse from minor clones. We
hypothesize that combinatorial targeting of AML cells can enhance therapeutic efficacy without increasing toxicity. To
identify target antigen combinations specific for AML and leukemic stem cells, we generated a detailed protein expression
profile based on flow cytometry of primary AML (n= 356) and normal bone marrow samples (n= 34), and a recently
reported integrated normal tissue proteomic data set. We analyzed antigen expression levels of CD33, CD123, CLL1, TIM3,
CD244 and CD7 on AML bulk and leukemic stem cells at initial diagnosis (n= 302) and relapse (n= 54). CD33, CD123,
CLL1, TIM3 and CD244 were ubiquitously expressed on AML bulk cells at initial diagnosis and relapse, irrespective of
genetic characteristics. For each analyzed target, we found additional expression in different populations of normal
hematopoiesis. Analyzing the coexpression of our six targets in all dual combinations (n= 15), we found CD33/TIM3 and
CLL1/TIM3 to be highly positive in AML compared with normal hematopoiesis and non-hematopoietic tissues. Our
findings indicate that combinatorial targeting of CD33/TIM3 or CLL1/TIM3 may enhance therapeutic efficacy without
aggravating toxicity in immunotherapy of AML.

Introduction

Despite some advances in the treatment of acute myeloid
leukemia (AML) in recent years, overall prognosis remains
poor [1]. Allogeneic stem cell transplantation is still the

only curative option in high risk and relapsed AML, but
morbidity and mortality are high owing to transplant-related
side effects and refractory disease [2]. Targeted immu-
notherapy provides a potent option to specifically eliminate
chemoresistant leukemic stem cells, which are reported to
be the main cause of relapse [3]. In relapsed B-cell acute
lymphoblastic leukemia (B-ALL), targeting of CD19 via
bispecific T-cell-engaging antibody constructs and chimeric
antigen receptor (CAR) T-cell products has shown
remarkable antileukemic effects and a tolerable safety pro-
file [4–10]. Given its success in B-ALL, the translation of T
cell-based targeted immunotherapy to AML is of major
interest and currently being evaluated in preclinical and
clinical trials. However, choice of suitable target antigens in
AML has proven to be challenging.

In B-ALL, CD19 can be considered an ideal target antigen
owing to its high expression on leukemic cells and its
restricted expression profile on normal cells: it is expressed on
essentially all B-lineage cells, whereas negative on all other
hematopoietic lineages or other normal tissues [11, 12].
In line with the CD19 expression pattern, the on-target
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off-leukemia toxicity of CD19 CAR T-cell therapy is toler-
able and limited to B-cell aplasia [13]. In AML, however, the
most suitable target antigen still needs to be defined. Several

surface-bound target antigens are known to be overexpressed
on AML cells [14–32]. Some of these, including CD33,
CD123, CLL1, CD47, CD96, CD157, CD244, TIM3 and
CD7, have been reported to be expressed on leukemic stem
cells (LSC) [20, 21, 24, 27, 32–36]. However, single-targeting
approaches against these LSC-associated antigens is compli-
cated as none of the antigens are exclusively expressed on
AML cells, leading to severe on-target off-leukemia toxicity
[37–40]. Furthermore, clonal heterogeneity or antigen escape
mechanisms could lead to persistence of AML cells upon
single-targeting therapy.

Perna et al. [12] recently provided the rationale that a
combinatorial targeting approach with well-matched target
antigens could have the potential to enhance therapeutic
efficacy without increasing on-target off-leukemia toxicity.
In our study, we analyzed the coexpression profile of the
most commonly targeted and leukemic stem cell-associated
antigens within a single cohort of > 300 AML patients,
comparing primary AML cells to normal hematopoietic
cells and non-hematopoietic tissues. We sought to identify
combinations of target antigens that show high coexpres-
sion in AML compared with normal cells and thereby
provide options to reduce toxicity and overcome antigen
escape mechanisms as well as clonal heterogeneity in AML.

Materials and methods

Patient samples and clinical data

For flow cytometric analysis, peripheral blood or bone
marrow aspirate samples of AML patients at initial diag-
nosis (n= 302) and relapse (n= 54) as well as bone marrow
aspirates from healthy donors (n= 34) were used. Sample
size was chosen based on feasibility and experience with
previous analysis [34]. All samples were collected after
written informed consent in accordance with the Declara-
tion of Helsinki and approval by the Institutional Review
Board of the Ludwig Maximilian University Munich.
Patient characteristics are summarized in Table 1. Diag-
nostic workup to establish diagnosis of AML included
cytomorphology, cytogenetics, fluorescence in situ hybri-
dization, molecular genetics and immunophenotyping.
Combined cytogenetic and molecular risk stratification
groups were assigned in accordance with the Medical
Research Council (MRC) and European LeukemiaNet
(ELN) recommendations [41, 42].

Flow cytometry

After collection, all samples were analyzed immediately,
without prior cryoconservation. Samples were stained
with the following fluorochrome-conjugated anti-human

Table 1 Patient characteristics of primary AML samples for flow
cytometric analysis

All cases Initial Dx Relapse

Samples, n 356 302 54

Age, median (range) 63 (16–92) 65 (16–92) 55 (23–80)

Gender, n (%)

Male 201 (56%) 170 (56%) 31 (57%)

Female 155 (44%) 132 (44%) 23 (43%)

FAB, n (%)

M0 18 (8%) 12 (7%) 6 (19%)

M1 68 (32%) 61 (34%) 7 (23%)

M2 45 (21%) 40 (22%) 5 (16%)

M3 9 (4%) 8 (4%) 1 (3%)

M4 41 (19%) 35 (19%) 6 (19%)

M5 30 (14%) 24 (13%) 6 (19%)

M6 2 (1%) 2 (1%) 0 (0%)

M7 0 (0%) 0 (0%) 0 (0%)

Unknown 143 120 23

Cytogenetics, n (%)

Normal karyotype 139 (43%) 123 (44%) 16 (36%)

Complex karyotype 73 (23%) 60 (21%) 13 (30%)

t(8;21) 9 (3%) 9 (3%) 0 (0%)

t(9;11)(p21-22;q23) or t
(11;19)(q23;p13)

10 (3%) 9 (3%) 1 (2%)

inv(16)/t(16;16)(p13;q22) 9 (3%) 9 (3%) 0 (0%)

Other adverse risk
abnormalities

22 (7%) 17 (6%) 5 (11%)

Non-classified abnormalities 62 (19%) 53 (19%) 9 (20%)

Unknown 32 22 10

Mutations (normal karyotype), n (%)

NPM1 mut/FLT3 wt 38 (28%) 37 (31%) 1 (6%)

NPM1 mut/FLT3-ITD 35 (26%) 30 (25%) 5 (31%)

NPM1 wt/FLT3-ITD 14 (10%) 14 (12%) 0 (0%)

NPM1 wt/FLT3 wt 50 (36%) 40 (33%) 10 (63%)

CEBPA mut 6 (10%) 6 (10%) 0 (0%)

KMT2A mut 16 (12%) 12 (10%) 4 (22%)

MRC, n (%)

Favorable 46 (14%) 44 (16%) 2 (4%)

Intermediate 178 (55%) 154 (55%) 24 (53%)

Adverse 100 (31%) 81 (29%) 19 (42%)

Unknown 32 23 9

ELN2010, n (%)

Favorable 64 (20%) 62 (23%) 2 (4%)

Intermediate-I 90 (28%) 74 (27%) 16 (36%)

Intermediate-II 64 (20%) 55 (20%) 9 (20%)

Adverse 100 (31%) 82 (30%) 18 (40%)

Unknown 38 29 9
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monoclonal antibodies: CD7 (clone 8H8.1, Beckman
Coulter, #A97050), CD33 (clone D3HL60.251, Beckman
Coulter, #A54824), CD34 (clone 581, Beckman Coulter,
#B49202), CD38 (clone LS198.4.3, Beckman Coulter,
#B49200), CD45 (clone J.33, Beckman Coulter, #B36294),
CD123 (clone 7G3, BD, #560087), CD244 (clone C1.7,
Biolegend, #329508), TIM3 (clone 344823, R&D,
#FAB2365A). Corresponding isotype controls were used
for each sample. Surface antigen expression was assessed
using a 10-color Navios flow cytometer (Beckman Coulter,
Brea, CA, USA). Gating was performed as described in
Supplemental Fig. 1A. As measure of antigen expression
intensity, the median fluorescence intensity (MFI) ratio was
used. MFI ratio was calculated by dividing the MFI value of
the antigen-specific antibody by the MFI value of the
respective isotype control (Supplemental Fig. 1B), as pre-
viously described [34]. We compared the isotype-based
MFI ratio with an alternative MFI index, which is based on
normalization to lymphocytes (Supplemental Fig. 2). The
MFI ratio highly correlated with the MFI index for the
myeloid-associated antigens CD33, CD123 and CLL1
(Spearman r > 0.88). In contrast, we observed no or lower
correlation of the MFI ratio with the MFI index for the
lymphoid-associated antigens TIM3, CD244 and CD7
(Spearman r < 0.79). The latter was owing to expression of
these antigens on lymphocytes, which therefore did not
serve as appropriate negative control. For this reason, we
chose the isotype-based MFI ratio for our analysis. Positive
expression in the majority of cells was defined as MFI ratio
≥ 1.5. MFI values were determined using FlowJo software
(Version 9.8.5) (Tree Star Inc., Ashland, Oregon).

Normal tissue proteomics

Protein expression data for normal tissues were retrieved
from the integrated dataset generated by Perna et al. [12],
including three independent protein expression data repo-
sitories: the Human Protein Atlas, the Human Proteome
Map and the Proteomics Database.

Statistical analysis

Statistical analysis was performed using GraphPad Prism 7
(GraphPad Software, Inc., La Jolla, USA). The significance
of differences was determined using the Mann–Whitney U
test for unpaired samples and the Wilcoxon matched-pairs
signed rank test for paired samples. Statistical significance
was considered for p < 0.05 (*), p < 0.01 (**), p < 0.001
(***) and p < 0.0001 (****). Results are shown as medians
± 95% confidence interval or as indicated. Graphs were
generated using GraphPad Prism 7, R Studio (R Studio,
Boston, USA) and Adobe Illustrator CS6 (Adobe Systems,
San José, USA).

Results

Antigen expression on AML cells at initial diagnosis
and at relapse

To analyze the expression profile of AML-associated sur-
face antigens, we performed multicolor flow cytometry on
primary AML samples at initial diagnosis (n= 302) and at
relapse (n= 54). We quantified the antigen expression
levels of CD33, CD123, CLL1, TIM3, CD244 and CD7 on
AML bulk cells (as described in Supplemental Fig. 1).
Antigens were considered positive in the majority of cells if
expression intensity exceeded an MFI ratio of 1.5. At initial
diagnosis, AML bulk cells in most patients were positive for
CD33 (96.4%), CD123 (97.0%), CLL1 (80.1%), TIM3
(87.3%) and CD244 (96.7%). Also at relapse, AML bulk
cells in most patients were positive for CD33 (98.1%),
CD123 (98.1%), CLL1 (71.4%), TIM3 (80.0%) and CD244
(97.1%). The aberrant antigen CD7 was positive in 35.6%
of the patients at initial diagnosis and 48.1% of the patients
at relapse (Fig. 1a, Supplemental Table 1). Both at initial
diagnosis and at relapse, our analysis did not show any
correlation of antigen expression levels with patient age
(Supplemental Fig. 3). Subgroup analysis of de novo vs.
secondary AML did not find any significant differences in
expression levels of CD33, CD123, CLL1, TIM3 and CD7.
In contrast, CD244 was found to be significantly higher in
sAML after MDS compared with de novo AML (p= 0.02)
(Supplemental Fig. 4). In addition, we analyzed the
expression level of antigens in relapsed AML after intensive
chemotherapy alone (n= 33) and after allogeneic stem cell
transplantation (n= 15) (Supplemental Figure 5). In this
small subgroup analysis, antigen expression levels of CD33,
CD123, CD244 and CD7 were not significantly different
after intensive chemotherapy alone compared with allo-
geneic stem cell transplantation. Statistical analysis of TIM3
and CLL1 expression levels was not performed owing to
low sample numbers.

Antigen expression on AML bulk cells and leukemic
stem cells

On AML bulk cells, we found varying degrees of surface
antigen density both at initial diagnosis and at relapse,
hereafter quantified as median MFI ratios (Fig. 1a, Sup-
plemental Table 1; negative: < 1.5; low: 1.5–5; medium:
5–15; high: > 15): High expression was found for CD33
(Initial diagnosis: 27.1/Relapse: 34.1) and CD244 (18.9/
35.8). Moderate expression was found for CD123 (8.5/9.2),
CLL1 (13.5/3.6) and TIM3 (3.9/3.5). Median expression of
CD7, which is known to be aberrantly expressed in AML,
was negative per our definition. Comparing antigen
expression levels at initial diagnosis and at relapse, no
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Fig. 1 Antigen Expression on AML Bulk Cells and LSC at Initial
Diagnosis and Relapse. Antigen expression (MFI ratio) on primary
AML samples at initial diagnosis and relapse was determined via flow
cytometry. Each dot or bar represents one patient sample. Red dotted

line indicates MFI ratio of 1.5 as cutoff for positivity. a Initial diag-
nosis vs. relapse: unpaired analysis of AML bulk cells. b Initial
diagnosis: paired analysis of AML bulk cells (gray) and LSC (black).
c Relapse: paired analysis of AML bulk cells (gray) and LSC (black)
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significant differences were found for CD33, CD123, TIM3
and CD7. CLL1 expression was significantly lower at
relapse, whereas CD244 was significantly higher at relapse.
The same trend could be observed in matched-pair analysis

at initial diagnosis and relapse, however, without statistical
significance that may owe to low sample numbers (Sup-
plemental Figure 6). We next evaluated antigen expression
on LSC. At initial diagnosis, LSC in most patients were

Fig. 2 Antigen Expression in AML and Normal Hematopoiesis.
Antigen expression on primary AML samples at initial diagnosis and
healthy donor-derived bone marrow cell populations (HD BM) as
indicated in legend. a Representative primary AML sample and
healthy donor-derived bone marrow sample. Histograms indicate
fluorescence intensity. Numbers indicate MFI ratio. b Antigen

expression in AML and normal hematopoiesis, shown as MFI ratio.
Dots indicate measured samples. Violin plots illustrate distribution of
antigen expression for each analyzed cell population. Black dotted line
indicates MFI ratio of 1.5 as cutoff for positivity. c Summary of
antigen expression levels (median MFI ratio)
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Fig. 3 Antigen Coexpression in AML and Normal Hematopoiesis.
Antigen coexpression on primary AML cells and on normal hemato-
poietic cells of healthy donor-derived bone marrow (HD BM). Each
dot indicates one independent sample measurement and the MFI ratios
for the respective pair of antigens. Colors indicate different cell
populations. Colored areas indicate density of dots. Black lines indi-
cate MFI ratio of 1.5 as cutoff for positivity. Coexpression rate

indicates the proportion of samples with antigen coexpression (MFI
ratio > 1.5 for both antigens) in relation to all measured samples.
a Suitable target antigen combinations. b Unsuitable target antigen
combinations. c Target antigen combinations including CD7.
d Summary of antigen coexpression data. Arrows indicate suitable
target antigen combinations
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positive for CD33 (88.7%), CD123 (95.3%), TIM3 (78.5%)
and CD244 (98.1%) (Fig. 1b, Supplemental Table 1). Also
at relapse, LSC in most patients were positive for CD33
(90.2%), CD123 (92.7%), TIM3 (64.7%) and CD244
(95.0%) (Fig. 1c, Supplemental Table 1). In contrast, CLL1
expression on LSC showed interindividual variability, with
only a subgroup of patients being positive at initial diag-
nosis (45.1%) and at relapse (20.0%). Comparing antigen
expression levels on AML bulk cells and LSC, we found
CD33, CLL1, TIM3 and CD244 to be significantly less
expressed on LSC, both at initial diagnosis and at relapse. In
contrast, we found a trend toward higher CD123 expression
on LSC compared with bulk cells, both at initial diagnosis
and at relapse (p= 0.05 and p= 0.08, respectively)
(Fig. 1b, c, Supplemental Table 1).

Antigen expression in genetically defined AML
subgroups

To verify potential correlations of AML-associated antigens
with genetic characteristics, we analyzed the level of anti-
gen expression in different cytogenetically and molecularly
defined AML risk groups according to the MRC and
ELN2010 criteria (Supplemental Figure 7A). ELN2010
favorable and adverse risk AML samples did not have
significantly different antigen expression levels of CD33,
CD123, CLL1, TIM3, CD244 and CD7. We next analyzed
antigen expression in different molecularly defined subtypes
of AML. Normal karyotype AML samples were divided
into sub-cohorts based on the mutational status of NPM1,
FLT3, CEBPA and KMT2A (Supplemental Figure 7B).
NPM1 mut/FLT3 wt (n= 37), NPM1
mut/FLT3-ITD (n= 30) and NPM1 wt/FLT3-ITD (n= 14)
AML samples each had significantly higher expression of
CD33 and CD123 compared with NPM1 wt/FLT3 wt
(n= 40) AML samples, indicating that mutations of NPM1
and FLT3 are independently associated with higher
expression of CD33 and CD123 compared with AML with
non-mutated NPM1 or FLT3, respectively. Of note, in all
evaluated molecularly defined sub-cohorts CD33,
CD123, CLL1, TIM3 and CD244 were positive in most
samples.

Antigen expression on AML cells and normal
hematopoietic cells

As RNA expression of CD33, CD123, CLL1, TIM3,
CD244 and CD7 was similar in bone marrow of AML
patients at initial diagnosis and complete remission (Sup-
plemental Figure 8, Supplemental Table 4), we next eval-
uated the differential protein expression on AML bulk cells
and LSC in comparison with healthy donor-derived hema-
topoietic stem/progenitor cells (HSPC/HSC), granulocytes,

monocytes and lymphocytes (representative measurements
in Fig. 2a; gating in Supplemental Fig. 1A). Overall, HSPC
were positive for CD33 and CD123, but negative for CLL1
and TIM3. Granulocytes were positive for CD33, CLL1 and
CD244, but negative for CD123 and TIM3. Monocytes
were positive for all tested antigens. Lymphocytes were
only positive for CD244 and CD7 (Fig. 2, Supplemental
Table 2). This heterogeneous expression pattern both in the
stem/progenitor and differentiated compartments implied
different on-target off-leukemia hematotoxicity profiles for
each of our tested target antigens.

Combinatorial antigen expression on AML cells and
normal hematopoietic cells

We hypothesized that combinatorial targeting of antigens
with non-overlapping expression on normal cells can
enhance therapeutic efficacy without increasing toxicity. To
identify the most AML-specific dual antigen combinations,
we analyzed the antigen coexpression profile of CD33,
CD123, CLL1, TIM3, CD244 and CD7 in primary AML
compared with healthy donor-derived bone marrow sam-
ples, which were analyzed separately (Fig. 3). To system-
atically screen for suitable target antigen combinations, we
calculated for each cell population the percentage of sam-
ples with dual antigen positivity (MFI ratio ≥ 1.5 for both
antigens) and then compared antigen coexpression in AML
vs. normal hematopoiesis (Supplemental Table 3). Suitable
target antigen combinations were defined as having antigen
coexpression on HSPC in 0% of samples and on granulo-
cytes and/or lymphocytes in < 25% of samples. Combina-
tions of the most commonly targeted antigens, CD33/
CD123, CD33/CLL1 and CLL1/CD123, did not fulfill these
criteria, owing to high coexpression on hematopoietic stem/
progenitor cells (Fig. 3b). Remarkably, target antigen
combinations that included TIM3 were found to have a
more suitable coexpression profile with absent coexpression
on HSPC and granulocytes (Fig. 3a). Thus, we identified
CD33/TIM3, CD123/TIM3, CLL1/TIM3 and CD244/TIM3
as suitable target antigen combinations based on the
expression profile in AML and normal hematopoiesis.
Coexpression on single cell level could be confirmed both
on AML bulk cells and LSC (Supplemental Figure 9).

Combinatorial antigen expression in normal non-
hematopoietic tissue

To evaluate whether the selected target combinations were
coexpressed on other, non-hematopoietic cells, we analyzed
protein expression of CD33, CD123, CLL1, TIM3 and
CD244 in normal tissues by using the integrated data set
reported by Perna et al. [12] (Fig. 4). Based on these data,
CD123 and CD244 were found to be expressed in a broad
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range of non-hematopoietic tissues, including several vital
organs: high positivity was detected for CD123 in lung and
gut and for CD244 in gut, liver and kidney. In contrast,
CD33, TIM3 and CLL1 showed an expression pattern that
was largely restricted to hematopoietic tissue or organs with
high immune cell infiltration. Combinatorial analysis of
CD33/TIM3 and CLL1/TIM3 revealed non-overlapping
expression patterns in normal tissues: Excluding organs
with known immune infiltration, dual expression of CD33/
TIM3 was only found in bladder. Remarkably, for CLL1/
TIM3, there was no dual expression in any tissue except for
low expression levels in lung.

Starting from our panel of six AML-associated antigens
and all possible dual antigen combinations thereof (n= 15),
our analysis revealed that CD33/TIM3 and CLL1/TIM3
were coexpressed in most AML samples, but largely spared
in normal hematopoiesis and non-hematopoietic tissues, thus
meeting our criteria of suitable target antigen combinations.

Discussion

In this study, we provide a detailed cell surface protein
expression analysis of six commonly targeted and leukemic
stem cell-associated antigens in AML. For the first time, we
directly compare the antigen expression levels and coex-
pression of CD33, CD123, CLL1, TIM3, CD244 and CD7 on
AML bulk cells, LSC and normal bone marrow cells, based
on a cohort of > 300 AML patients and 34 healthy donors.

We show that CD33, CD123 and CLL1 are highly
expressed on AML cells of most patients, which is consistent
with previous reports [14, 21, 34, 43]. Notably, we are the
first to compare the antigen expression levels on AML bulk
cells and LSC at initial diagnosis and relapse. As multiple
clinical trials are currently targeting CD33 and CD123 in
relapsed and refractory (r/r) AML, our data support the target

suitability by showing homogeneous expression of CD33 and
CD123 at relapse. Yet, consistent with independent data from
our previous report, we show significantly lower expression
of CD33 on LSC compared to bulk cells, underlining the
difficulty to specifically target LSC [34]. In comparison, we
find CD123 to be more specifically overexpressed on AML
cells, but positivity on hematopoietic stem and progenitor
cells as well as high expression in multiple normal tissues
could lead to on-target toxicity, which may explain the pre-
clinically observed hematotoxicity and the clinically reported
grade 4 and 5 events upon CD123-targeting therapy [12, 37,
44, 45]. For CLL1, we find positivity on AML bulk cells in
most cases, but lower and interindividually variable expres-
sion on LSC suggests that CLL1 is not a universal LSC
marker. This is in agreement with a previous report stating
CLL1 as a useful marker for LSC but also describing a het-
erogeneous expression pattern [35]. Given the limited CLL1
expression on normal HSPC and non-hematopoietic tissues,
CLL1 may be a preferable target in a selected subgroup of
patients. For CLL1-targeting therapy in AML, selection of
patients based on the individual level of CLL1 expression
may be necessary.

Beside the commonly targeted AML-associated antigens,
CD244 and TIM3 have been reported to be overexpressed
on LSC and to have a direct leukemia-promoting effect by
maintaining the proliferative capability of LSC [22, 32,
46–50]. In our study, we show ubiquitous CD244 expression
on AML bulk cells and LSC. However, high CD244
expression on HSPC and monocytes as well as in several
vital non-hematopoietic tissues suggest that CD244 is a very
unspecific AML-associated antigen. On the contrary, we
describe a more suitable expression profile for TIM3, with
positivity on AML bulk cells and LSC in most patients and
negativity in the majority of normal HSPC, granulocytes,
lymphocytes and most normal non-hematopoietic tissues.
However, small subpopulations with variations in antigen

Fig. 4 Antigen coexpression in normal tissues. Protein expression
levels in normal tissues were defined by using a previously reported
integrated dataset. Paired expression is illustrated for possible target

antigen combinations CD33/TIM3, CLL1/TIM3, CD123/TIM3 and
CD244/TIM3. Protein expression data range from 0 (not detected) to 3
(high)

Coexpression profile of leukemic stem cell markers for combinatorial targeted therapy in AML 71



expression level, e.g., TIM3-positive T cells, might be
underrepresented in our study. In the context of immune
activation, upregulation of TIM3 on activated and exhausted
T cells could result in on-target toxicity with depletion of
TIM3-positive normal T cells [51]. We previously reported
that TIM3 is expressed on < 5% of peripheral blood T cells
in AML patients at initial diagnosis and relapse [52]. The
relevance of TIM3-directed toxicity of CAR T cells against
TIM3-positive normal T cells needs to be evaluated. How-
ever, TIM3-specific CAR T-cell fratricide or suicide may be
limited in a CAR setting with optimized transgene delivery,
thereby reducing exhaustion and TIM3 expression to a
minor percentage of CAR T cells [53]. In addition, targeted
deletion of the TIM3 gene may prevent CAR T-cell fra-
tricide. Beside its relatively suitable expression profile on
normal cells, TIM3 is part of an autocrine stimulatory loop
that promotes self-renewal of LSC and thereby progression
of AML [46]. Considering the pro-leukemic function of
TIM3, targeting TIM3 may be less prone to escape via
antigen loss and may enable specific elimination of LSC.

Overall, our protein expression data indicate that single-
targeting of CD33, CD123, CLL1, TIM3 or CD244 may have
antileukemic efficacy in most AML patients. However, on-
target off-leukemia toxicity both in hematopoietic and non-
hematopoietic tissues as well as high risk of relapse owing to
antigen escape and clonal heterogeneity may limit therapeutic
success. Among all tested antigens, we report a suitable
expression pattern for TIM3, which may qualify for single-
targeting or combinatorial targeting approaches in AML.

We hypothesize that combinatorial targeting strategies
with well-matched target antigens enhance therapeutic effi-
cacy without increasing on-target off-leukemia toxicity.
Several preclinical reports of combinatorial targeting have
been published so far and are either based on triplebodies or
combinatorial CAR approaches [54–57]. In a combinatorial
CAR setting with coexpression of two CARs (CAR+
CAR), T cells eliminate any cells expressing at least one of
the two targets, thereby reducing the chance of antigen
escape. In a setting with coexpression of a CAR and a
chimeric costimulatory receptor (CAR+CCR), T cells only
eliminate cells that coexpress both targets, thereby limiting
cytotoxicity to double-positive tumor cells and relatively
sparing single-positive normal tissue [55]. For both
approaches, our study defines suitable AML-associated tar-
get antigen combinations with non-overlapping expression
patterns in normal cells. Out of n= 15 possible target anti-
gen pairs, we identify CD33/TIM3 and CLL1/TIM3 as the
most suitable antigen combinations, with high coexpression
in most AML samples and largely absent coexpression in
normal hematopoiesis and non-hematopoietic tissues,
excluding tissues with known immune infiltration. Notably,
targeting of CD33/TIM3 and CLL1/TIM3 may lead to
monocyte depletion. Although the tolerability of monocyte

depletion needs to be further evaluated, there may be a
rationale for targeting not only AML cells but also mono-
cytes that are involved in disease pathogenesis and pro-
gression [58]. The target antigen combination CD33/TIM3
could be particularly suitable for combinatorial CAR+CCR
approaches, thereby minimizing stem cell and myeloid
hematotoxicity and prioritizing LSC-targeting. However,
this setting might facilitate immune escape of single-positive
AML cells. Targeting CLL1/TIM3 could be feasible not
only in the CAR+CCR setting, but also in CAR+CAR
approaches, thereby maximizing the number of targetable
AML cells and minimizing chances of antigen escape.

In summary, our comprehensive analysis of > 300 pri-
mary AML samples demonstrates antigen positivity of
CD33, CD123, CLL1, TIM3 and CD244 in most cases at
initial diagnosis and relapse, irrespective of the genetic
background. While none of these antigens are truly AML-
specific, we describe a suitable expression profile of TIM3
with limited expression on normal cells. Our coexpression
analysis of hematopoietic cells and non-hematopoietic tis-
sues identifies CD33/TIM3 and CLL1/TIM3 as promising
antigen combinations that should be validated in dual-
targeting immunotherapeutic strategies.
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