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Abstract

Acute Myeloid Leukemia (AML) is an aggressive cancer with poor prognosis and limited
therapies. In particular, it has met with numerous challenges in the development of promising
chimeric antigen receptor (CAR) T cell therapy and other emerging immunotherapies. Current
standard of care has a high rate of resistance and relapse. The most significant challenge
with CAR T cells is finding a suitable antigen target for AML. Several antigen targets including
CD33, CD123, CD7, CLL1, FLT3 have been considered and tested in clinical trials but also
have potential problems such as on-target off-tumor toxicity. Additionally, new technologies
such as SynNotch CARs, the inducible caspase 9 suicide gene, and bi-specific T cell/NK cell
engagers are being introduced to ensure more specific and/or complete eradication of AML.

1. Introduction

Acute Myeloid Leukemia (AML) is a rapidly progressing cancer of the myeloid cells that is
often diagnosed in patients above the age of 60 (Devillier et al. 2018). AML has a poor
prognosis with, generally, the 5-year survival being less than 30% and, in patients over 60,
the one-year survival rate is 10-15% (lIsidori et al. 2021; Marofi et al. 2021). With such a poor
prognosis, it is essential to assess the current treatment available for AML.

Allogeneic hematopoietic stem cell transplantation (allo-HSCT) is the sole curative option that
exists in AML, but it is often associated with treatment related adverse events such as
graft-versus-host disease (Marofi et al. 2021; Devillier et al. 2022). Further, it has historically
proven more effective in preventing relapse in cases of patients who were already in
remission but less likely to do so in patients with active disease (Devillier et al. 2022; Zhu et
al. 2019). The two-year cumulative incidence of relapse was 47% for patients who

underwent allo-HSCT in complete remission and was 64% who underwent allo-HSCT with
active disease (Limongello et al. 2021). As a result, these limitations called for a more
specific and targeted method of treatment such as the chimeric antigen receptor (CAR) T

cell therapy.

CAR T cell therapy involves a receptor engineered to target a tumor associated antigen. This
therapy shows promise due to its increased specificity in targeting tumors and has already
shown success with B cell acute lymphoblastic leukemia/lymphoma (Limongello et al. 2021).
In AML, the necessity of a suitable antigen target that won’t result in on-target off-tumor
toxicity still requires further research (Haubner et al. 2019). Clinical trials have been
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conducted and are continuing to evaluate the current possible antigen targets such as CD33,
CD123, CD7, CLL1, FLT3, and more. While some, if not all, of these antigen targets have
shown promise in CAR-T cell therapy, there are still side effects that must be considered
(Bauer et al. 2019). In this following review, we discuss the current standard of care options
along with their challenges, the data and evaluation of certain antigen targets in CAR-T cell
therapy, as well as a view of emerging immunotherapies in AML.

2. Current Standard of Care (Immunotherapy)

2.1 Allogeneic Hematopoietic Stem Cell Transplantation

Allogeneic hematopoietic stem cell transplantation (allo-HSCT) is a standard of care
immunotherapy treatment for acute myeloid leukemia (AML) (Devillier et al. 2022). While being
a curative option for AML, allo-HSCT can present a myriad of challenges including high risk of
relapse, possibility of a fatal outcome due to treatment-related side effects, as well as scarcity of
sufficient matches between donor and patient (Limongello et al. 2021; Devillier et al. 2022). Still,
allo-HSCT can present promise for AML. Allo-HSCT has become a curative option with a higher
success rate than in the past[ZR2] . This is due to advancements in the transplantation
procedure including conditioning regimen, improved prevention through anticipation of
graft-versus-host disease and improved prevention of other possible treatment related adverse
events (TRAESs). A study documenting the benefits of allo-HSCT for AML in patients aged
between 60 and 70 years old in first complete remission found that the transplantation lowers
risk of relapse and is necessary for increased chance of relapse-free survival (Devillier et al.
2022). Allo-HSCT was attributed to significantly better rates of 3-year relapse free survival
(RFS) and overall survival (OS). RFS increased from 19% to 51% and OS increased from 35%
to 56% with allo-HSCT (Devillier et al. 2022).

2.1.1 Challenges Regarding Allogeneic Hematopoietic Stem Cell Transplantation

Even with recent technology, it remains that allo-HSCT has several limitations and side effects.
Difficulty in finding a donor with a sufficient match is a significant issue. TRAEs associated with
allo-HSCT are also a significant issue with allo-HSCT (Devillier et al. 2022). Graft-versus-host
disease (GvHD) is a TRAE in which the graft immune cells see the host body and cells as
foreign and results in the graft cells attacking the patient. In a study observing AML patients
post allo-HSCT, of 126 cases, 13 developed acute graft-versus-host disease (aGvHD) and
seven developed chronic graft-versus-host disease (cGvHD). It was found that grade IlI-IV
acute graft-versus-host disease (aGvHD) was associated with lowered overall survival (hazard
ratio: 2.688, p<0.005). Two of the patients with aGvHD died from the effects. In general,
allo-HSCT presents complications post transplantation. Within the same study, it was
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documented that 27 patients died from side effects caused by the transplantation due to
immunosuppression. The majority of the deaths were due to infection. (Zhu et al. 2019). A
further limitation is that patients were found to do better if they were already in remission prior
to undergoing the transplantation. 44.2% of cases were found to relapse after allo-HSCT if they
were not in complete remission to begin with (Zhu et al. 2019). This would mean that the
patients would have go through another treatment in order to attempt to ensure remission even
before allo-HSCT (Zhu et al. 2019; Devillier et al. 2022).

2.3 Immune Checkpoint Inhibitors

Immune checkpoint inhibitors (ICls) were developed to combat immune checkpoints. Tumor
cells and other antigen presenting cells can express T cell inhibitory molecules. Immune
checkpoints are where those molecules on the tumor cell bind to the T cells and induce
apoptosis or exhaustion of the T cell (Daver et al. 2021). PD-L1 and CTLA-4 are molecules
that are expressed on AML cells and inhibitory drugs for both have been developed. In
particular, ICls will prevent the tumor cells from causing exhaustion of T cells by means of
PD-L1 and CTLA-4 and will thereby allow the T cell to deactivate the tumor cell as per its
normal function (Gémez-Llobell et al. 2022). In a phase Il trial evaluating azacitidine and
nivolumab, a PD-1 inhibiting antibody, 70 patients with refractory/relapsed (R/R) AML were
treated with azacitidine. The control consisted of a historical cohort of 172 patients with R/R
AML treated by HMA-based clinical trials. The historical controls had received less exposure to
HMA-based therapies than those 70 patients in the phase Il trial. There was an overall
response rate (ORR )of 33% in comparison to the 20% ORR of the historical controls included
in the study. Furthermore, four patients (6%) showed complete remission and seven patients
(10%) showed hematologic improvement for six or more months (Daver et al. 2019). In a
phase Il trial in which 38 patients with refractory/relapsed (R/R) AML, 37 of said patients were
treated with high-dose cytarabine (HIiDAC) followed by administering of pembrolizumab. All
patients had received intensive induction chemotherapy as initial treatment and 76% received
the treatment on study as the first salvage therapy. The overall composite complete remission
(CRc) rate 38% and the median overall survival (OS) was 11.1 months. The overall response
rate was 46%.

Common pembrolizumab related toxicities that were seen, most being grade 1/2, were febrile
neutropenia (62%), alanine amino transferase elevation (41%), hypocalcemia (30%), alkaline
phosphatase elevation (30%), aspartate aminotransferase elevation (30%), hyperbilirubinemia
(30%), lung infection (26%), and hypokalemia (24%). Grade =3 adverse events included
maculopapular rash (5%), aminotransferase elevation (5%), and lymphocytic infiltration on liver
biopsy (3%). Grade =3 adverse events were rare. There was no treatment related death and
30-day mortality rate was 0% while 60-day mortality was 3%(Zeidner et al. 2021) .

2.3.1 Challenges Regarding Immune Checkpoint Inhibitors
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ICls have shown more efficacy when paired with another treatment but fail to create the
necessary effect as a stand-alone treatment (Daver et al. 2021; Goémez-Llobell et al. 2022). In
the same phase Il trial mentioned above, it was seen that many of the patients had undergone
prior treatment or multiple treatments. Specifically, 45 patients (64%) had hypomethylating
agent-base (HMA-based) therapy, 27 patients (39%) had high-dose cytarabine (HiDAC)
therapy, 21 patients (30%) had intermediate-dose cytarabine (IDAC) therapy, and 33 patients
(19%) underwent targeted therapies (Daver et al. 2019). Another issue with ICls is immune
related adverse events (IRAEs). Some common IRAEs are skin rash, pneumonitis, nephritis,
and transaminitis (Daver et al. 2019). Of the 70 patients, 11% developed grade Ill/IV IRAEs.
Twenty-four patients treated with the anti-CTLA-4 antibody, ipilimumab, and 25% had grade
[1I/1V immune mediated toxicities (Naval G. Daver et al. 2019; Daver et al. 2021; 2019). ICls
are overall an efficient treatment in overcoming challenges with immune checkpoints and are
already widely in use. However, it is important to note that ICls aren’t effective as a single
treatment against AML and are administered along with other, possibly more curative, options
(Table 1).

Table 1: Current Immunotherapies AML

Standard of Benefits Challenge Clinical Trials References
Care/Immunothe s
rapy
Allo-HSCT -lowers -high cost = -currently in (Limongello et
risk of -finding a us:7 al. 2021;
relapse donor/matc  -common Deuvillier et al.
h combination: 2022; Zhu et al.
-GvHD fludarabine 2019; Daver et
-other al. 2021)
TRAEs clinicaltrials.gov;
8/5/22
CAR-T Cell -ensure -on-ta -currently in (Marofi et al.
S rget us: 11 2021;
increase | off-tu -common Limongello et al.
d mor combination: 2021; Daver et
specifici toxicit fludarabine[zR ~ al. 2021)
ty in y 9: clinicaltrials.go
targetin -finding a cyclophospha v; 8/5/22
g suitable mide
antigen

target
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-high cost
ICI -boosts -needs to -currently in
T cell be paired UsS: 10
activity with -common
another combination:
treatment nivolumab;
-IRAEs ipilimumab;
azacitidine

(Daver et al.
2021;
Gomez-Llobell
et al. 2022;
Daver et al.
2019; Naval
G. Daver et al.
2019)
clinicaltrials.go
Vv,

8/5/22

Allo-HSCT: allogeneic hematopoietic stem cell transplantation; CAR: chimeric antigen receptor; ICl: immune checkpoint inhibitor

3. Finding An Antigen Target

3.1 CAR-T Cell Therapy

Chimeric antigen receptor (CAR) T cell therapy is the use of autologous T cells with genetically

engineered antigen receptors to target cancerous cells expressing a specific antigen

target.(Figure 1) Specifically for AML, CAR T cells can possibly be engineered to target
antigens of a myeloid-lineage which would effectively kill off the myeloid blasts (Gomes-Silva et
al. 2019). CAR T cell therapy has found success: especially with CD19 as a target in several B

cell cancers like acute lymphoid leukemia (ALL) (Marofi et al. 2021).
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Figure 1:

CAR T Cell - Chimeric Antigen Receptor T cells express an engineered receptor that targets a specific tumor antigen. The single-chain variable fragment (ScFv)
is derived from the variable region of an antibody that targets the tumor antigen. This is linked to a spacer region followed by a transmembrane domain that
allows for flexible targeting on the surface of a T cell. This is then followed by a signaling domain. This receptor is engineered to target a tumor associated

antigen. This allows for the CAR T cell to kill the tumor cell after the receptor binds to the targeted antigen.

3.1.1 Challenges Regarding CAR-T Cell Therapy

While this therapy has shown promising results in other B cell malignancies, CAR-T cell
therapy still has its limitations. The difficulty is that the antigens that are present on tumor cells
may also be expressed on normal, healthy cells. The CAR does not have the ability to
differentiate between the antigen on the tumor cell versus on the normal cell and will, therefore,
target them both (Gomes-Silva et al. 2019). This can lead to an adverse event called on-target
off-tumor toxicity. The severity of the issue can vary depending on which category or type of
normal cells the target antigen is expressed on. For example, a study done using CD7 as an
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antigen target found that CD7 CAR T cell therapy could prove difficult because CD7 is
expressed on T cells themselves (Gomes-Silva et al. 2019). Furthermore, while not
categorized on-target off-tumor toxicities, cytokine release syndrome (CRS) and tumor lysis
syndrome (TLS) are additional treatment related adverse events associated with CAR T cell
therapy. Onset of CRS can be characterized by increased levels of cytokines that are
associated with systemic inflammatory response. IL-6 and IL-1 are pleiotropic cytokines that
are closely associated with the toxicity of CRS and both have pro-inflammatory effects.
Symptoms of CRS include hypoxia, hypotension, organ damage, endothelial injury, vascular
leakage, cytopenias, coagulopathy, hemophagocytic lymphohistiocytosis (Brudno and
Kochenderfer 2019; Morris et al. 2022). In a CD38 CAR T cell therapy trial conducted for
patients with relapsed AML post allogeneic hematopoietic stem cell transplantation
(allo-HSCT), all six patients enrolled in the trial developed CRS. Five patients had grade |-l
CRS and one patient had grade Il CRS. Although, these cases were deemed to be clinically
manageable throughout the trial (Cui et al. 2021). Additionally, in a CAR T cell therapy study
done with T cells co-expressing an anti-CLL1 [ZR10] CAR as well as interleukin-15 (IL15),
there was found to be a severe form of CRS in the AML models. In the same study, when the
CAR T cells were administered to mice, all the mice that received the therapy developed a
syndrome associated with rapid tumor destruction or tumor lysis syndrome. This proved to
result in the symptoms of hypothermia, tachypnea, tachycardia, and death (Ataca Atilla et al.
2020).

3.2 Defining A Suitable Target

There are three different types of categories of antigens. Leukemia associated antigens (LAAS)
are antigens often present on many cancerous cells, but are also expressed on normal cells.
Lineage restricted antigens (LRAs) are antigens that restricted by myeloid lineage as how
CD33 is restricted to myeloid cells including myeloid progenitor cells, monocytes, and mast
cells. Both leukemia specific antigens (LSAs) and neoantigens are more specific to cancerous
cells. Neoantigens are antigens that develop as a result of mutations with the cancer. Because
they are newly developed as the cancer progresses, they are specific to the cancer and easier
to target. However, a challenge is that because mutations vary between patients, the
neoantigen will also vary between the patients (Daver et al. 2021). (Table 2). Certain conditions
need to be met to find a suitable antigen target for chimeric antigen receptor (CAR) T cell
therapy. The antigen target must be expressed on a majority of the tumor cells in order to
eradicate most, if not all, of the cancer. But the antigen’s expression on normal, healthy cells
must also be considered as that could result in off-target toxicity (Daver et al. 2021;
Gomes-Silva et al. 2019).
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Antigen Type

Leukemia
associated
antigens
(LAAS)
Lineage
restricted
antigens
(LRAS)
Leukemia
specific
antigens
(LSAs)

Neoantigens

Table 2: Classification of Antigens

Expression/Characteri
stics

-expressed on
cancerous cells and
normal cells

-present on myeloid
cells

-expressed more
specifically on tumor
cells

-are the result of
mutations in the cancer
-not always expressed
on

the cell surface

-are the result of
mutations in the cancer
-not always

expressed on the cell
surface

3.3 Targets and Outcomes

3.3.1 CD33

Example

WTH1,
PRAME

CD33,
CD123

DEK-CAN
fusion
protein

NPM1,
IDH1[ZR11]
(both are
neoantigens
when
protein is
the isoform

of leukemias

in which
these genes
are
mutated)

References

(Daver et al. 2021;
Guinn et al., 2007)

(Daver et al. 2021)

(Daver et al. 2021;
2016)

(Daver et al. 2021,
Roerden, Nelde, and
Walz 2019)

CD33 is a transmembrane protein that has 90% expression on AML blasts and is also
expressed on leukemic stem cells (LSCs). While this makes it seem like a potential target,
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CD33 is also expressed on hematopoietic stem cells (HSCs), myeloid progenitor cells,
monocytes, mast cells, Kupffer cells, and microglial cells in the brain (Vago and Gojo 2020;
Marofi et al. 2021). Because of CD33’s expression on these cells, there is a risk of
myelosuppression as a side effect of targeting CD33 positive cells (Vago and Gojo 2020).
(Table 3)

3.3.2CD123

CD123 is a IL-3 receptor-a with substantial expression on both LSCs and AML blasts
(50%-100%). CD123, unlike CD33, it has minimal expression on HSCs. However, it is also
expressed on myeloid progenitor cells, monocytes, basophils, dendritic cells, and respiratory
and gastrointestinal epithelial cells. In the same manner as CD33, myelosuppression is a
possible challenge for CD123 as an antigen target (Vago and Gojo 2020).

3.3.3 CD7

CD7 is a transmembrane glycoprotein that has promising potential as an antigen target, but
has different challenged than the two antigens previously discussed. However, a significant
problem is that CD7 is expressed on normal T cells themselves. Using CD7 as a target could
result in the death of T cells, leading to immunosuppression. To combat this, a study was done
is which the CD7 gene was edited in primary activated T cells to produce CD7%° CD7 CAR T
cells before expression to limit chances of T cell death. The results showed that the removal of
CD7 was present in up to 90% of T cells[ZR12] . Another study tested the usage of
pharmacologic inhibitors, ibrutinib and dasatinib, to inhibit the cytotoxic signal produced by
CD7 CART cells towards other CD7 CAR T cells (Watanabe et al. 2022). The result was that
the pharmacologic inhibitors suppressed fratricide, defined here as CD7 CAR T cells targeting
and killing other CD7 CAR T cells, whereas the unedited CD7 CAR T cells that were not
treated with pharmacologic inhibitors resulted in considerable levels of fratricide (Watanabe et
al. 2022). CD7 CAR T cell therapy generally demonstrated increased activity in targeting AML
blasts, especially in comparison to normal T cells (Gomes-Silva et al. 2019). This means that
CD7 shows potential as an antigen target, considering that it is not expressed on many other
normal tissues which would cause an issue. Furthermore, CD7 is expressed in 30% of AML
and CD7 expression is generally associated with higher chemoresistance as well as higher risk
of relapse post allo-HSCT (Gomes-Silva et al. 2019). CD7 CAR T cell therapy would be
effective for this 30% of AML cases.

3.3.4 CD371 (CLL1, CLEC2A)
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CD371 (CLL1, CLEC2A) is a transmembrane receptor with 77%-100% expression on AML
blasts as well as expression on LSCs. The normal tissues that it is expressed on are
monocytes, granulocytes, and tissue-resident lung macrophages (Vago and Gojo 2020). Given
this, CD371 is a viable option because it has relatively high expression on AML blasts and is
not expressed on normal tissues that would cause detrimental harm if targeted. While it is
seemingly an ideal target, CD371 is newly being introduced in clinical trials. A recent study
with T cells co-expressing anti-CD371 CAR T cells and interleukin 15 (IL15) showed persistent
anti-tumor activity in xenograft models of AML. However, the CD371-IL15 CARs resulted in
cytokine release syndrome (CRS) which was correlated with high levels of tumor necrosis
factor alpha (TNFa). The CRS was subsequently prevented through the use of a TNFa
blocking antibody. An inducible safety switch [ZR13] known as inducible caspase-9 was also
used. Furthermore, in vivo, mice with AML patient derived xenografts (PDX) that received
CD371 CAR+iC9-1L15 [ZR14] T cells developed a syndrome associated with rapid tumor
destruction. Mice that received just CD371 CAR T cells survived longer and did not develop
the previously mention syndrome, but they maintained a higher tumor burden (Ataca Atilla et
al. 2020). In another phase | study of CD371 CAR T cells, ten patients with relapsed/refractory
AML (R/R AML) were enrolled in the trial and received CD371 CAR T cell therapy. All patients
developed CRS and nine patients had grade IlI-IV agranulocytosis due to therapy. Seven
patients did achieve complete response/complete response with incomplete hematologic
recovery. However, two patients achieving CRi still died due to chronic agranulocytosis (Jin et
al. 2022). Between these two studies, it is evident that while CD371 is an antigen target with
potential, there is high risk of various treatment related adverse events. More research and
trials are yet to be conducted to overcome the challenges seen with CD371 thus far.

3.3.5 FLT3 (CD135)

FLT3 is a type Il receptor tyrosine kinase with 70%-100% expression on AML blasts. A study
done to assess the effectiveness of FLT3 as an antigen target for AML found that when CAR T
cells were cultured with AML cell lines, they displayed strong cytotoxicity against the AML
blasts exhibiting the FLT3 antigen. Even when tested for long term activity, the CAR T cells
were still effective against the AML cells (Sommer et al. 2020). A challenge, however, may be
the fact that the FLT3 antigen is also expressed on HSCs, myeloid progenitors, and neurons.
HSCs expressing FLT3 being targeted by the CAR T cells could be depleted leading to high
toxicity (Vago and Gojo 2020).
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Table 3: Antigens in CAR T Cell Therapy for AML

Antig
en
Target

CD33

CD123

CD7

Type

Transmembr
an
e protein

IL-3
receptor-a

Transmembra
n

e glycoprotein

AML Normal
Blast
Express
ion
90% HSCs,

Clinic
Tissue al
Expression Trials

-current
|

myeloid y: 13
progenitors,
monocytes,

mast cells,
Kupffer
cells,
microglial
brain cells

50%-100 Myeloid -current
% I

progenitors,  y: 6

basophils,
dendritic
cells,
respiratory &
gastrointesti
na

| epithelial
cells

30% T cells, NK  -currentl

cells y:5

References

(Marofi et al.

2021; Vago
and
Gojo 2020)

clinicaltrials.g
ov
; 9/16/23

(Marofi et al.

2021; Vago
and

Gojo 2020)
clinicaltrials.g
ov

; 9/16/23

(Vago and
Gojo

2020;
Gomes-Silva
et

al. 2019;
Marofi

et al. 2021)
clinicaltrials.g
ov

; 9/16/23

Notes

-potential
death
of HSCs

-potential
death

of microglial
cells

in the brain
leading to

inflammation
-potential of
myelosuppres
sio

n

-potential of

myelosuppres
sio
n

-potential of T

cell fratricide
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CD371(CL Transmembra 77%-100  Monocytes, -currentl|  (Marofi et al. -potential
L1 n % result
, CLEC2A) e receptor granulocytes, y:5 2021; Ataca of cytokine
tissue-residen Atilla et al. release
t
lung 2020; Jin et syndrome and
al.
macrophages 2022; Vago tumor lysis
and
Gojo 2020) syndrome
clinicaltrials.g
ov
; 9/16/23
FLT3 Type lll 70%-100 HSCs, - (Vago and -potential
% Gojo death
(CD135) receptor myeloid currentl | 2020; Marofi of HSCs
y et
tyrosine progenitors, 03 al. 2021;
kinase
neurons Sommer et al.
2020)

HSC: hematopoietic stem cell

clinicaltrials.g
ov
; 9/16/23

4. New Technology in Acute Myeloid Leukemia

In the face of challenges with the current technologies to combat acute myeloid leukemia
(AML), new technologies have emerged that improve the efficacy of cancer eradication. These
technologies have the potential fill the gaps of the technologies discussed above.

4.1 Synthetic Notch Chimeric Antigen Receptors

Synthetic Notch chimeric antigen receptors (SynNotch CARs) were first described to target
solid tumors. (Figure 2) In a study done to kill glioblastomas through the development of
SynNotch CARs found that they are ideal because these CARs assume a multi-antigen
targeting strategy through multiple receptors. Before SynNotch CARs possible antigens that
had been used in clinical trials with regular CARs to combat glioblastomas were EGFRVIII,
EphA2, and IL13Ra.

But individually, all three were met with challenges (Choe et al. 2021). The development of

12
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SynNotch CARs included a circuit which first recognize a priming antigen and are then only
able to induce the expression of a CAR directed against the killing antigen.

Figure 2:
T Priming antigen
”~ ™ receptor
/ \1
i %
V4 \ I

Killing antigen
receptor

SynNotch CAR T Cell - Synthetic Notch Chimeric Antigen Receptor T cells are engineered with multiple receptors to recognize separate antigens known as
priming and killing antigens. The priming antigen receptor recognizing the corresponding priming antigen and only then does it activate CAR expression. This

allows the killing antigen receptor to recognize the killing antigen and kill the cancer cell expressing that antigen.

In this study, the SynNotch receptors were engineered in different ways to test the efficacy of
having different priming antigens and killing antigens. The receptor first recognized the cancer
specific, heterogeneous EGFRVIII antigen and then targets two homogeneous, less
tumor-specific killing antigens, EphA2 and IL13Ra, via CAR expression. This SynNotch CAR
receptor was engineered to recognized two killing antigens to further increase chances of
complete tumor eradication. Furthermore, a mechanism considered to overcome
heterogeneity in this study, known as trans-killing, allowed the SynNotch CAR to even be
effective in killing EGFRVIII" cells in vitro. Trans-killing is defined as the process by whicha T
cell is primed by a cell with the priming antigen but is able to kill a different target that lacks the
priming antigen but presents the killing antigen. However, this was only in the presence of
priming cells or cells that are EGFRVIII*. This was also observed in mice with glioblastoma
xenografts. Compared to mice receiving normal T cells, the mice receiving the SynNotch CAR
T cells showed significant reduction in tumor growth but only where both the priming and
killing antigen were present. In general, further in vivo study with mice showed that the
SynNotch CAR T cells were able to effectively kill all tumor cells without off-tumor on-target
toxicity (Choe et al. 2021). This shows that in the case of solid tumors, SynNotch CARs are

13
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extremely efficient in completely clearing out the tumor. In addition, using SynNotch CARs
greatly limit the risk of off-tumor on-target toxicity because of the heightened targeting
specificity.

Futhermore, another study done with SynNotch CARs in a solid tumor known as
mesothelioma found that effectively targeted two tumor cell lines in vitro compared to the one
tumor cell line targeted by normal CAR T cells. In addition, the latter was associated with a
slower killing rate of the tumor cells. These same results were found in mice models
(Hyrenius-Wittsten et al. 2021). Beyond this, SynNotch CARs have a longer-lived memory and
are less prone to exhaustion than normal CAR-T cells (Hyrenius-Wittsten et al. 2021).

While these are both cases of solid tumors, SynNotch CARs can still be adapted to AML. Due
to the difficulty of finding a suitable antigen target in AML that doesn’t result in on-target
off-tumor toxicity, trans-killing could be extremely helpful in that even if the priming antigen isn’t
present on AML cells while the killing antigen is, employing trans-killing could ensure the death
of AML cells with the killing antigen while leaving cells with the priming antigens unaffected.
Although trans-killing is less likely to occur in AML since it is not a solid tumor, the multi-antigen
targeting mechanism can still decrease the levels of on-target off-tumor toxicity in the situation
that the priming antigen is a leukemia specific antigen. This would mean increased specificity
of the CAR.[ZR15]

4.2 Inducible Caspase 9 Suicide Gene

The inducible caspase 9 (iC9) suicide gene is increasingly being used as a safety switch to
control adverse events in CAR T cells therapy. A study done with CD19 CAR T cell therapy for
B cell acute lymphoblastic leukemia (B-ALL) included the iC9 suicide gene to overcome the
possibility of inadvertent transduction of leukemic B cells with the CAR construct. In such a
case, the iC9 suicide gene is activated through binding to the small biomolecule AP1903 which
will induce apoptosis of CAR positive B-leukemia/lymphoma cells. In vitro, activation of iC9 in
the presence of CAR+ B leukemia/lymphoma cells resulted in the elimination of those cell
lines. The same results were noted in vivo. In nine out of the ten mice studied, CAR+
B-leukemia/lymphoma cells were completely eliminated (Guercio et al. 2021). This empirically
proves that the iC9 suicide gene is efficient in controlling adverse events, particularly
inadvertent transduction of leukemic B cells with the CAR construct and can be used in CAR T
cell therapy in the future.

4.3 Bispecific T-cell Engagers, Bispecific Killer Engager Antibodies, and Trispecific
Killer Engager Antibodies

14
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Bispecific antibodies are molecules engineered with two antigen receptors: CD3 on T cells
and a leukemia associated antigens. (Figure 3) This technology, similar to the Synthetic Notch
CARs, overcomes the challenge of surface antigen downregulation on tumor cells leading to
tumor evasion. Pertaining to the function of bispecific T-cell engagers (BiTEs), once CD3 on
the T cell and the surface antigen on the tumor cell both bind to the antibody, the T cell is
activated and sends a cytotoxic response to the tumor cell, inducing apoptosis. (Allen, Zeidan,
and Bewersdorf 2021). Furthermore, bispecific killer engager antibodies (BiKEs) and
trispecific killer engager antibodies (TriKEs) use natural killer (NK) cells and the CD16
receptor found on them.

A BIiKE used in AML targeting CD16 and CD33 on tumor cells was able to cause the activation
of NK cells and eradicate the tumor cells. TriKEs, which include a third part that contribute to
the expansion of NK cell response, were used with CLEC12A and successfully eradicated
AML cells in vitro and in mouse models while avoiding death of hematopoietic stem cells
(HSCs) (Allen, Zeidan, and Bewersdorf 2021).

These technologies show two reasons why they may be superior to SynNotch CARs. First, in
the case of bivalent engagers, both antigens must be expressed on the same cell and do not
require expression on other cells in a microenvironment. Second, as soluble proteins, they
are better adapted to blood cancers versus solid tumors[ZR16] .

Figure 3:

BiTE - Bispecific T Cell Engagers are engineered with two antigen receptors, for CD3 and a tumor associated antigen (TAA). The receptor binds to CD3 and the TAA.
Then, the T cell sends a cytotoxic signal to the T cell which induces tumor cell apoptosis.
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Conclusion

In the field of immunotherapy regarding acute myeloid leukemia (AML), significant progress
has been made in several fields including the novel CAR T cell therapy. There exists the
possibility of the strategic use of immunotherapy in AML alongside other existing therapies
such as chemotherapy, targeted therapy, radiation, allogeneic hematopoetic stem cell
transplantation, to increase the rates of success---instead of just as a stand-alone curative
treatment. However, there is a still number of challenges that remain, especially when
considering the immune related adverse events and the gap that exists in identifying a
suitable antigen target. On-target off-tumor toxicity, adverse events, and the difficulty in finding
an antigen target that limits these toxicities are significant barriers that exist in advancing
research and success with treatments. Although more research is yet to be done in terms of
effectively eradicating cancer cells as well as limiting on-target off-tumor toxicity, much
potential has been discovered with antigen targets through clinical trials already. CD7 has
shown promise as various methods have already been devised to combat its biggest
challenge of T cell fratricide. Furthermore, new technologies are already emerging to fill in
those very gaps, advance current treatment, and provide valuable opportunities in AML
treatment. Synthetic Notch (SynNotch) CARs especially have shown increased levels of tumor
targeting specificity as well as a longer-lived memory and lower levels of exhaustion in
comparison to normal T cells. However, further research is warranted in terms of adapting
newer technologies such as SynNotch CARs to be effective in AML. More research is also
needed in finding a suitable antigen target---or even multiple---for AML CAR T cell therapy.

Methodology

This review focused on the barriers and current state of immunotherapy treatment in AML
using PubMed as the primary database. Search terms included but were not entirely limited to
“‘AML”, “immunotherapy”, “allo-HSCT”, “chimeric antigen receptor T-cells”, “immune checkpoint
inhibitors”, “SynNotch CARs”, “inducible caspase 9” “BIiTEs”, and “BiKEs.” Articles selected
were reviews or clinical trial studies that reported on the efficacy or safety of specific AML
immunotherapy treatments. Review articles older than 2016 were not selected and clinical trial
studies older than 2017 were not selected. Data extracted from clinical trial studies included

number of patients, treatment type, overall outcome, and adverse events observed.

References

16



Q Research Archive of

Rising Scholars (preprint) Where bright minds share their learnings

Allen, Cecily, Amer M. Zeidan, and Jan Philipp Bewersdorf. 2021. “Bites, Darts, Bikes and
Trikes—Are Antibody Based Therapies Changing the Future Treatment of AmI?” Life.
MDPI AG. https://doi.org/10.3390/life11060465.

Ataca Atilla, Pinar, Mary K. McKenna, Haruko Tashiro, Madhuwanti Srinivasan, Feiyan Mo,
Norihiro Watanabe, Brian Wesley Simons, et al. 2020. “Modulating Tnfa Activity Allows
Transgenic 1115-Expressing Cll-1 Car t Cells to Safely Eliminate Acute Myeloid Leukemia.”
Journal for ImmunoTherapy of Cancer 8 (2). https://doi.org/10.1136/jitc-2020-001229.

Bauer, Jens, Annika Nelde, Tatjana Bilich, and Juliane S. Walz. 2019. “Antigen Targets for the
Development of Immunotherapies in Leukemia.” International Journal of Molecular
Sciences. MDPI AG. https://doi.org/10.3390/ijms20061397.

Brudno, Jennifer N., and James N. Kochenderfer. 2019. “Recent Advances in CAR T-Cell
Toxicity: Mechanisms, Manifestations and Management.” Blood Reviews. Churchill
Livingstone. https://doi.org/10.1016/j.blre.2018.11.002.

Choe, Joseph H., Payal B. Watchmaker, Milos S. Simic, Ryan D. Gilbert, Aileen W. Li, Nira A.
Krasnow, Kira M. Downey, et al. 2021. “SynNotch-CAR T Cells Overcome Challenges of
Specificity, Heterogeneity, and Persistence in Treating Glioblastoma.” Science
Translational Medicine 13 (591). https://doi.org/10.1126/scitransImed.abe7378.

Cui, Qingya, Chongsheng Qian, Nan Xu, Liging Kang, Haiping Dai, Wei Cui, Baoquan Song,
et al. 2021. “CD38-Directed CAR-T Cell Therapy: A Novel Immunotherapy Strategy for
Relapsed Acute Myeloid Leukemia after Allogeneic Hematopoietic Stem Cell
Transplantation.” Journal of Hematology and Oncology. BioMed Central Ltd.
https://doi.org/10.1186/s13045-021-01092-4.

Daver, Naval, Ahmad S. Alotaibi, Veit Blicklein, and Marion Subklewe. 2021. “T-Cell-Based
Immunotherapy of Acute Myeloid Leukemia: Current Concepts and Future
Developments.” Leukemia. Springer Nature. https://doi.org/10.1038/s41375-021-01253-x.

Daver, Naval, Jorge Cortes, Hagop Kantarjian, and Farhad Ravandi. 2016. “Acute Myeloid
Leukemia: Advancing Clinical Trials and Promising Therapeutics.” Expert Review of
Hematology. Taylor and Francis Ltd. https://doi.org/10.1586/17474086.2016.1158096.

Daver, Naval, Guillermo Garcia-Manero, Sreyashi Basu, Prajwal C. Boddu, Mansour Alfayez,
Jorge E. Cortes, Marina Konopleva, et al. 2019. “Efficacy, Safety, and Biomarkers of
Response to Azacitidine and Nivolumab in Relapsed/ Refractory Acute Myeloid
Leukemia: A Nonrandomized, Open-Label, Phase Il Study.” Cancer Discovery 9 (3):
370-83. https://doi.org/10.1158/2159-8290.CD-18-0774.

Devillier, Raynier, Edouard Forcade, Alice Garnier, Sarah Guenounou, Sylvian Thepot, Gaelle
Guillerm, Patrice Ceballos, et al. 2022. “In-Depth Time-Dependent Analysis of the Benefit
of Allo-HSCT for Elderly Patients with CR1 AML: A FILO Study.” Blood Advances 6 (6):
1804-12. https://doi.org/10.1182/BLOODADVANCES.2021004435.

Deuvillier, Raynier, Faezeh Legrand, Jérdme Rey, Luca Castagna, Sabine Furst, Angela
Granata, Aude Charbonnier, et al. 2018. “HLA-Matched Sibling versus Unrelated versus

17



Q Research Archive of

Rising Scholars (preprint) Where bright minds share their learnings

Haploidentical Related Donor Allogeneic Hematopoietic Stem Cell Transplantation for
Patients Aged Over 60 Years with Acute Myeloid Leukemia: A Single-Center Donor
Comparison.” Biology of Blood and Marrow Transplantation 24 (7): 1449-54.
https://doi.org/10.1016/j.bbmt.2018.02.002.

Gomes-Silva, Diogo, Erden Atilla, Pinar Ataca Atilla, Feiyan Mo, Haruko Tashiro, Madhuwanti
Srinivasan, Premal Lulla, et al. 2019. “CD7 CAR T Cells for the Therapy of Acute Myeloid
Leukemia.” Molecular Therapy 27 (1): 272-80.
https://doi.org/10.1016/j.ymthe.2018.10.001.

Goémez-Llobell, Marina, Andrés Peleteiro Raindo, Jose Climent Medina, Ignacio Gémez
Centuridn, and Adrian Mosquera Orgueira. 2022. “Immune Checkpoint Inhibitors in Acute
Myeloid Leukemia: A Meta-Analysis.” Frontiers in Oncology. Frontiers Media S.A.
https://doi.org/10.3389/fonc.2022.882531.

Guercio, Marika, Simona Manni, lolanda Boffa, Simona Caruso, Stefano di Cecca, Matilde
Sinibaldi, Zeinab Abbaszadeh, et al. 2021. “Inclusion of the Inducible Caspase 9 Suicide
Gene in CAR Construct Increases Safety of CAR.CD19 T Cell Therapy in B-Cell
Malignancies.” Frontiers in Immunology 12 (October).
https://doi.org/10.3389/fimmu.2021.755639.

Guinn, Barbara, Barbara-Ann Guinn, Azim Mohamedali, Ken | Mills, Barbara Czepulkowski,
Michael Schmitt, and Jochen Greiner. n.d. “Leukemia Associated Antigens: Their Dual
Role as Biomarkers and Immunotherapeutic Targets for Acute Myeloid Leukemia.”

http://www.la-press.com/copyright.htm.

Haubner, S., F. Perna, T. Kéhnke, C. Schmidt, S. Berman, C. Augsberger, F. M. Schnorfeil, et
al.

2019. “Coexpression Profile of Leukemic Stem Cell Markers for Combinatorial Targeted
Therapy in AML.” Leukemia 33 (1): 64—74. https://doi.org/10.1038/s41375-018-0180-3.
Hyrenius-Wittsten, Axel, Yang Su, Minhee Park, Julie M. Garcia, Josef Alavi, Nathaniel Perry,
Garrett Montgomery, Bin Liu, and Kole T. Roybal. 2021. “SynNotch CAR Circuits Enhance
Solid Tumor Recognition and Promote Persistent Antitumor Activity in Mouse Models.”
Science Translational Medicine 13 (591). https://doi.org/10.1126/scitransImed.abd8836.
Isidori, Alessandro, Claudio Cerchione, Naval Daver, Courtney DiNardo, Guillermo

Garcia-Manero, Marina Konopleva, Elias Jabbour, et al. 2021. “Immunotherapy in Acute
Myeloid Leukemia: Where We Stand.” Frontiers in Oncology. Frontiers Media S.A.
https://doi.org/10.3389/fonc.2021.656218.

Jin, Xin, Meng Zhang, Rui Sun, Hairong Lyu, Xia Xiao, Xiaomei Zhang, Fan Li, et al. 2022.
“First-in-Human Phase | Study of CLL-1 CAR-T Cells in Adults with
Relapsed/Refractory Acute Myeloid Leukemia.” Journal of Hematology & Oncology 15
(1): 88. https://doi.org/10.1186/s13045-022-01308-1.

18


http://www.la-press.com/copyright.htm

Q Research Archive of

Rising Scholars (preprint) Where bright minds share their learnings

Limongello, Roberto, Andrea Marra, Antonella Mancusi, Samanta Bonato, Eni Hoxha,
Loredana Ruggeri, Susanta Hui, Andrea Velardi, and Antonio Pierini. 2021. “Novel
Immune

Cell-Based Therapies to Eradicate High-Risk Acute Myeloid Leukemia.” Frontiers in
Immunology 12 (August). https://doi.org/10.3389/fimmu.2021.695051.

Marofi, Faroogh, Heshu Sulaiman Rahman, Zaid Mahdi Jaber Al-Obaidi, Abduladheem
Turki Jalil, Walid Kamal Abdelbasset, Wanich Suksatan, Aleksei Evgenievich
Dorofeey, et al. 2021. “Novel CAR T Therapy Is a Ray of Hope in the Treatment of
Seriously Il AML Patients.” Stem Cell Research and Therapy. BioMed Central Ltd.
https://doi.org/10.1186/s13287-021-02420-8.

Morris, Emma C., Sattva S. Neelapu, Theodoros Giavridis, and Michel Sadelain. 2022.
“Cytokine Release Syndrome and Associated Neurotoxicity in Cancer Immunotherapy.”
Nature Reviews Immunology. Nature Research.

https://doi.org/10.1038/s41577-021-00547-6.

Naval G. Daver, Guillermo Garcia-Manero, Marina Y Konopleva, Mansour Alfayez,
Naveen Pemmaraju, Tapan M. Kadia, Courtney D. DiNardo, et al. 2019. “Azacitidine
(AZA) with Nivolumab (Nivo), and AZA with Nivo + Ipilimumab (lpi) in
Relapsed/Refractory Acute

Myeloid Leukemia: A Non-Randomized, Prospective, Phase 2 Study.” Blood 134
(Supplement_1).

Roerden, Malte, Annika Nelde, and Juliane S. Walz. 2019. “Neoantigens in Hematological
Malignancies—Ultimate Targets for Immunotherapy?” Frontiers in Immunology. Frontiers
Media S.A. https://doi.org/10.3389/fimmu.2019.03004.

Sommer, Cesar, Hsin Yuan Cheng, Duy Nguyen, Danielle Dettling, Yik Andy Yeung, Janette
Sutton, Moustafa Hamze, et al. 2020. “Allogeneic FLT3 CAR T Cells with an Off-Switch
Exhibit Potent Activity against AML and Can Be Depleted to Expedite Bone Marrow
Recovery.” Molecular Therapy 28 (10): 2237-51.
https://doi.org/10.1016/j.ymthe.2020.06.022.

Vago, Luca, and lvana Gojo. 2020. “Immune Escape and Immunotherapy of Acute Myeloid
Leukemia.” Journal of Clinical Investigation 130 (4): 1552—64.
https://doi.org/10.1172/JCI129204.

Watanabe, Norihiro, Feiyan Mo, Rong Zheng, Royce Ma, Vanesa C. Bray, Dayenne G. van
Leeuwen, Juntima Sritabal-Ramirez, et al. 2022. “Feasibility and Preclinical Efficacy of
CD7-Unedited CD7 CAR T Cells for T Cell Malignancies.” Molecular Therapy,
September. https://doi.org/10.1016/j.ymthe.2022.09.003.

Zeidner, Joshua F., Benjamin G. Vincent, Anastasia lvanova, Dominic Moore, Karen P.
McKinnon, Alec D. Wilkinson, Rupkatha Mukhopadhyay, et al. 2021. “Phase Il Trial of
Pembrolizumab after High-Dose Cytarabine in Relapsed/Refractory Acute Myeloid
Leukemia.” Blood Cancer Discovery 2 (6): 616-29.

19



Q Research Archive of

Rising Scholars (preprint) Where bright minds share their learnings

https://doi.org/10.1158/2643-3230.bcd-21-0070.

Zhu, Cheng Ying, Guo Feng Chen, Wei Zhou, Cheng Hou, Xiao Kai Wang, Fei Yan Wang,
Nan Yang, et al. 2019. “Outcome and Prognostic Factors of High-Risk Acute Myeloid
Leukemia after Allogeneic Hematopoietic Stem Cell Transplantation.” Annals of
Transplantation 24: 328—40. https://doi.org/10.12659/A0T.915381.

20



