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ARTICLE INFO ABSTRACT

Keywords: Harnessing the endogenous immune system to eliminate malignant cells has long been an in-
Multiple myeloma triguing approach. After considerable success in the treatment of B-cell acute lymphoblastic
Immunotherapy leukemia, chimeric antigen receptor (CAR)-modified T cells have entered early clinical evalua-
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tion in the field of multiple myeloma (MM). The choice of suitable non-CD19 target antigens is
challenging and a variety of myeloma-associated surface molecules have been under preclinical
investigation. Most recent clinical protocols have focused on targeting B-cell maturation antigen
(BCMA), and early results are promising. The trials differ in receptor constructs, patient selection,
dosing strategies and conditioning chemotherapy and will thus pave the way to eventually define
the optimal parameters. Other sources for autologous T-cell therapy of MM include affinity-en-
hanced T-cell receptor-modified cells and marrow infiltrating lymphocytes. In summary, adop-
tive T-cell transfer for the treatment of MM is still in its infancy, but if early response rates
indicate durability, will be a paradigm changing therapeutic modality for the treatment of MM.

1. Introduction

Multiple myeloma (MM) is the second most commonly diagnosed hematologic malignancy. Despite considerable improvement in
therapeutic approaches, it still remains an incurable disease in most cases [1,2]. Recent treatment strategies are increasingly focusing
on a redirection of the immune system to harness the intrinsic immune defense against the disease [3]. The prime example of
immunotherapy is allogeneic hematopoietic stem cell transplantation (alloHSCT) with its desired graft-versus-myeloma effect. While
alloHSCT and donor lymphocyte infusions have demonstrated the curative potential that can be mediated by T-cell anti-myeloma
immunity [4], transplant related mortality and graft-versus-host disease limit their clinical application for MM [5,6]. Therefore, other
concepts to exploit the anti-myeloma capacities of autologous lymphocytes are desirable. Here, we discuss the three major concepts
for adoptive transfer of T cells with reactivity against MM: chimeric antigen receptors, affinity-enhanced T-cell receptors, and marrow
infiltrating lymphocytes.

2. Chimeric antigen receptors

In order to recognize a specific tumor-associated surface antigen, T cells can be redirected by genetic modification to express a
chimeric antigen receptor (CAR). In 2017, the FDA granted approval of CD19-directed CAR-T cells for young patients with relapsed/
refractory B-cell acute lymphoblastic leukemia and for adults with certain types of relapsed/refractory aggressive non-Hodgkin
lymphomas. The success stories from CAR T cell therapy for CD19-positive B-cell malignancies [7-10] have attracted enormous
attention to the field and currently, a large variety of alternative target antigens for various types of cancer are under investigation.
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Fig. 1. Schematic composition of a second generation chimeric antigen receptor. The extracellular domain of the chimeric antigen receptor
(CAR, red box) contains a single-chain variable fragment (scFv), most commonly derived from the heavy (VH) and light (VL) chain variable
fragments of a monoclonal antibody (green). The components of the CAR are connected by an extracellular spacer and a transmembrane domain.
The intracellular moiety comprises the CD3( signaling domain of the T-cell receptor (blue) and, in a second generation CAR, a co-stimulatory
domain derived from a co-receptor like CD28 (blue).

The basic property of the CAR construct is to establish cell surface antigen-specific binding to a target cell and thereon initiate
supra-physiologic T-cell activation in an HLA-independent manner. For this purpose, the CAR consists of an extracellular targeting
moiety and intracellular signaling domains [11,12]. For antigen binding, most commonly, single-chain variable fragments (scFv)
derived from murine immunoglobulins or human antibody libraries are used (Fig. 1). The scFv is connected to the intracellular
moiety by an extracellular spacer and a transmembrane domain, often derived from IgG4 and CDS8, respectively. Historically, the
intracellular component of the CAR consisted solely of the CD3( signaling domain of the T-cell receptor [11]. The failure of the CAR-T
cells to proliferate led to the development of dual-signaling receptors to provide the cells with a co-stimulatory signal [13]. These
second generation CARs most commonly contain co-stimulatory domains derived from either CD28 or 4-1BB in addition to CD3(
(Fig. 1). Whether combination of multiple co-stimulatory domains in so-called third generation CARs can convey improved antitumor
efficacy in a clinical context is yet to be determined.

3. CAR-T cell associated toxicities

Apart from the toxicities of pre-conditioning regimens for lymphodepletion prior to adoptive transfer, a new complex of side
effects has been observed in CAR-T cell trials. This includes cytokine release syndrome (CRS), resulting from the excessive release of
cytokines after T-cell activation, neurologic toxicities, and “on-target, off-tumor” targeted destruction of healthy tissue [12].

CRS can range from flu-like symptoms to hypotension, capillary leak, coagulopathy and organ dysfunction [14]. Besides sup-
portive measures like fluid replacement and vasopressor support, the specific IL-6 receptor blockade by tocilizumab has proven an
extremely effective treatment strategy at rapidly reversing toxicity; potentially without compromising CAR-T cell efficiency. Ap-
proaches to prevent the development of CRS in the first place by modification of T-cell composition and dose reduction have also
been successful in some trials [10].

Most neurologic adverse events are observed during or after severe CRS. Clinical presentations range from mild confusion to
seizures or coma requiring ventilatory support [15]. Pathophysiological correlates of severe neurotoxicity appear to be high cytokine
levels in the cerebrospinal fluid and increased permeability of the blood-brain barrier [16]. Unlike for CRS, the effect of tocilizumab
on neurologic sequelae is so far unclear and alternative treatment strategies are under development.

“On-target, off-tumor” toxicity is highly dependent on the chosen antigen. One of the best examples is the B-cell aplasia associated
with CD19 CAR-T cell treatment [14], but while this side effect can be addressed by immunoglobulin replacement, damage to more
essential tissue types can be fatal. Reportedly, targeting her2 in a patient with advanced colonic cancer resulted in severe pulmonary
edema and cardiac arrest due to low-level antigen expression in the heart and lung vasculature [17]. The fact that CAR-T cells require
extremely low antigen densities for activation limits the transferability of safety observations from monoclonal antibody therapies.

4. CAR targets
For safe and efficient integration of CAR-T cell therapy into clinical practice, the choice of a suitable target antigen is crucial [18].
As the antigen recognition of the CAR is independent from HLA-molecules, the antigen must be expressed on the surface of the

malignant cells. Homogeneous expression in the tumor cell population is required to prevent the outgrowth of antigen deficient
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clones (antigen escape). To reduce the risk of antigen downregulation, the surface molecule ideally should play a relevant role in the
survival of the malignant cells. Most importantly, the target antigen must not be expressed on essential healthy tissues to avoid the
development of potentially fatal on-target, off-tumor toxicities [17]. As MM does not belong to the group of B-cell malignancies with
uniform CD19 surface expression, a variety of alternative targets for CAR T-cell therapy are currently under pre-clinical (Table 1) and
clinical investigation (Tables 1 and 2).

5. CAR targets in pre-clinical evaluation for multiple myeloma
5.1. CD70

One of the first CARs engineered to target MM was directed against CD70, a ligand of the co-stimulatory receptor CD27 that is
transiently expressed on T, B, and dendritic cells and regulates proliferation and maturation [19]. It also plays a role in the induction
of plasma cell differentiation and aberrant expression was found in carcinomas and hematologic malignancies including MM [20].
Shaffer et al. engineered CD70-directed CAR-T cells with an antigen-binging domain derived from CD27 [21]. Therewith, CAR-
recognition of the target antigen not only resulted in specific lysis of CD70-positive tumor cell lines, but also conveyed CD27 co-
stimulation resulting in improved T-cell survival. However, data on elimination of primary myeloma cells have not been presented so
far. As more recent flow cytometry analyses demonstrated low and infrequent CD70 expression in a cohort of 101 myeloma patients
[22], the suitability of CD70 for targeted therapy of MM remains questionable.

5.2. CD56

The neural cell adhesion molecule CD56 (NCAM1, Leu-19) is expressed on a variety of neuronal and immune cells with expression
on natural killer cells [23]. Albeit absent on normal plasma cells, CD56 is frequently expressed in MM [24]. Five years ago, Benjamin
et al. showed potent anti-myeloma function for CD56-directed CAR-T cells in vitro and in a systemic xenograft model and demon-
strated considerable T-cell persistence in the animals [25]. Given that CD56 expression is potentially located on neuronal, as well as
myocardial tissue [26], particular caution is required for a potential clinical translation of CD56-directed CAR-T cells.

5.3. CD44v6

CD44 glycoproteins were first identified on the surface of human leukocytes and are now known to be encoded by a highly
conserved gene which is expressed in most vertebrate cells [27]. Due to alternative splicing and post-transcriptional modifications,
the heterogeneity of the proteins is considerable. The CD44 isoform variant 6 (CD44v6) is expressed on monocytes and epithelia
including keratinocytes [28]. Its expression on MM was found to be associated with adverse prognosis [29]. Casucci et al. generated a
CD44v6-directed CAR derived from the monoclonal antibody bivatuzumab and demonstrated elimination of myeloma cells and
monocytes, while normal CD44v6-low expressing keratinocytes were spared [30]. Conversely, the clinical development of a biva-
tuzumab based radio-immunoconjugate was discontinued due to excess skin-related adverse events [31]. Therefore, Casucci et al.
integrated a suicide gene to allow for pharmacological ablation of the CAR-T cells to reverse possible toxicities such as skin damage.
In aggregate, these data provide the basis for careful clinical evaluation of CD44v6-directed CAR-T cells [30].

5.4. SLAMF7

With the successful clinical introduction of elotuzumab and daratumumab, two other potential target antigens for CARs against
MM have moved to the focus of interest. The elotuzumab target SLAMF7 (CD319, CS1, CRACC), a member of the signaling lym-
phocytic activation molecule (SLAM) family of transmembrane receptors, has first been described in natural killer cells [32]. SLAMF7
expression has also been documented in a proportion of T cells, B cells, macrophages and dendritic cells [33], where it mediates
activating or suppressive functions. High SLAMF7 expression was found on normal and malignant plasma cells [34] which led to
development and clinical introduction [35] of elotuzumab. In-depth immunohistochemistry-based evaluation has not revealed
SLAMF7 expression on hematopoietic stem cells and solid organ tissues. Development of an elotuzumab-derived scFv resulted in
successful generation of SLAMF7-directed CAR-T cells with considerable antimyeloma function [36]. Fratricide of other SLAMF7
expressing lymphocytes did not prevent the outgrowth of SLAMF7 negative virus specific T cells with preserved in vitro functionality
[36]. Provided clinical confirmation of safety, SLAMF7 CAR-T cells have the potential to improve myeloma treatment options sig-
nificantly.

5.5. CD38

CD38 is a type II transmembrane glycoprotein that was first identified on the surface of T cells as “intermediate” to “late”
activation marker [37]. Moreover, CD38 is expressed on thymocytes [37], natural killer cells and monocytes, immature myeloid and
erythroid bone marrow (BM) cells and plasma cells [38]. CD38 is further expressed on prostatic epithelium, pancreatic islet cells and
cerebellar Purkinje cells [39]. Plasma cell dyscrasias demonstrate strong CD38 expression [38]. However, the expression levels seem
to decrease during the evolution of the disease and complete antigen loss has been observed in extramedullary myeloma [40]. By
contrast, possible disease propagating myeloma cells might be CD38 positive [41]. Daratumumab, the first approved anti-CD38
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monoclonal antibody has demonstrated single-agent antimyeloma reactivity and a favorable safety profile [42]. Mihara et al. were
the first to generate CD38-directed CAR-T cells with potent anti-myeloma function in preclinical models [43]. Drent et al. confirmed
antimyeloma reactivity of CD38-directed CAR-T cells that developed a CD38 negative phenotype during cell culture but preserved
their T-cell effector functions [44]. To reduce potential on-target, off-tumor toxicity, Drent et al. performed modifications of the
antigen-binding domain to lower its affinity to the target antigen such that low CD38 positive (normal) cells were spared whereas
high CD38 antigen density myeloma cells were eliminated [45]. These data indicate considerable potential for CD38 as target antigen
in myeloma therapy.

6. CARs in clinical trials for multiple myeloma
6.1. CD138

The first clinical data of CAR-T cells for the treatment of MM were reported by Guo et al. from the PLA General Hospital in Beijing
[46], after 5 individuals had received 4-1BB co-stimulated CD138-directed CAR-T cells (NCT01886976). CD138 (Syndecanl) is an
adhesion molecule expressed on the majority of normal and malignant plasma cells [47] and has been associated with negative
prognosis [48]. However, CD138 is also expressed on a variety of epithelial cells [49]. In their first-in-human CD138 CAR-T cell trial,
Guo et al. observed post-infusional fever in four out of five patients and moderate elevation of liver enzymes in one patient, but no
other non-hematologic toxicities [44]. CAR transgenes were detectable for more than 80 days, four out of five patients achieved
stable disease for up to 7 months and one patient with plasma cell leukemia showed a reduction in circulating plasma cells to less
than 30% from baseline persisting for 12 weeks. With the limited data reported, conclusions from this study should be drawn
carefully. It is noteworthy, however, that the CAR-T cells used in the study displayed relatively low capacity of homing to myeloma
lesions, despite anti-myeloma reactivity in vitro. Whether this was due to intrinsic functional defects of the CAR-T cells or increased
susceptibility to inhibitory signals remains unclear. It yet resulted in limited therapeutic efficacy in the BM niche and absent epi-
thelial toxicity. Due to the potential on-target, off-tumor effects of CD138-directed treatment approaches, it would be advisable to
include suicide genes as safety switch.

6.2. « light chain

Inspired by the effects of CD19-directed CAR-T cells, the Baylor group engineered an anti-k light chain (LC) CAR to prevent
complete B-cell depletion [50]. Preclinical evidence for the surface expression of immunoglobulins in disease-propagating myeloma
cells encouraged the investigators to open their phase I basket trial for myeloma patients with k-restricted disease (NCT00881920)
[51]. Seven myeloma patients thus received k LC-directed CAR-T cells comprising a CD28 co-stimulatory domain. Good tolerability
was reported despite CAR-T cell doses exceeding 10%cells in all individuals. No CRS occurred, despite the potential of soluble
immunoglobulin to induce cytokine production in vitro [50]. CAR transgenes in the peripheral blood were detectable at 6 weeks after
adoptive transfer, but lost at 6 months, while BM analyses were not routinely performed. The anti-myeloma effect was moderate with
stable disease in 4 out of 7 patients for up to 24 months. Conceptually, one restriction to targeting the involved LC by CAR-T cells in
MM is that LC is generally secreted, and not retained as CAR target on the surface of myeloma cells, thus, this approach might be
more suitable for the treatment of lymphoma [51].

6.3. CD19

Another pioneering CAR-T cell study in MM influenced from the success in B-cell malignancies was conducted at the University of
Pennsylvania to evaluate 4-1BB co-stimulated CD19-directed CAR-T cells in the post-transplant setting (NCT02135406) [52]. Despite
the absence of CD19 on the majority of plasma cells, extensive research on putative “myeloma stem cells” identified CD19 as
potentially expressed by disease-propagating clones [53]. To reduce the burden of predominantly CD19-negative myeloma cells, ten
patients with relapsed disease post-prior autologous hematopoietic stem cell transplantation (autoHSCT) received a second autoHSCT
and subsequent CD19-targeted CAR-T cells. No higher grade CRS was apparent despite treatment with the target dose of 5*10” CAR-
positive cells in all cases. Transgene-positive T cells persisted for a median of 6 weeks and were detectable in the BM in 9 out of 10
patients. Most patients had progressed within one year after their initial transplant. Progression free survival resulting from the
salvage treatment exceeded that of the first transplant, a so-called “remission inversion”, in two of ten patients, although all went on
to ultimately relapse.

6.4. BCMA

Over the last 5 years, our understanding of B-cell maturation antigen (BCMA, CD296) has evolved to place it in the spotlight for
targeted cell therapy of MM. BCMA belongs to the tumor necrosis factor receptor superfamily and is expressed on the surface of
mature B cells and plasma cells including MM [54] but absent from other normal tissues [55]. The first BCMA-directed CAR was
generated by Carpenter et al. [55] and consisted of a scFv derived from a murine anti-human BCMA antibody and a cytoplasmic CD28
co-stimulatory domain. After demonstration of potent anti-myeloma efficacy in preclinical models [55], Ali et al. initiated a first-in-
human dose-escalation trial at the National Cancer Institute in 2014 (NCT02215967) [56]. The investigators recently [57] reported
on 26 myeloma patients who received treatment with cyclophosphamide/fludarabine for lymphodepletion before BCMA-directed
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CAR-T cells. Noteworthy, CAR-T cell production was successful in these patients despite a median of 10 prior lines of therapy. Dose
escalation to 9 X 10° CAR-T cells/kg led to objective responses in 13 out of 16 patients including an ongoing stringent complete
remission (CR) for 37 weeks. Response to the treatment was associated with the highest numbers of CAR-T cells in the peripheral
blood, but also grade 3/4 toxicities including CRS and delirium. As high disease burden in the BM seemed to correlate with grade 3/4
CRS, enrollment of the last 14 individuals was restricted to patients with BM infiltration of 30% or less which led to reduced incidence
of severe CRS.

Currently, further BCMA CAR-T cell studies are ongoing. At the last interim analysis, Bluebird Bio reported data (NCT02658929)
[58] on a cohort of 21 heavily pre-treated myeloma patients who received a 4-1BB co-stimulated BCMA-directed CAR-T cell product
(bb2121) across nine sites in the US. While the dose of 50 X 10° CAR-T cells did not produce significant efficacy in 3/3 patients, dose
escalation to 150-800 x 10° CAR-T resulted in an overall response rate of 94% including 10/18 patients in CR. Within a median
follow-up period of 40 weeks, four patients have progressed so far. Grade 3/4 adverse events included CRS in two patients, tocili-
zumab use in 4, but no dose-limiting toxicities. A separate dose expansion trial investigating doses between 150-300 x 10° CAR-T
cells is ongoing.

Cohen et al. presented updated interim data from a BCMA CAR-T cell trial conducted at the University of Pennsylvania
(NCT02546167) [59]. The first cohort (nine patients) received split-dose infusions of 100-500 x 10° CAR-T cells over three days
without prior pre-conditioning, whereas cohort 2 (five patients) and cohort 3 (ten patients) had been treated with 1.5 g/m? cyclo-
phosphamide three days prior to 10-50 x 10° and 100-500 x 10° CAR T cells, respectively. Four patients did not receive the target
dose, as their third infusion was held for fever or CRS. Despite this dose reduction and lack of conditioning, massive CAR-T cell
expansion correlated with robust anti-myeloma efficacy in one patient who achieved a stringent complete response which has been
ongoing for 24 months. Overall, 11 patients out of 24 achieved a partial response (PR) or better including six out of ten patients in
cohort 3. Patients achieving an objective response demonstrated higher peak CAR-T cell levels and pre-conditioning cyclopho-
sphamide boosted peak CAR-T cell expansion. Notably, in five of six patients with better or equal to a PR, where residual MM cells
were available for evaluation, a reduction of BCMA antigen density was discovered, pointing to antigen down-regulation or the
outgrowth of an antigen low clone as potential sources of relapse.

Data on the first two dose level cohorts were reported for a phase I trial using BCMA-targeted CAR-T cell therapy at Memorial
Sloan Kettering (MSK). In view of potential CAR-T cell associated toxicities, the integration of a truncated epidermal growth factor
receptor (EGFR) surface marker that can possibly be used as an elimination strategy was incorporated into the MSK vector, which also
includes a novel human scFv (Smith et al., NCT03070327). They note an overall response rate of three (2 very good partial responses
and 1 PR) of their first four evaluable patients treated [60].

Zhang et al. from Nanjing Legend Biotech in China generated an extracellular domain comprising two heavy-chain variable
fragments to target distinct epitopes of BCMA (NCT03090659) [61]. The group reported on the treatment of 35 patients who received
pre-conditioning with cyclophosphamide and split-dose infusions of up to 7 X 10° T cells/kg within a week. Apart from grade 3/4
CRS in three patients, toxicities were minimal. An overall response rate of 100% was reported, including CR in 14 of the first 20
patients treated. The interpretation of these data is challenging due to missing information on the patient population and the design
of the CAR. One notable difference between this trial and the US trials is that patients treated had an average prior lines of therapy of
3, compared to 7-10 in US trials.

In aggregate, the ongoing studies demonstrate that targeting BCMA with CAR-T cells does not cause unmanageable CRS or elicit
unexpected on-target, off-tumor toxicities, but has the potential to induce considerable anti-myeloma efficacy. However, further data
will be required to determine the durability of these initial responses, as well as the optimal clinical setting, CAR construct and
composition of the cell product to maximize the benefit for MM patients.

7. Affinity-enhanced T-cell receptors

Another approach to genetically engineer tumor-reactive T cells is to modify physiologically occurring T-cell receptors (TCRs) in a
way to increase the receptor affinity to selected tumor-associated antigens. A group of potential target antigens are the cancer-testis
antigens that are absent in non-gametogenic tissue, but present in a variety of malignancies [62]. However, possibly due to thymic
selection, T cells targeting cancer-testis antigens such as MAGE-A3 have shown low functional avidity [63]. Adoptive transfer with
affinity-enhanced TCRs therefore appears attractive to establish increased anti-tumor reactivity.

Enhanced-affinity TCRs differ from CARs in various aspects, especially the MCH-dependent binding of the TCR and its potential to
recognize intracellular peptides with extremely high sensitivity. Furthermore, due to the plasticity of the TCR, the recognition of
alternative targets with similarity in the MHC-presented peptide sequence can result in unpredictable off-target toxicity [64]. This
became apparent when one patient with advanced melanoma and a second patient with relapsed MM were treated with T cells
expressing an affinity-enhanced TCR against HLA-A*01-restricted MAGE-A3 [65]. Both patients developed fever, progressive hypoxia
and cardiogenic shock and suffered from fatal complications 4-5 days after the treatment. Post hoc analyses ruled out mispairing of
introduced and endogenous TCR o/ chains, alloreactivity and MAGE-A3 expression of normal tissue. Elaborate in vitro and in silico
investigations identified a cross-reactive epitope derived from the human protein, titin, expressed in beating cardiomyocytes [64].
The exuberant T-cell activation had resulted in severe, eventually fatal, myocarditis unresponsive to treatment with corticosteroids.

A phase I/1I trial to evaluate affinity-enhanced TCRs recognizing NY-ESO/LAGE-1 demonstrated safety in 20 patients with ad-
vanced MM,; specifically off-target toxicities or severe CRS did not occur [66]. After high-dose chemotherapy and autoHSCT, patients
underwent adoptive transfer on day 2 and the investigators noted persistence of the T cells for over 2 years in 9 out of 10 evaluable
patients. 14 out of 20 patients obtained CR or near CR on day 100 post-autoHSCT and the estimated median progression free survival
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was 19.1 months. Relapses correlated with loss of gene-modified cells in eight patients and outgrowth of NY-ESO-1-negative sub-
clones in two patients. Interpretation of the clinical benefit of these results is limited by the fact that in most of these patients this was
their first autoHSCT, so while the immune correlatives are impressive, it is impossible to know to what extent the TCR modified cells
contributed to the depth or durability of the clinical responses. In summary, affinity-modification of TCRs bear great potential for
targeted cell therapy, and we eagerly await a trial in MM in a similar relapsed/refractory setting with minimal concomitant anti-MM
therapy to judge their ability to eradicate high MM burden. However, the example of MAGE-A3 demonstrates the enormous dele-
terious potential of the T cells and extreme caution is advisable for any first-in-human studies.

8. Marrow-infiltrating lymphocytes

Another approach to achieve enhanced antitumor efficacy of autologous T cells is to make use of the distinctive characteristics of
marrow-infiltrating lymphocytes (MILs). The observation that tumor-specific T cells are more likely to be found in close proximity to
the tumor had led to clinical trials for solid tumors [67], with the disadvantages that tumor-infiltrating lymphocytes are not present in
every patient and harvesting requires a surgical intervention. In MM, MILs are present in every patient and can routinely be obtained
by BM aspiration. The immunologic character of the BM imparts essential properties for the cytotoxic effect of the MILs and their
broad endogenous antigen specificity has exerted significant antitumor activity in preclinical models. On this rationale, Noonan et al.
treated 22 myeloma patients with high-dose melphalan and autoHSCT followed by an infusion of ex vivo expanded MILs on day 3
[68]. Isolation and over five-fold ex vivo expansion of MILs was feasible in all patients. The infusion of activated MILs did not result in
CRS. In depth immunologic analyses demonstrated that enhanced central memory phenotype and increased capacity of IFN-y and IL-
2 secretion in the MIL product was associated with higher likelihood of achieving a CR. Accordingly, patients in CR demonstrated
increased CD8 cytotoxicity and better immune responses to a pneumococcal vaccine after one year. As the efficacy of the adoptive T-
cell transfer can hardly be distinguished from the previously administered high-dose melphalan, a randomized clinical trial is under
way to evaluate the additional benefit of MILs post-autoHSCT (NCT01858558). Due to their broad endogenous antigen specificity,
MILs might be a more favorable source than peripheral blood lymphocytes for genetically engineered T cells.

9. Future directions

Several strategies to further improve anti-tumor activity of T cells are currently under pre-clinical or clinical investigation.

As discussed in detail, the choice of a suitable target antigen is essential, with uniform, but exclusive expression on the malignant
cells and high relevance for the maintenance of the disease. In reality, these antigens are rare. Simultaneous targeting of two tumor-
associated antigens can reduce the risk of antigen escape, and in fact, a bispecific CAR that conveyed T-cell activation upon binding of
either CD19 or CD20 demonstrated improved anti-tumor efficacy in preclinical B-cell lymphoma models [69]. In MM, bispecific CARs
targeting BCMA and a second antigen such as CD38 (or even potentially CD19) have the potential to minimize the risk of BCMA-
negative relapse and first clinical trials are ongoing (NCT03196414). However, the danger of on-target, off-tumor toxicity increases
likewise.

Overcoming limited expansion and/or persistence of the T cells is likely another essential issue that genetic engineering and
culture methods must convey on adoptively transferred T cells. This is addressed through tailored construction of the CAR to in-
corporate optimized co-stimulation and avoid immunogenicity of the extracellular moiety, as well as, by controlling the composition
of the T-cell subsets after ex vivo activation and expansion. In preclinical models, cell products derived from CD8" central memory
and CD4 ™" naive T-cells demonstrated improved persistence [70], and the approach to administer T-cell products at a defined CD4/
CD8 T-cell ratio has been incorporated successfully into several clinical trials for CD19 CAR-T cells [10,71]. In addition, pharma-
cological inhibition of the serine/threonine kinase AKT has promoted memory features of therapeutic T cells, resulting in improved
antitumor efficacy and persistence in preclinical models [72], and is now entering clinical evaluation (NCT03139370).

Another major reason for reduced T-cell efficiency is the ability of myeloma cells and the immune-suppressive microenvironment
to hamper T-cell activation by the expression of inhibitory molecules like programmed death-ligand-1 (PD-L1) [73,74]. PD-L1
binding to the activation-induced T-cell inhibitory receptor programmed death-1 (PD1) results in T-cell anergy or apoptosis, but can
be abrogated by checkpoint inhibition; conceptually, a co-administration with T-cell based therapies appears promising. Other ap-
proaches to reduce the immune-suppressive effects of the microenvironment include the systemic administration of lenalidomide
(NCT03070327) or phosphodiesterase-5 inhibitors like tadalafil (NCT01858558) [75]. To further improve CAR T-cell function the
cells can be modified to co-express selected cytokines or receptors to generate a pro-inflammatory microenvironment by autocrine or
paracrine stimulation. Examples for these so called “armored” CAR T-cells include CD40L or 4-1BBL co-expressing CD19 CAR-T cells
that have demonstrated improved proliferation and efficacy in preclinical models [76] and IL-12 secreting CAR-T cells directed
against the ectoplasmic domain of MUC16 for the treatment of ovarian cancer [77]. In summary, these modifications of the T cells
appear a promising approach to increase therapeutic efficiency to overcome the local constraints of the microenvironment while
minimizing the systemic side effects. With further improvements of the efficacy to toxicity ratio [78] CAR-T cells have the potential to
play a major role in the treatment of MM.

10. Summary

After proof-of-concept in the treatment of B-ALL, adoptive T-cell therapy has more recently also been explored for other ma-
lignancies. Similar to B-ALL, multiple myeloma is predominantly a disease of the bone marrow. However, CD19 is not expressed in
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most myeloma cases and other target antigens appear more promising. Based on preclinical investigations of a variety of myeloma
antigens, including CD38, SLAMF7, CD138, and « light chains, the B-cell maturation antigen (BCMA) has been identified as the most
promising target for treatment with chimeric antigen receptor (CAR)-modified T cells. In at least four independent clinical trials,
encouraging results have been documented to date, but also limitations have emerged. A major challenge is the reduction of antigen
expression on the malignant cells under selection pressure of the CAR-T cells. This can be addressed by targeting two tumor-asso-
ciated antigens simultaneously which, on the other hand, can increase the risk of on-target, off-tumor toxicities. Furthermore, the
persistence of functional CAR-T cells is still limited; and loss of the genetically modified T cells has been associated with relapse.
Other approaches to exploit the anti-myeloma efficacy of T cells is the modification of the cells with affinity-enhanced T-cell receptors
(TCRs) targeting myeloma-associated antigens or the enrichment of marrow-infiltrating lymphocytes (MILs) with intrinsic anti-
myeloma reactivity. Common efforts to improve efficacy and safety of adoptive T-cell transfer include the refinement of ex vivo
activation and expansion methods, the development of strategies to overcome the immune-suppressive myeloma microenvironment
and the definition of suitable combination therapies.

Practice Points

- Autologous T-cell therapy for treatment of multiple myeloma has entered phase I/1I clinical testing

- A number of myeloma antigens qualify as potential targets for receptor-modified T cells

- Clinical evaluation has focused on chimeric antigen receptor-modified (CAR)-T cells targeting the B-cell maturation antigen
(BCMA); so far, more than 100 myeloma patients across the world have been treated; results demonstrate considerable
anti-myeloma efficacy

- Side effects of adoptive T-cell therapy include cytokine release syndrome (CRS) and on-target, off-tumor toxicities

- Resistance or relapse has frequently been associated with insufficient T-cell functionality or reduced target antigen ex-
pression

Research Agenda

- For potential integration of adoptive T-cell therapy into standard of care in multiple myeloma, more data from clinical trials
are required to define optimal strategies for patient selection, conditioning therapy and generation of the cell product

- Clonal tiding in myeloma implicates the risk of target antigen reduction, therefore concepts such as dual targeting or
combination therapy should be evaluated

- Limited reliability for the prediction of clinical side effects in preclinical models calls for the incorporation of strategies to
specifically eliminate therapeutic T cells to manage potential severe toxicities
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