
cancers

Brief Report

Assessment of CAR T Cell Frequencies in
Axicabtagene Ciloleucel and Tisagenlecleucel
Patients Using Duplex Quantitative PCR

Maria-Luisa Schubert 1,†, Alexander Kunz 1,†, Anita Schmitt 1, Brigitte Neuber 1, Lei Wang 1,
Angela Hückelhoven-Krauss 1 , Sascha Langner 1, Birgit Michels 1, Antje Wick 2,
Volker Daniel 3 , Carsten Müller-Tidow 1,4, Peter Dreger 1,4 and Michael Schmitt 1,4,*

1 Department of Internal Medicine V (Hematology/Oncology/Rheumatology), University Hospital Heidelberg,
69120 Heidelberg, Germany; Maria-Luisa.Schubert@med.uni-heidelberg.de (M.-L.S.);
alexander.kunz@med.uni-heidelberg.de (A.K.); Anita.Schmitt@med.uni-heidelberg.de (A.S.);
brigitte.neuber@med.uni-heidelberg.de (B.N.); xjwl8587@gmail.com (L.W.);
angela.hueckelhoven-krauss@med.uni-heidelberg.de (A.H.-K.);
sascha.langner@med.uni-heidelberg.de (S.L.); birgit.michels@med.uni-heidelberg.de (B.M.);
Carsten.Mueller-Tidow@med.uni-heidelberg.de (C.M.-T.); Peter.Dreger@med.uni-heidelberg.de (P.D.)

2 Department of Neurology, University Hospital Heidelberg, 69120 Heidelberg, Germany;
antje.wick@med.uni-heidelberg.de

3 Department of Immunology, University Hospital Heidelberg, 69120 Heidelberg, Germany;
Volker.daniel@med.uni-heidelberg.de

4 German Cancer Consortium (DKTK) and German Cancer Research Center (DKFZ)/National Center for
Tumor Diseases (NCT), 69120 Heidelberg, Germany

* Correspondence: michael.schmitt@med.uni-heidelberg.de; Tel.: +49-(0)6221-56-6614;
Fax: +49-(0)6221-56-5740

† These authors contributed equally to this work.

Received: 25 August 2020; Accepted: 27 September 2020; Published: 30 September 2020
����������
�������

Simple Summary: To monitor patients after CAR T cell treatment, measuring frequencies of chimeric
antigen receptor (CAR) T cells is crucial. However, experimental assays to quantify CAR T cells
are lacking. Here, we describe a quantitative single copy gene-based PCR approach to measure
frequencies of CAR T cells based on the FMC63 single chain variable fragment (scFv) including
commercially available CAR T cell products. Besides enabling to monitor development of CAR T cells
after treatment and guide further therapeutic decisions, this quantification assay proved highly useful
for diagnosis of CAR T cell associated neurotoxic side effects. Overall, this quantification approach
contributes significantly to the better monitoring and safety of treatment of patients with CAR T cells.

Abstract: Chimeric antigen receptor (CAR) T cell (CART) therapy has been established as a treatment
option for patients with CD19-positive lymphoid malignancies in both the refractory and the relapsed
setting. Displaying significant responses in clinical trials, two second-generation CART products
directed against CD19, axicabtagene ciloleucel (axi-cel) and tisagenlecleucel (tisa-cel), have been
approved and integrated into the clinical routine. However, experimental assay for quantitative
monitoring of both of these CART products in treated patients in the open domain are lacking.
To address this issue, we established and validated a quantitative single copy gene (SCG)-based
duplex (DP)-PCR assay (SCG-DP-PCR) to quantify CARTs based on the FMC63 single chain variable
fragment (scFv), i.e., axi-cel and tisa-cel. This quantitative PCR (qPCR) approach operates without
standard curves or calibrator samples, offers a tool to assess cellular kinetics of FMC63 CARTs and
allows direct comparison of CART-copies in axi-cel versus tisa-cel patient samples. For treating
physicians, SCG-DP-PCR is an important tool to monitor CARTs and guide clinical decisions regarding
CART effects in respective patients.
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1. Introduction

Treatment with chimeric antigen receptor (CAR) T cells (CARTs) is altering the landscape of
immunotherapy for patients with relapsed and/or refractory (r/r) B cell malignancies including
pediatric [1,2] and adult [3,4] acute lymphoblastic leukemia (ALL), chronic lymphocytic leukemia [5,6]
(CLL) and other non-Hodgkin’s lymphomas [7–10] (NHL). Based on the data from the ELIANA
(ALL) [1] and JULIET (diffuse large B cell lymphoma (DLBCL)) [10] as well as ZUMA-1 (DLBCL and
primary mediastinal B-cell lymphoma (PMBCL)) [9,11] trials, two second-generation CD19-directed
CART products, i.e., axicabtagene ciloleucel (axi-cel, Yescarta; CD28 costimulatory domain) and
tisagenelecleucel (tisa-cel, Kymriah; 4-1BB costimulatory domain), have been approved. Both products
have been adopted as standard of care within the labelled indications [12–15] and are being integrated
into the clinical routine.

CARTs are personalized living drugs with variable pharmacokinetic and pharmacodynamic
profiles that depend not only on patient-specific characteristics, but also on the administered CART
dose, lymphodepletion strategy and targeted disease [8]. Response to CART treatment has been
associated to CART expansion and persistence in patients [6,9,16], making quantification of CART a
crucial element in patient monitoring. However, assays to measure axi-cel as well as tisa-cel CART
frequencies are lacking. We established a quantitative PCR (qPCR) approach to accurately quantify
copy numbers of CARTs that are based on FMC63 as a single chain variable fragment (scFv).

2. Material and Methods

2.1. Samples and General PCR Conditions

Informed consent was obtained from all patients prior to treatment. Axi-cel and tisa-cel were
administered as per clinical routine. Peripheral blood (PB) samples were collected weekly within the
first two to three weeks following CAR T cell administration and at different timepoints thereafter.
Cerebrospinal fluid (CSF) samples were collected in case of neurological alterations.

Single copy gene (SCG)-based duplex (DP)-qPCR assay (SCG-DP-PCR) simultaneously amplifying
the ribonuclease (RNase) P RNA component H1 (RPPH1; in the following referred to as RNaseP) as
human SCG and the FMC63 sequence of the CAR was performed on genomic DNA (100 ng) derived
from PB mononuclear cells (PBMCs) and isolated cells from CSF or CART product samples. Sample
processing, assay preparation, general PCR procedure as well as analyzing strategies were performed
as described [17].

The following primer and probe sets were used:

(1) FMC63 forward primer (FP): TGAAACTGCAGGAGTCAGGA, reverse primer (RP):
CTGAGACAGTGCATGTGACG, probe: FAM-CTGGCCTGGTGGCGCCCTCA-MGB/NFQ.
All oligonucleotides bind within the FMC63 sequence of the CAR constructs.

(2) RNaseP primer probe reaction mix was used as described [17].

2.2. SCG-DP-PCR Validation

Although for SCG-DP-PCR no standard curves are required, validation was based on the use of
standard curves for qPCR reactions targeting FMC63 as well as RNaseP. On one hand, the standard
curve stock sample of genomic DNA isolated from an axi-cel product was used. In line with Fehse et al.,
who measured high transduction rates (83–99%) in axi-cel products via digital PCR [18], a CART
concentration of 100% was assumed. On the other hand, genomic DNA patient samples after axi-cel,
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as well as tisa-cel treatment, were used. Standards were prepared via serial dilution of the respective
stock samples in nuclease-free H2O.

Method validation and evaluation of SCG-DP-PCR was performed as follows: using generated
standard curves; efficiencies (100% ± 10%) and linearities (correlation coefficient (R2) ≥ 0.98) of PCR
reactions targeting FMC63 and RNaseP were assessed. Constancy of PCR efficiencies across a wide
target concentration range (0.1% to 100%) was tested, i.e., similarity of ∆(Ct FMC63–Ct RNaseP) in all
standards via a relative efficiency plot was confirmed. Three validation runs were performed.

Lastly, SCG-DP-PCR was compared to the absolute standard curve method (ACM). For this,
CART-copies were quantified in the PB sample of a patient after axi-cel treatment using the
patient-specific FMC63 standard curve generated from the patient’s axi-cel product (see above).
The result was normalized to RNaseP as previously reported [19]. Determined CART-copies using
ACM were compared to the result of direct copy number assessment via SCG-DP-PCR that had been
performed on the same patient sample.

2.3. CART Monitoring Using SCG-DP-PCR

After validation, SCG-DP-PCR was applied on PB and CSF samples of patients treated with axi-cel
or tisa-cel and copy numbers assessed using the 2−∆Ct calculation as previously described [17], i.e.,
applying the formula:

copy number/µg PBMC DNA = 2−∆(Ct FMC63−Ct RNaseP)
× 2× 140, 370

For calculation of the copy number/cell in a CART product this formula was modified [17]:

copy number/µg PBMC DNA = 2−∆(Ct FMC63−Ct RNaseP)
× 2

3. Results

Efficiencies and linearities of standard curves were within accepted ranges for all validation
runs. PCRs targeting FMC63 and RNaseP in axi-cel and tisa-cel standard samples displayed similar
efficiencies of 96.5% with slightly differing standard deviations of 2.8% and 1.4%. For all validation
experiments, relative efficiencies were similar for defined target concentration ranges. Exemplary data
from one of three validation experiments are displayed in Figure 1A,B.

Differences in results between SCG-DP-PCR and patient-specific ACM were within an acceptable
range (Figure 1A): A CART frequency of 0.147%, i.e., 206 CARTs per 140,370 PBMCs (1 µg PBMC DNA)
was calculated via ACM. Using SCG-DP-PCR, a copy number of 604 FMC63-copies per 140,370 PBMCs
containing 3.68 vector copies per CART (calculated via 2−∆(Ct FMC63 − Ct RNaseP)

× 2) [17], corresponding
to 164 (0.117%) CARTs per 140,370 PBMCs, was assessed.

After validation, SCG-DP-PCR was used on samples of patients treated with axi-cel or tisa-cel.
Results from six patients are displayed in Figure 1C. Axi-cel patients #7 and #8 displayed a grade
4 immune effector cell-associated neurotoxicity syndrome (ICANS; grading according to American
Society for Transplantation and Cellular Therapy (ASTCT) consensus guidelines [20] four and five
days after CART treatment, respectively). SCG-DP-PCR detected high peak CART frequencies in the
PBMCs of these two patients (out of a total of 20 axi-cel patients) on day seven and in the CSF of
patient #8 on days 10 and 22 (Figure 2A). Compared to mean peak CART frequencies of 18 axi-cel
patients displaying no or low-grade ICANS (grade 0–III), peak CART frequencies of patients #7 and #8
developing ICANS IV were significantly higher (Figure 2B). PBMC CART frequencies of patient #8 were
markedly lower (128,020 (day 10) and 36,423 (day 22) FMC63 copies per µg PBMC DNA) compared to
CART frequencies in the CSF. Of note, cranial computed tomography (cCT) and electroencephalogram
(EEG) of this patient did not reveal any pathological findings. Additional parameters as well as course
of ICANS-treatment of patient #8 are summarized in Figure 2C–G.
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axis: threshold cycle (Ct)) and exemplary data from one validation experiment are displayed. Data 
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Ct, threshold cycle. (B) The relative efficiency plot compares simultaneous PCR reactions over the 
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Figure 1. (A) Standard curves of duplex qPCR reactions targeting FMC63 and ribonuclease P (RNaseP) (semi-logarithmic display; X-axis: % chimeric antigen receptor
T cells (CARTs) (log10); y-axis: threshold cycle (Ct)) and exemplary data from one validation experiment are displayed. Data points assessed via absolute standard
curve method (ACM) and single copy gene-based duplex-PCR (SCG-DP-PCR) were included into the graph. Mean Ct values from qPCR were used for linear
regression. Reactions were performed in triplicates. QPCR: quantitative polymerase chain reaction; Ct, threshold cycle. (B) The relative efficiency plot compares
simultaneous PCR reactions over the tested Ct range by calculation of ∆(Ct FMC63 – Ct RNaseP) and the use of graphical analysis (semi-logarithmic display; X-axis:
% CARTs (log10); Y-axis: ∆Ct). Exemplary data from one validation experiment are shown. Mean Ct values from qPCR were used for ∆Ct calculations. Results
are represented as mean ± standard deviation (SD). Reactions were performed in triplicates. (C) CARTs in the peripheral blood (PB) of three patients treated with
axicabtagene ciloleucel (axi-cel) and three patients treated with tisagenlecleucel (tisa-cel) were monitored using SCG-DP-PCR. qPCR reactions were performed in
triplicates. Mean Ct values were used for copy number assessment.
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Figure 2. (A) CARTs were monitored in peripheral blood (PB) mononuclear cell (PBMC) samples of
axi-cel treated patients #7 and #8. Additionally, CART frequency of patient #8 in the cerebrospinal
fluid (CSF) was assessed on days 10 and 22 after treatment. CSF of patient #7 was not analyzed.
Determined peak copy numbers are included within the graph. Mean Ct values from qPCR were
used for copy number assessment using SCG-DP-PCR. (B) Peak CART frequencies in patients #7 and
#8 who developed immune effector cell-associated neurotoxicity syndrome (ICANS) grade IV after
axi-cel treatment were compared to mean peak CART frequencies of 18 axi-cel patients (grade 0–III).
Mean Ct values from qPCR were used for copy number assessment using SCG-DP-PCR. Result for
the low-grade ICANS (grade < III) group is represented as mean ± SD. (C,D) Assessment of clinical
inflammatory markers ferritin, C-reactive protein (CRP), interleukin (IL)-1β, IL-6, IL-10 and IL-1
receptor antagonist (RA) in the PB of patient #8. Normal ranges of ferritin, CRP, IL-1β, IL-6 and IL-10
are indicated by green dotted lines. Normal range of IL-1RA (180–1300 pg/mL) is not included in the
figure. (E) Microphotograph of hematoxylin and eosin stained cells (50x magnification) in the CSF
of patient #8 at day 10 after CARTs. Morphologically, larger macrophages and smaller lymphocytes
were detected in a 60:40 ratio. (F) Handwriting sample. On days 5 up to 7 after axi-cel treatment,
the handwriting of the patient with high-grade ICANS was significantly impaired. (G) Treatment
of ICANS in patient #8. Arrows correspond to administered ICANS treatment compounds (doses
per day). Besides steroids, anti-convulsive treatment with levetiracetam and clonazepam as well as
anti-IL-1 treatment with anakinra were administered. Initially, the patient was also treated with the
IL-6-receptor blocker tocilizumab due to concomitant cytokine release syndrome (CRS). Tapering of
methylprednisolone and dexamethasone is indicated by shortened arrows.
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4. Discussion

Quantification of CARTs after patient treatment is of crucial importance to monitor CART
expansion after treatment. SCG-DP-PCR as a FMC63-universal PCR approach for CART quantification
described here enabled us to accurately monitor CART kinetics, but was also useful to diagnose ICANS
and differentiate CART-associated neurotoxicity from other neurologic etiologies. Consequently,
SCG-DP-PCR provides a tool to guide clinical decisions as high CART frequencies require careful
monitoring of CART side effects, whereas vanishing CART levels might indicate the need for a potential
second CART administration or T cell stimulating agents such as checkpoint inhibitors [21].

Recently, a digital PCR (dPCR) to assess axi-cel CART copy numbers has been described [18].
This approach was extended by implementing FMC63-specific primers and probes and enables axi-cel
and tisa-cel dPCR quantification [22]. Compared to a conventional qPCR approach that applies real-time
measurements of the signal generated from PCR products in a reaction cycle when a detection-threshold
is reached, dPCR fractionates samples in the smallest portions with an endpoint detection of every
“micro PCR”. Both approaches, SCG-DP-PCR and dPCR, are performed independently from standards
or calibrators. An advantage of dPCR is the statistical analysis of thousands of signals in every sample
that results in increased sensitivity compared to qPCR. High sensitivities of one CART per 5000 cells
and one CART per 10,000 cells by dPCR have been reported [18,22]. For SCG-DP-PCR, sensitivity is
approximately one CART per 3500 cells. In turn, SCG-DP-PCR allows the input of higher concentrations
of genomic DNA per sample when compared to dPCR. The use of higher concentrated samples can
markedly increase the sensitivity of a PCR system. Additionally, SCG-DP-PCR does not require sample
fractionating, a step crucial for dPCR quantification. Nonetheless, both PCR methods are well-suited
for efficient and fast CART quantification and an inter-laboratory comparison of our SCG-DP-PCR and
dPCR to confirm the validity of both methods for precise CART quantification is ongoing.

Alternatively, flow cytometry (FC) can be used to quantify CARTs. However, depending on the
target population size and total event count, FC-based approaches can be less sensitive. Additionally,
cytopenia that occurs frequently after CART treatment [1,11,23–25] results in insufficient PBMC
numbers to accurately perform FC analysis. Therefore, CART monitoring based on PCR approaches
is preferred over FC. Nonetheless, a comparison of SCG-DP-PCR with FC detection in appropriate
samples is ongoing.

5. Conclusions

Here, we describe a FMC63-universal PCR approach for quantification of CARTs including
commercially available CART products. Besides monitoring CART frequencies in patients after CART
treatment, SCG-DP-PCR proved useful in the detection and differentiation of CART-associated side
effects. Overall, this quantification approach significantly contributes to improve clinical treatment
with CARTs.
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Abbreviations

ACM: absolute standard curve method; ALL: acute lymphoblastic leukemia; axi-cel: axicabtagene
ciloleucel; ASTCT: American Society for Transplantation and Cellular Therapy; CAR: chimeric antigen receptor;
CART: chimeric antigen receptor T cell; CD19: cluster of differentiation 19; CLL: chronic lymphocytic leukemia;
CSF: cerebrospinal fluid; Ct: threshold cycle; DNA: deoxyribonucleic acid; DP: duplex; EEG: electroencephalogram;
FC: flow cytometry; H2O: water; ICANS: immune effector cell-associated neurotoxicity syndrome; log10: decimal
logarithm; µg: microgram; ng: nanogram; NHL: non-Hodgkin’s lymphoma; PB: peripheral blood; PBMCs:
peripheral blood mononuclear cells; qPCR: quantitative polymerase chain reaction; r/r: relapsed and/or refractory;
RPPH1/RNaseP: ribonuclease P RNA component H1; scFv: single chain variable fragment; SCG: single copy gene;
SCG-DP-PCR: single copy gene -based duplex -qPCR assay; SD: standard deviation; ∆: delta; %: percent.

References

1. Maude, S.L.; Laetsch, T.W.; Buechner, J.; Rives, S.; Boyer, M.; Bittencourt, H.; Bader, P.; Verneris, M.R.;
Stefanski, H.E.; Myers, G.D.; et al. Tisagenlecleucel in Children and Young Adults with B-Cell Lymphoblastic
Leukemia. N. Engl. J. Med. 2018, 378, 439–448. [CrossRef] [PubMed]

2. Gardner, R.A.; Finney, O.; Annesley, C.; Brakke, H.; Summers, C.; Leger, K.; Bleakley, M.; Brown, C.;
Mgebroff, S.; Kelly-Spratt, K.S.; et al. Intent-to-treat leukemia remission by CD19 CAR T cells of defined
formulation and dose in children and young adults. Blood 2017, 129, 3322–3331. [CrossRef] [PubMed]

3. Park, J.H.; Riviere, I.; Gonen, M.; Wang, X.; Senechal, B.; Curran, K.J.; Sauter, C.; Wang, Y.; Santomasso, B.;
Mead, E.; et al. Long-Term Follow-up of CD19 CAR Therapy in Acute Lymphoblastic Leukemia. N. Engl. J.
Med. 2018, 378, 449–459. [CrossRef] [PubMed]

4. Davila, M.L.; Riviere, I.; Wang, X.; Bartido, S.; Park, J.; Curran, K.; Chung, S.S.; Stefanski, J.; Borquez-Ojeda, O.;
Olszewska, M.; et al. Efficacy and toxicity management of 19-28z CAR T cell therapy in B cell acute
lymphoblastic leukemia. Sci. Transl. Med. 2014, 6, 224ra225. [CrossRef] [PubMed]

5. Porter, D.L.; Hwang, W.T.; Frey, N.V.; Lacey, S.F.; Shaw, P.A.; Loren, A.W.; Bagg, A.; Marcucci, K.T.; Shen, A.;
Gonzalez, V.; et al. Chimeric antigen receptor T cells persist and induce sustained remissions in relapsed
refractory chronic lymphocytic leukemia. Sci. Transl. Med. 2015, 7, 303ra139. [CrossRef]

6. Turtle, C.J.; Hay, K.A.; Hanafi, L.A.; Li, D.; Cherian, S.; Chen, X.; Wood, B.; Lozanski, A.; Byrd, J.C.; Heimfeld, S.;
et al. Durable Molecular Remissions in Chronic Lymphocytic Leukemia Treated With CD19-Specific Chimeric
Antigen Receptor-Modified T Cells After Failure of Ibrutinib. J. Clin. Oncol. 2017, 35, 3010–3020. [CrossRef]

7. Kochenderfer, J.N.; Somerville, R.P.T.; Lu, T.; Yang, J.C.; Sherry, R.M.; Feldman, S.A.; McIntyre, L.; Bot, A.;
Rossi, J.; Lam, N.; et al. Long-Duration Complete Remissions of Diffuse Large B Cell Lymphoma after
Anti-CD19 Chimeric Antigen Receptor T Cell Therapy. Mol. Ther. 2017, 25, 2245–2253. [CrossRef]

8. Turtle, C.J.; Hanafi, L.A.; Berger, C.; Hudecek, M.; Pender, B.; Robinson, E.; Hawkins, R.; Chaney, C.;
Cherian, S.; Chen, X.; et al. Immunotherapy of non-Hodgkin’s lymphoma with a defined ratio of CD8+

and CD4+ CD19-specific chimeric antigen receptor-modified T cells. Sci. Transl. Med. 2016, 8, 355ra116.
[CrossRef]

9. Neelapu, S.S.; Locke, F.L.; Bartlett, N.L.; Lekakis, L.J.; Miklos, D.B.; Jacobson, C.A.; Braunschweig, I.;
Oluwole, O.O.; Siddiqi, T.; Lin, Y.; et al. Axicabtagene Ciloleucel CAR T-Cell Therapy in Refractory Large
B-Cell Lymphoma. N. Engl. J. Med. 2017, 377, 2531–2544. [CrossRef]

10. Schuster, S.J.; Svoboda, J.; Chong, E.A.; Nasta, S.D.; Mato, A.R.; Anak, O.; Brogdon, J.L.; Pruteanu-Malinici, I.;
Bhoj, V.; Landsburg, D.; et al. Chimeric Antigen Receptor T Cells in Refractory B-Cell Lymphomas. N. Engl.
J. Med. 2017, 377, 2545–2554. [CrossRef]

11. Locke, F.L.; Ghobadi, A.; Jacobson, C.A.; Miklos, D.B.; Lekakis, L.J.; Oluwole, O.O.; Lin, Y.; Braunschweig, I.;
Hill, B.T.; Timmerman, J.M.; et al. Long-term safety and activity of axicabtagene ciloleucel in refractory
large B-cell lymphoma (ZUMA-1): A single-arm, multicentre, phase 1-2 trial. Lancet. Oncol. 2019, 20, 31–42.
[CrossRef]

12. Grupp, S.; Hu, Z.-H.; Zhang, Y.; Keating, A.; Pulsipher, M.A.; Philips, C.; Margossian, S.P.; Rosenthal, J.;
Salzberg, D.; Schiff, D.E.; et al. Tisagenlecleucel Chimeric Antigen Receptor (CAR) T-Cell Therapy for
Relapsed/Refractory Children and Young Adults with Acute Lymphoblastic Leukemia (ALL): Real World
Experience from the Center for International Blood and Marrow Transplant Research (CIBMTR) and Cellular
Therapy (CT) Registry. Blood 2019, 134, 2619. [CrossRef]

http://dx.doi.org/10.1056/NEJMoa1709866
http://www.ncbi.nlm.nih.gov/pubmed/29385370
http://dx.doi.org/10.1182/blood-2017-02-769208
http://www.ncbi.nlm.nih.gov/pubmed/28408462
http://dx.doi.org/10.1056/NEJMoa1709919
http://www.ncbi.nlm.nih.gov/pubmed/29385376
http://dx.doi.org/10.1126/scitranslmed.3008226
http://www.ncbi.nlm.nih.gov/pubmed/24553386
http://dx.doi.org/10.1126/scitranslmed.aac5415
http://dx.doi.org/10.1200/JCO.2017.72.8519
http://dx.doi.org/10.1016/j.ymthe.2017.07.004
http://dx.doi.org/10.1126/scitranslmed.aaf8621
http://dx.doi.org/10.1056/NEJMoa1707447
http://dx.doi.org/10.1056/NEJMoa1708566
http://dx.doi.org/10.1016/S1470-2045(18)30864-7
http://dx.doi.org/10.1182/blood-2019-129279


Cancers 2020, 12, 2820 9 of 9

13. Jaglowski, S.; Hu, Z.-H.; Zhang, Y.; Kamdar, M.; Ghosh, M.; Lulla, P.; Sasine, J.; Perales, M.-A.; Hematti, P.;
Nikiforow, S.; et al. Tisagenlecleucel Chimeric Antigen Receptor (CAR) T-Cell Therapy for Adults with
Diffuse Large B-Cell Lymphoma (DLBCL): Real World Experience from the Center for International Blood &
Marrow Transplant Research (CIBMTR) Cellular Therapy (CT) Registry. Blood 2019, 134, 766. [CrossRef]

14. Pasquini, M.C.; Locke, F.L.; Herrera, A.F.; Siddiqi, T.; Ghobadi, A.; Komanduri, K.V.; Hu, Z.-H.; Dong, H.;
Hematti, P.; Nikiforow, S.; et al. Post-Marketing Use Outcomes of an Anti-CD19 Chimeric Antigen Receptor
(CAR) T Cell Therapy, Axicabtagene Ciloleucel (Axi-Cel), for the Treatment of Large B Cell Lymphoma
(LBCL) in the United States (US). Blood 2019, 134, 764. [CrossRef]

15. Nastoupil, L.J.; Jain, M.D.; Feng, L.; Spiegel, J.Y.; Ghobadi, A.; Lin, Y.; Dahiya, S.; Lunning, M.; Lekakis, L.;
Reagan, P.; et al. Standard-of-Care Axicabtagene Ciloleucel for Relapsed or Refractory Large B-Cell
Lymphoma: Results From the US Lymphoma CAR T Consortium. J. Clin. Oncol. 2020, 38, 3119–3128.
[CrossRef]

16. Maude, S.L.; Frey, N.; Shaw, P.A.; Aplenc, R.; Barrett, D.M.; Bunin, N.J.; Chew, A.; Gonzalez, V.E.; Zheng, Z.;
Lacey, S.F.; et al. Chimeric antigen receptor T cells for sustained remissions in leukemia. N. Engl. J. Med.
2014, 371, 1507–1517. [CrossRef]

17. Kunz, A.; Gern, U.; Schmitt, A.; Neuber, B.; Wang, L.; Huckelhoven-Krauss, A.; Michels, B.; Hofmann, S.;
Muller-Tidow, C.; Dreger, P.; et al. Optimized Assessment of qPCR-Based Vector Copy Numbers as a Safety
Parameter for GMP-Grade CAR T Cells and Monitoring of Frequency in Patients. Mol. Ther. Methods
Clin. Dev. 2020, 17, 448–454. [CrossRef]

18. Fehse, B.; Badbaran, A.; Berger, C.; Sonntag, T.; Riecken, K.; Geffken, M.; Kroger, N.; Ayuk, F.A. Digital
PCR Assays for Precise Quantification of CD19-CAR-T Cells after Treatment with Axicabtagene Ciloleucel.
Mol. Ther. Methods Clin. Dev. 2020, 16, 172–178. [CrossRef]

19. Kochenderfer, J.N.; Dudley, M.E.; Feldman, S.A.; Wilson, W.H.; Spaner, D.E.; Maric, I.; Stetler-Stevenson, M.;
Phan, G.Q.; Hughes, M.S.; Sherry, R.M.; et al. B-cell depletion and remissions of malignancy along with
cytokine-associated toxicity in a clinical trial of anti-CD19 chimeric-antigen-receptor-transduced T cells.
Blood 2012, 119, 2709–2720. [CrossRef]

20. Lee, D.W.; Santomasso, B.D.; Locke, F.L.; Ghobadi, A.; Turtle, C.J.; Brudno, J.N.; Maus, M.V.; Park, J.H.;
Mead, E.; Pavletic, S.; et al. ASTCT Consensus Grading for Cytokine Release Syndrome and Neurologic
Toxicity Associated with Immune Effector Cells. Biol. Blood Marrow Transpl. 2019, 25, 625–638. [CrossRef]

21. Cao, Y.; Lu, W.; Sun, R.; Jin, X.; Cheng, L.; He, X.; Wang, L.; Yuan, T.; Lyu, C.; Zhao, M. Anti-CD19 Chimeric
Antigen Receptor T Cells in Combination With Nivolumab Are Safe and Effective Against Relapsed/Refractory
B-Cell Non-hodgkin Lymphoma. Front. Oncol. 2019, 9, 767. [CrossRef] [PubMed]

22. Badbaran, A.; Berger, C.; Riecken, K.; Kruchen, A.; Geffken, M.; Muller, I.; Kroger, N.; Ayuk, F.A.; Fehse, B.
Accurate In-Vivo Quantification of CD19 CAR-T Cells after Treatment with Axicabtagene Ciloleucel (Axi-Cel)
and Tisagenlecleucel (Tisa-Cel) Using Digital PCR. Cancers 2020, 12, 1970. [CrossRef] [PubMed]

23. Logue, J.M.; Zucchetti, E.; Bachmeier, C.A.; Krivenko, G.S.; Larson, V.; Ninh, D.; Grillo, G.; Cao, B.; Kim, J.;
Chavez, J.C.; et al. Immune reconstitution and associated infections following axicabtagene ciloleucel in
relapsed or refractory large B-cell lymphoma. Haematologica 2020. [CrossRef] [PubMed]

24. Fried, S.; Avigdor, A.; Bielorai, B.; Meir, A.; Besser, M.J.; Schachter, J.; Shimoni, A.; Nagler, A.; Toren, A.;
Jacoby, E. Early and late hematologic toxicity following CD19 CAR-T cells. Bone Marrow Transpl. 2019, 54,
1643–1650. [CrossRef] [PubMed]

25. Schubert, M.L.; Dietrich, S.; Stilgenbauer, S.; Schmitt, A.; Pavel, P.; Kunz, A.; Bondong, A.; Wegner, M.;
Stadtherr, P.; Jung, S.; et al. Feasibility and Safety of CD19 Chimeric Antigen Receptor T Cell Treatment
for B Cell Lymphoma Relapse after Allogeneic Hematopoietic Stem Cell Transplantation. Biol. Blood
Marrow Transpl. 2020, 26, 1575–1580. [CrossRef] [PubMed]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1182/blood-2019-130983
http://dx.doi.org/10.1182/blood-2019-124750
http://dx.doi.org/10.1200/JCO.19.02104
http://dx.doi.org/10.1056/NEJMoa1407222
http://dx.doi.org/10.1016/j.omtm.2020.02.003
http://dx.doi.org/10.1016/j.omtm.2019.12.018
http://dx.doi.org/10.1182/blood-2011-10-384388
http://dx.doi.org/10.1016/j.bbmt.2018.12.758
http://dx.doi.org/10.3389/fonc.2019.00767
http://www.ncbi.nlm.nih.gov/pubmed/31482064
http://dx.doi.org/10.3390/cancers12071970
http://www.ncbi.nlm.nih.gov/pubmed/32698364
http://dx.doi.org/10.3324/haematol.2019.238634
http://www.ncbi.nlm.nih.gov/pubmed/32327504
http://dx.doi.org/10.1038/s41409-019-0487-3
http://www.ncbi.nlm.nih.gov/pubmed/30809033
http://dx.doi.org/10.1016/j.bbmt.2020.04.025
http://www.ncbi.nlm.nih.gov/pubmed/32422254
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Material and Methods 
	Samples and General PCR Conditions 
	SCG-DP-PCR Validation 
	CART Monitoring Using SCG-DP-PCR 

	Results 
	Discussion 
	Conclusions 
	References

