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Hyper-IgM1 is a rare X-linked combined immunodeficiency
caused by mutations in the CD40 ligand (CD40LG) gene with
a median survival of 25 years, potentially treatable with in
situ CD4+ T cell gene editing with Cas9 and a one-size-fits-
most corrective donor template. Here, starting from our
research-grade editing protocol, we pursued the development
of a good manufacturing practice (GMP)-compliant, scalable
process that allows for correction, selection and expansion of
edited cells, using an integrase defective lentiviral vector as
donor template. After systematic optimization of reagents
and conditions we proved maintenance of stem and central
memory phenotypes and expression and function of CD40LG
in edited healthy donor and patient cells recapitulating the
physiological CD40LG regulation. We then documented the
preserved fitness of edited cells by xenotransplantation into
immunodeficient mice. Finally, we transitioned to large-scale
manufacturing, and developed a panel of quality control assays.
Overall, our GMP-compliant process takes long-range gene ed-
iting one step closer to clinical application with a reassuring
safety profile.

INTRODUCTION

Mutations in the X-linked CD40 ligand (CD40LG) gene underlie hy-
per-IgM1 (HIGM1), a combined immunodeficiency characterized by
low levels of IgG and IgA, normal or increased levels of IgM, and a
median survival of 25 years.' > The phenotype results from impaired
CD40L-CD40 crosstalk between CD4+ T cells and B cells, where it is
required for class switch recombination, and myeloid cells, where it
regulates immune activation.”” Restoration of physiological regula-
tion of CD40LG expression is paramount, as constitutive expression
or impaired regulation can result in lymphoproliferative or autoim-
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mune disease.”” In situ gene correction strategies using a donor
adenoviral-associated vector (AAV6) have been previously published
by our group® and others.”' Specifically, we have shown potential
clinical benefit of correcting CD40L-defective CD4+ lymphocytes
or hematopoietic stem cells, pasting into CD40LG intron 1 an
AAV6-delivered donor template encoding for a splice acceptor
sequence and the cDNA of CD40LG exons 2-5. In addition, we
have shown that CD40L corrected CD4+ T cells were able to promote
Ig class switch in vitro. Furthering our pursuit of treating HIGM1 pa-
tients with autologous gene-corrected CD4+ lymphocytes, we
reasoned that infusion of a large number of corrected cells may be ad-
vantageous to potentially avoid lymphodepletion and treat frail pa-
tients with ongoing chronic infections, as destination therapy or
bridge to hematopoietic stem cell transplantation. Therefore, we
strove to develop a sustainable and scalable GMP process, suitable
for a wide range of starting cell numbers—mirroring harvests from
either pediatric or adult donors—and allowing enrichment and
expansion of large numbers of edited cells. Here, we systematically
tested and optimized manufacturing conditions, from selection of
CD4+ cells to gene editing, enrichment of corrected cells, and expan-
sion. Furthermore, we validated the functional rescue of CD40L and
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the fitness of the drug product into a xenograft model and built a
custom quality control (QC) panel.

RESULTS

Optimization of a small- and medium-scale manufacturing
process for gene editing of CD4+ T cells

Starting from our previously published research-grade gene editing
process, we break down the decision points to be addressed for the
process development in Figure 1A. While not strictly required for
gene correction, we included the low-affinity nerve growth factor re-
ceptor (LNGFR) selector (Figure 1B) in the corrective donor template.
As LNGFR is expressed only upon correct integration of the correc-
tive cassette, through an internal ribosome entry site (IRES) sequence,
it allows for in vitro enrichment of edited cells and better reconstitu-
tion of CD40L expression.’® Selection of edited cells was also shown to
be beneficial in terms of safety as it supported purging of cells
suffering large deletion at the edited locus (to be reported elsewhere).
Moreover, enrichment by LNGFR favored standardization of product
specifics in terms of proportion of corrected cells present in the cell
product.

As research-grade CD4+ negative selection was not translatable to
clinical-grade manufacturing, we assessed the performance of sin-
gle-antibody immunomagnetic positive selection, reaching, with an
AAV6 donor, comparable results in terms of bona fide HDR editing
efficiency by LNGEFR expression, viability, growth, and immunophe-
notype (Figures 1C-1G and S1A). For activation and culture, use of
TransAct (Figure S1B) and 0.5% human serum albumin (HSA) before
editing, together with addition of IL-2 and human serum after editing,
were beneficial in terms of editing efficiency, with no impact on
growth and phenotype (Figures 1H-1J).

After initial experiments we favored integrase defective lentiviral vec-
tor (IDLV) over AAV6 as template delivery vehicle, given lower cyto-
and geno-toxicity concerns observed in a different setting."' While
editing efficiency with IDLV was lower (20% vs. 57%, see Figure S1C),
potency was comparable (Figure S1D).
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Optimal editing efficiency in G-Rex was achieved by delivering IDLV
at day 2, before electroporation, together with LentiBoost, a commer-
cial poloxamer that enhances lentiviral transduction'” (Figures 1K,
1L, and S1E). Of note, neither cyclosporine H (CsH), an inhibitor
of lentiviral restriction, nor supplementation with deoxyribonucleo-
tids"® significantly improved editing efficiency (Figure SIF), as
observed instead in other settings."*

Moving from research-grade electroporation with Lonza Nucleofector
to clinical-grade Maxcyte GTx, we compared different electroporation
protocols (expanded protocol T2 to T5, from lowest to highest energy
delivery), striking a balance between toxicity and editing efficiency
(Figures 1M and IN), ultimately choosing “expanded protocol T3”
(Exp T3). Immunomagnetic enrichment by LNGFR beads allowed
formulating a nearly pure product (Figure 10). We noticed an increased
performance of the enrichment step from day 5 to day 7, possibly due to
progressive dilution of residual CD4 microbeads used for initial cell pu-
rification (Figures 1C-1G), and correspondingly reduced LNGFR-in-
dependent cell binding to the enrichment column. In a large series of
experiments in which enrichment was performed at day 6, we observed
21-fold growth in cell numbers in the 4 days following gene editing, up
to LNGFR selection, and an additional 16-fold growth in the subsequent
7 days of expansion, with a cumulative growth of 46-fold, which also in-
corporates cell loss during selection (Figure 1P). The scheme of this first
small and medium process is illustrated in Figure 1Q.

Process validation with patient cells

We addressed potential concerns of reproducibility of our process
with patient-derived cells, reasoning that disease-specific characteris-
tics could potentially be relevant. Indeed, we confirmed the previously
described differences between HIGM1 patients and healthy donors
(HDs)'>'° in terms of white blood cell counts (Figure 2A) and
CD4+ subset distribution (Table S1), highlighting an increased level
of naive T cells (Figure 2B).

Despite these differences, and potentially other ones, related to previ-
ous patient medication that we could not account for, patient cells

Figure 1. Small- and medium-scale manufacturing of edited CD4+ T cells

(A) Flow chart with the decision points for manufacturing process development. For each step, corresponding panels are encircled in blue. (B) Gene editing strategy: the
corrective cassette is integrated by homologous recombination (red lines) in the first intron of the CD40LG gene (dark gray). HA-L, homology arm left; SA, splice acceptor;
HA-R, homology arm right. (C—E) Comparison of CD4+ selection by single-antibody-positive selection vs. negative selection by antibody cocktail in terms of editing efficiency
(C), viability (D), proliferation rate (E), expression of activation markers (F), and phenotype (mean + SD) (G). (H-J) Impact of human serum (HS) and IL-2 supplementation at
different time points on HDR efficiency (H), cell growth (I), and phenotype (J) (mean + SD), with AAV6 donor template. (K) Impact of transduction enhancers cyclosporine H
(CsH)'* and Lentiboost on editing efficiency, alone or in combination (Combo) targeting the AAVS1 locus with a GFP reporter IDLV. (L) Impact of timing of transduction on
editing efficiency, assessed by LNGFR expression in CD40LG locus with IDLV donor template (B). (M and N) Relative performance of different Maxcyte GTx electroporation
protocols in terms of cell viability (M) and HDR efficiency (N). Kruskal-Wallis test with Dunn’s multiple comparisons. Exp T2-T5 correspond to increased voltage settings. Exp,
expanded. (O) Immunomagnetic enrichment of LNGFR+ cells at different days after isolation and editing. (P) Fold growth at D6, D13, and cumulative growth of healthy donor
(HD) cells. D6/D2 is the cell fold growth measured at day 6, 4 days after gene editing, before the cell selection step. D13/D6 is the fold growth obtained at the end of the
process (from day 6 to day 13), D13/D2 is the total fold growth from the day of the electroporation to the end of the process considering the loss of cells after the selection
step. (Q) Schematic representation of the optimized small- and medium-scale protocol. Cells were immunomagnetically selected from buffy coats or peripheral blood
samples using CD4 microbeads and activated in G-Rex 24-6-6M on day 0; transduced with IDLV and electroporated with Cas9 RNP using MaxCyte GTx on day 2; on day 6
LNGFR+ cells were enriched and seeded for cell expansion; and, at day 13, cells were frozen. AAV6 donor was used in (C-J). IDLV donor was used in the remaining panels.
Empty dots indicate HD cells; full dots indicate patient cells. Editing efficiency, phenotype, and activation markers were assessed by flow cytometry. UT, untreated; GE, gene
edited; TSCM, T stem cell memory; CM, central memory; EM, effector memory; TEMRA, terminal differentiated; MOI, multiplicity of infection; MW, multiwell. Percentage of live
cells was assessed by trypan blue exclusion.

548 Molecular Therapy: Methods & Clinical Development Vol. 30 September 2023



www.moleculartherapy.org

A @ same patient B C § @ same patient 5
(=
- S 100 Pry
_ 12000 - 100/ = TEMRA g 120 1.2 §
> 10000+ 5 50 o EN 5 1004 |, (103
g 8000 Normal range _3 B CM ; 80+ to.8s %
< < 601 B TSCM w T
6000 2. = i S 601 106 2
S Y = - 7 =
S 40001 g 2. 401 0.4 B
m o ° 204 o =
£ 2000{ ©p° 2 2 20 023
| 3 S
0- a © * o 5 O 100 E
X 2 © > o
¥ A E- PSRN R &
w Q o
B Negative
= PDA+
D E F
£ CTLA4+
Edited _UT 3 Edited UT 1204 4 B LAG3+
__100 S 100l e = TEMRA R Edited _UT. TIM3+
2 - B9 CD3-CD14+ § = E'\I\I/II - 1 7
= BN CD3-CD56+ 3 80+ = TSCM @ EE LAG3+PD1+
2 60 == CD8+ £ 601 & E= CTLA4+ PD1+
G B CD4+ £} 2 ZZ | AG3+TIM3+
g 40 B CD3-CD1%+ & 401 b7
£ % = cps- = g B8 | AG3+CTLAA+
1) % 20 & @ TIM3+CTLAG+
L : T ol . mm TIM3+PD1+
AR ARY SO S PO N x == |AG3+ PD1+CTLA4+
s N TP W
EE | AG3+PD1+TIM3+
mm PD1+CTLA4+TIM3+
B CTLA4+TIM3+LAG3+
N | AG3+PD1+CTLA4+TIM3+

(9]
==

@ same patient

) —
o =
80 D62 | Day1dks |Daytar2 =120 e PtLNGFR+ £ 30 e PtLNGFR+
° o =100 = Pt L£25 = Pt
2 60 o 2 80 -¢- HD LNGFR+ o 20 - HD LNGFR+
s ° 3 = HD g A
S 40 R * o0 o 60 8 15
5 o lew © 5 4 5 10
= —— o o 0 o
S 209 o < 5 o
T #e 2| e # g 20 £ 5 ]
ol lwe#d | 7 g o 2o
3O O =3 0 25 6 85 24 [ 0 25 6 85 24
WX @R @ X « Time after stimulation (hours) Time after stimulation (hours)
T T k°
*process yield considering all selected cells
J Gating strategy
a0 e CDA0L+] 03 LNGFR+
200k o 200 o 84,4 200K 5 97,3

150k 4 150K 150 5

FSC-H

100k 100k 100k

50K 50K

0 100K 200K o

FSC-A
Figure 2. Confirmatory experiments on patient cells
(A) White blood cell (WBC) count from patient blood samples. Dotted lines indicate the normal range of WBC in HDs. Full dots indicate the same patient analyzed at different

time points. (B) Naive, TSCM, CM, EM, and TEMRA distribution in CD4+ cell-positive fraction (mean + SEM). (C) Editing efficiency at day 5-6 by LNGFR expression and at day

(legend continued on next page)

Molecular Therapy: Methods & Clinical Development Vol. 30 September 2023 549


http://www.moleculartherapy.org

were edited with similar or better efficiency (Figure 2C), maintaining
CD4+ cell purity until the end of the process (Figure 2D) and result-
ing in a higher proportion of T stem cell memory (TSCM) cells (Fig-
ure 2E)." Analysis of activation/exhaustion markers showed very few
cells double positive and none triple or quadruple positive for the
markers analyzed (Figure 2F), suggesting that the optimized culture
conditions and the high proliferation rates did not drive cell exhaus-
tion.'”'® However, we observed a different kinetic of cell growth
compared with HDs: patient cells displayed a higher initial prolifera-
tion rate, followed by a lower one, resulting in an overall slightly lower
process yield (Figure 2G), possibly reflecting the aforementioned
higher proportion of naive cells (Figures 2A and 2B). In addition,
in lieu of the previously developed IgG class switch assay® we devel-
oped three reproducible potency assays that documented the
potency of corrected patient cells in terms of regulated CD40LG
expression, binding to CD40, and downstream signal transduction
(Figures 2H-2I). By correcting patient cells we were also able to
experimentally demonstrate that cells expressing CD40L upon
correction also expressed LNGFR, thus confirming that the latter is
stringently coupled to correction of CD40LG (Figure 2J).

Engraftment of gene-edited cells upon xenotransplantation

The fitness of the edited cells was proven upon xenotransplantation
into non-irradiated NSG mice and compared with that of untreated
or mock electroporated cells from two different HDs undergoing
the same culture process. The study was carried out in certified
GLP conditions, as detailed in the materials and methods; a schematic
representation of the experiment is reported in Figure 3A. Engraft-
ment in peripheral blood was similar across groups (Figure 3B),
with preserved human CD4+ purity in the human CD45+ subset
(Figure 3C) and no expansion of other cell subtypes. Engrafted cells
repopulated mice spleen as expected, with little but detectable engraft-
ment in the bone marrow (Figure 3D). Editing efficiency in terms of
both LNGEFR expression and molecular analysis was stable in the pe-
ripheral blood of treated animals (Figures 3E and 3F) and could also
be documented in bone marrow and spleen (Figure 3G). Infused cells
showed progressive maturation toward effector phenotype, which
was similar to their untreated or mock-electroporated counterparts
(Figure 3H). In terms of fitness of infused cells, we observed spleen
repopulation by human cells (Figures 31 and S2A; Table S2); compa-
rable levels of graft-versus-host disease (GVHD) were observed, even
despite the absence of CD8 T cells, across skin, lung, and liver of the
treated animals (Figures 3] and S2A; Tables S3-S5), with mild impact
on body weight (Figure S2B).

Scale up of the manufacturing process

Based on these encouraging results, we scaled up the manufacturing
process to the full scale (up to 500 x 10° electroporated cells at
day 2), as summarized in Figure 4A. Briefly, we took advantage of

Molecular Therapy: Methods & Clinical Development

CliniMACS Prodigy for CD4+ selection and LNGFR+ enrichment,
and GMP-compliant R-1000 and R-20K process assemblies for the
MaxCyte GTx electroporator. Cells were kept in a closed system
with the sole exception of cell wash and centrifugation steps. Hereby,
we were able to recover 77% of CD4+ cells on the day of selection (day
0), and 69% on day 2, before gene editing (Figure 4B). On day 6 we
enriched our cell product with high LNGFR purity and an average re-
covery of 85% (n = 3 LNGEFR selection runs) (Figures 4B and 4C). For
cell culture and expansion we exploited the G-Rex bioreactor, which
was scalable from G-Rex 6M to G-Rex 500M-CS, yielding up to
20 x 10 cells (Figure 4D). Overall, CD4+ purity was maintained until
the end of the process with no expansion of CD8+ T cells (Figure 4E),
and the proportion of TSCM and central memory (CM) was compa-
rable with that obtained with the medium-scale process (Figure 4F);
no exhaustion was evident by surface marking (Figure 4G), and po-
tency was in line with medium-scale experiments (Figures 4H-4]J).
Thus, we were able to transition from a laboratory-grade protocol
to a manufacturing process suitable for clinical-grade product formu-
lation with substantial improvements in the growth and purity of the
edited cells while preserving the most relevant TSCM and CM
fractions.

Critical quality attributes

Given the absence of comparable gene therapy products in clinical
use, we devised a suitable QC panel addressing the specific character-
istics of the manufacturing process (Figure 5A). For identity charac-
terization, beyond previously described assays, we propose to assess
clonal diversity by Vbeta repertoire analysis (Figure 5B), whereby
we did not detect skewing after manipulation. In terms of process-
related impurities, residual Cas9 was not detected (Figure 5C). No
cytokine-independent growth was observed (Figure 5D); median re-
sidual p24 was 47 pg/mL (range 13-138, n = 6), corresponding to a
total of 7,050 pg per batch (range 3,680-13,800), with an estimated
depletion of >99.9% at the end of the process (Figures 5E and 5F).
Detailed genomic integrity analysis will be reported in a separate
manuscript.

DISCUSSION

Here, starting from a research-grade protocol® we have developed a
GMP-compliant, large-scale, IDLV- and Cas9-based HDR long-
range editing process suitable for clinical use, while shortening its
length from the original 21 days down to 13 days. To our knowledge,
this strategy is unique in its design. Our process preserves CD4+ T cell
purity, therapeutically relevant phenotypes, with in vivo documented
fitness and function, reproducible potency, while also expanding the
cells >45-fold. In our systematic testing of the raw materials and con-
ditions we found that the most significant improvements in terms of
cell growth and expansion came from culture conditions, and espe-
cially from stimulating the cells with a high dose of TransAct, in

13 by LNGFR expression and ddPCR (median + IQR). Green bars, Pt; blue bars, HD. (D-F) Composition, phenotype distribution, and expression of exhaustion markers in
patients and HD cells, (mean + SEM). (G) Fold growth at D6, D13, and cumulative growth of patient and control cells. # indicates sample shipped overnight in suboptimal
conditions. (H) Relative MFI of CD40L in LNGFR+ cells (median + IQR). (I) Relative binding to CD40 in LNGFR+ cells (median + IQR). (J) Gating strategy for expression of

LNGFR in CD40L-expressing cells upon stimulation. Pt, patient; HD, healthy donor.
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the absence of serum in the closed G-Rex system. The process is ex-
pected to yield at least 1 x 10" cells per patient in a single run, which
is in the range of doses used in other T cell therapies.'**'

T cells are a prime candidate for clinical application of HDR gene ed-
iting, as the risk of transformation stemming from unexpected
genomic rearrangements is thought to be low in terminally differen-
tiated cells, even when using AAV6 as donor template. In the pursuit
of a common template delivery platform for both T cell and HSPC
gene editing we favored IDLV for safety benefits observed in the latter
context. While IDLV was significantly less efficient than AAV6 for
template delivery, editing efficiency could be partially rescued by
the use of LentiBoost. Inclusion of the LNGFR selector in the correc-
tive cassette allowed for the formulation of a highly enriched product.
In the hemizygous condition of CD40LG, enrichment of the desired
outcome may also be expected to be beneficial in terms of genotoxic-
ity, purging out cells that have undergone large deletions or other
complex rearrangements that compromise regulation of the gene.
In absence of alternative clinically compliant systems, RNP delivery
by electroporation required balancing efficiency with the significant
electroporation toxicity, which plateaued around protocol Exp T3.
Around 30% cell loss had to be accounted for at this voltage level.
In the future, less toxic delivery tools, such as lipid nanoparticles,
may allow mitigating the cell death due to electroporation.”

In vivo assessment of functionality and fitness of edited cells is some-
what challenging given the intrinsic dynamics of human CD4+ cells
upon xenotransplantation, resulting from clonal expansion and
GvHD. Indeed, in absence of alternative options, we took advantage
of the model to show that gene editing did not detectably alter the func-
tionality of CD4+ cells, which were able to engraft and give rise to
GvHD similarly to their unedited counterparts, while maintaining
the expression of LNGFR in the long term. In principle, robust engraft-
ment is an advantage of gene editing CD4+ T cells over HSPCs, whose
repopulation capacity is instead usually hampered upon long-range
gene editing.'*" In terms of QC, we developed assays to address prod-
uct-specific potency, and theoretical immunogenicity concerns for re-
sidual Cas9, to meet recent indications by regulatory authorities.

An intrinsic limitation of this process is its complexity, stemming
from the necessity of delivering all the editing components and en-
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riching for edited cells; this may reasonably be expected to impact
on the non-trivial costs of manufacturing. Still, some efficiencies
may be gained from the process scalability, which allows to save crit-
ical reagents by reducing the scale (e.g., in case of pediatric patients).

Inter-donor variability, while present, was overall manageable.
Conversely, we observed consistent differences between HD and pa-
tient cells. The latter were edited with similar or even higher efficiency
but displayed a slightly different proliferation kinetic. While patient
samples may be difficult to collect in large numbers for the sake of
process development, we reckon that assessment of the process per-
formance with real-world patient cells provides valuable information
for tailoring of its conditions. Large-scale runs with patient cells may
be warranted in the future.

In summary, here we report that the feasibility of large-scale clinical-
grade manufacturing of gene-corrected CD4+ T cells supports clinical
translation with a favorable risk-benefit profile of one of the first ap-
plications of long-range HDR-mediated gene editing. Moreover, most
of our findings may be portable to other T cell gene therapy platforms.

MATERIAL AND METHODS

Culturing and gene editing of CD4+ T cells with IDLV

For small- (1-2 x 10° cells at day 2) and medium-scale (5-10 x 10°
cells at day 2) experiments CD4+ T cells were isolated from buffy coats
of HDs with StraightFrom Buffy Coat CD4 Microbeads or from pa-
tient peripheral blood samples with StraightFrom Whole Blood CD4
Microbeads human (both Miltenyi Biotec). CD4+ T cells were
cultured in X-Vivo 15 (Lonza) supplemented with 0.5% HSA (Bax-
alta), 1% Pen/Strep (Lonza), 100 IU/mL IL-7, and 200 IU/mL IL-15
(both from Miltenyi Biotec) and stimulated with T cell TransAct
40 pL/10° cells (Miltenyi Biotec) at 2 x 10 cells/mL. On day 2, unless
stated otherwise, cells were transduced at 1 x 10° cells/mL with
CD40LG-IRES_LNGFR-IDLV at an MOI of 40, and after 8 + 1 h
were washed with at least 1 volume of DPBS followed by a second
wash with the indicated electroporation buffer (EB), resuspended in
the indicated EB, and electroporated with SpyFi high fidelity Cas9 (Al-
devron) complexed with a single guide RNA targeting the first intron
of CD40LG. In preliminary experiments, recombinant AAV6, deliv-
ered after electroporation, instead of IDLV was used for donor tem-
plate delivery, as indicated.

Figure 3. Xenotransplantation of edited cells

(A) Scheme of experiment: NSG mice (n = 5/group) were transplanted with 20E+06 cells/mouse isolated from two HDs and left untreated (Cl 1-2), edited (Tl 1-2), or mock
electroporated (Mock 2). Infused cells were manipulated as described in Figure 1A. Mice were followed by serial bleeding until experiment termination (day 60) when organs
were collected for cytofluorimetric, molecular, and histopathological analysis. (B) Percentage of hCD45+ cells in human graft evaluated in peripheral blood (PB) of NSG mice
over time (Mmean + SD). (C) Percentage of hCD3+CD4+ cells in human graft evaluated in peripheral blood (PB) of NSG mice over time (mean + SD). (D) Percentage of human
CD45+ cells in bone marrow (BM) and spleen (SPL) of NSG mice at termination (day 60), mean + SD. n = 5 mice/group with the exception of the TI1 group in which two mice
were excluded due to failure in human cell engraftment and premature death. (E-G) Percentage of LNGFR+ cells analyzed by FACS (mean + SD) (E) and proportion of edited
alleles by ddPCR (mean + SD) in PB over time (F) and in BM and SPL (G) at the end of experiment at day 60. (H) Phenotype of CD4+ cells in PB over time (10-30 days post
injection [d.p.i.]). *Population in which only 1 or 2 out of 5 samples were above the low limit of quantification of the method (3* cells/pL). Phenotype of n = 5 mice/group with the
exception of the TI1 group in which two mice were excluded due to failure in human cell engraftment and premature death. (l) Heatmap indicating the spleen repopulation by
engrafted cells. n = number of mice with none, minimal, mild to moderate, and marked mononuclear infiltration. (J) Heatmap indicating GvHD damage in skin (back and ear),
lung, and liver. n = number of mice with none, minimal, mild to moderate, and marked GvH reaction. Cl1-2, control item 1-2, untreated cells; TI1-2, test item 1-2, edited cells;

Mock, mock electroporation.
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After electroporation, cells were cultured in X-Vivo 15 (Lonza) sup-
plemented with 5% human serum (Pan Biotech), 1% Pen/Strep
(Lonza), 100 IU/mL IL-7, 200 IU/mL IL-15, and 50 IU/mL IL-2 (all
from Miltenyi Biotec). On day 6, unless stated otherwise, cells were
enriched by custom-made immunomagnetic CD271 Microbeads
(Mitenyi Biotec) and subsequently expanded until days 13-14 in
the same culture medium. Cells were then frozen in saline solution
supplemented with 7% HSA and 5% DMSO (Sigma) with
KryoPlaner560-16 Software v.5.26 (Planer, Sunbury-on-Thames,
UK) and stored in nitrogen vapors.

Multiwell plates (24-well) were used for small-scale experiments,
while G-Rex 6-6M cell culture systems (Wilson Wolf) were used
for medium-scale (5-10 x 10° cells at day 2) experiments. Character-
ization of corrected cells is reported in the supplemental information.

Large- and full-scale GMP-compliant manufacturing process
For large-scale experiments (100-500 x 10° cells at day 2) CD4+
T cells were isolated from male HD leukaphereses with the Enrich-
ment Protocol 2.0 of CliniMACS Prodigy (Miltenyi) and
CliniMACS CD4 GMP Microbeads, activated, and cultured in
G-Rex 100CS or G-Rex 500CS (Wilson Wolf). Cell activation and cul-
ture conditions were identical to those indicated before. Electropora-
tion was performed using R-1000 (100 x 10° cells) or R-20K process
assembly (500 x 10° cells) using a MaxCyte GTx electroporator after
a first wash with at least 1 volume of DPBS, followed by a second wash
with Opti-MEM, resuspended in Opti-MEM at a concentration of
100-150 x 10° cells/mL. On day 6, LNGFR+ cells were isolated using
the Enrichment Protocol 2.0 of CliniMACS Prodigy (Miltenyi) and
CD271 Microbeads (Miltenyi). Cells were seeded in a G-Rex biore-
actor for cell expansion and on day 13 frozen in CryoMACS bags
(Miltenyi) in saline solution supplemented with 7% HSA, 5%
DMSO (Sigma) using KryoPlaner560-16 Software v.5.26 (Planer),
then stored in nitrogen vapors.

Xenotransplantation in NSG mice

Edited (test item), untreated (control item), and mock-electroporated
(Mock) human cells derived from two different HDs were infused
into male non-irradiated NSG mice (n = 5 mice/group) at a dose of
20 x 10° cells/mouse at day 0. Animals were monitored daily for clin-
ical signs while body weight was recorded weekly until the end of
study (day 60). Blood samples were collected at different time points
to determine composition and phenotype of transplanted cells by cy-
tofluorimetric analysis as well as the proportion of edited alleles by

Molecular Therapy: Methods & Clinical Development

ddPCR. At the end of the experiment, mice were euthanized and or-
gans were collected for cytofluorimetric and molecular analysis (bone
marrow and spleen) and for histopathological evaluation (bone
marrow, spleen, brain, gut, liver, skin, ear, lungs). According to
very low percentage of hCD45+ cells retrieved in blood samples
collected in the first 20 days after cell infusion, molecular analysis
was performed only on samples collected from day 30 on. All the
mice were maintained in specific pathogen-free conditions, and all
animal procedures were designed and performed with the approval
of the Animal Care and Use Committee of the San Raffaele Hospital
(IACUC no. 1167) and communicated to the Ministry of Health and
local authorities according to Italian law.

Human subject research

Informed consent for biological sample collection and anonymized
biological sample/data sharing for HIGM1 patients were obtained
by the referring physician according to local research protocols, and
reviewed and approved by local ethics committees or institutional re-
view boards. Buffy coats were obtained as anonymized residues of
blood donations, used upon signature of specific institutional
informed consent for blood product donation by healthy blood do-
nors. Whole blood samples were obtained according to Tiget Clinical
Protocol TIGET09: “Collection of biological material for the study of
blood cells and their microenvironment and for the development of
new therapeutic approaches for genetic diseases and tumors.” The ex-
periments conformed to the principles set out in the WMA Declara-
tion of Helsinki and the Department of Health and Human Services
Belmont Report.

DATA AND CODE AVAILABILITY

For original data please contact asperti.claudia@hsr.it. Additional
methods may be found in a data supplement available with the online
version of this article.

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.
1016/j.omtm.2023.08.020.
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Supplemental methods
Donor templates (AAV6 and IDLV)

The AAV6 donor template was generated from a construct containing AAV2 inverted terminal
repeats®; lab-grade AAV6 stocks were produced by InnovaVector (Pozzuoli (NA), IT), by transient
triple-transfection of suspension HEK-293 cells, then purified by ultracentrifugation on a cesium
chloride density gradient and characterized in terms of infectious titer (cell-based assay followed by
gPCR). The AAV6 preparation utilized throughout this study contained 3.2x10'? infectious
genomes/ml. The IDLV donor template was generated exploiting HIV-derived, third-generation self
inactivating transfer construct®. Lab-grade IDLV stocks were prepared in SR-Tiget Vector Core by
transient quadri-transfection of adherent HEK-293 T cells, concentrated by ultracentrifugation and
titered as previously described?. Nine different stocks were used throughout this study (infectious
titer: 7.78x108-5.8x10° TU/ml; infectivity: 2.78x10°-1.28x10* TU/ng p24). Purified IDLV stocks
were produced by the same transfection method, followed by chromatography steps, sterilizing
filtration and QC testing as described®. The stock used for this study was characterized for: infectious
titer by ddPCR (1.83x10° TU/ml); particle concentration with HIV-1 p24 antigen ELISA Kit,
PerkinElmer (infectivity = 4.94x10* TU/ng p24) and by multiangle dynamic light scattering
(MADLS) technology using Zetasizer Ultra, Malvern Panalytical (particle concentration = 7.72x10*!
pp/ml and aggregates = 0.77%); endotoxin by the Endosafe PTS system, Charls River (2.94 EU/ml),
for total proteins by DC protein assay, BioRad (8.67 mg/ml); host cell proteins by HEK293 HCP
ELISA assay kit, Cygnus Technologies (0.15 pg/ml); total DNA by Quant-iT PicoGreen dsDNA
Assay Kit, Invitrogen (4.14 pg/ml); and for residual VSV.G plasmid measured by digital droplet PCR
(3.39x108 copies/ml)2.

DNA Extraction

Genomic DNA was extracted with QIAamp DNA Micro Kit (QIAGEN) according to manufacturers’

instructions.



ddPCR assays

For digital droplet PCR (ddPCR) analyses, we analyzed 5-50 ng of gDNA per reaction with the
QX200 Droplet Digital PCR System (Bio-Rad). TTC5 (Bio-Rad) was used for normalization. The
sequences of non-commercial assays are reported in table S6. Thermal conditions for commercial
ddPCR assays were 95°C x 10, (94°C x 30”*, 55°C x 17, 72°C x 2’) x 40 cycles, 98°C x 10°. Copy
numbers and confidence intervals were calculated with QXManager version 1.2 or QuantaSoft

Regulatory edition v 1.7 (Bio-Rad).
Flow-cytometry

50-500k cells or 50 ul of PB were incubated with antibodies (see antibodies list in table S7) for 10
minutes at 4°C and then washed with PBS (Corning) + 2% heat inactivated FBS (Euroclone). At least
20,000 events were acquired with BD FACSCanto Il (Becton Dickinson) or Cytoflex (Beckman
Coulter). PB samples were lysed with ACK solution for 10 min at RT before acquisition. We define
TSCM: CD62L*CD45RA" cells, CM: CD62L*CD45RA" cells, EM: CD62L"CD45RA" cells and
TEMRA: CD62L CD45RA" cells. Assessment of T-cell receptor diversity was done with the
I0Test® Beta Mark from Coulter (Beckman Coulter cat#1M3497), a multi-analysis tool designed for
quantitative analysis of the TCR VB repertoire on whole blood samples. The kit is composed of 8
vials containing mixtures of conjugated TCR VP antibodies corresponding to 24 different specificities
(about 70% coverage of normal human TCR VJ repertoire). The staining protocol was adapted for
use on purified CD4" T cells. Briefly 1x10° cells are stained with directly FITC- and PE-coupled
antibody mixes whereas anti CD3-V450 (clone UCHT1 BD Pharmingen cat#560365) is used to gate
the specific population. The test is run on FACS Canto Il (BD Pharmingen), equipped with DIVA
Software and analyzed with FlowJo Software (FLOWJO, LLC). Control for fluorescence PMT and
compensation settings are included in the kit. Data were analyzed with FCS Express 7 Research (De
Novo Software) or FlowJo software (Tree Star). For in vivo experiments Flow Count Beads (FCB)
were added to all samples before acquisition. This allows for absolute count and provides a precision
analysis in rare population. Limit of quantification (LOQ, 3 cell/uL) represents the minimum
acceptable concentration for each gate to consider reliable the percentage of the marker. Samples not
satisfying this acceptance criteria are excluded from the analysis. Data were analyzed with CytExpert
Reg. Edition 2.5 (Beckman Coulter). Gating strategies are reported in Figure S3A-D and S4A-B.



Functional assays

After thawing and overnight resting, CD4+ T-cells were activated using phorbol myristate acetate
(PMA, 10 ng/mL Sigma) plus ionomycin (500 ng/mL, Sigma) for 5 hours and surface expression of
CD40L and ability to bind soluble CD40 were followed over 2.5-24 hours. For AVV6 and IDLV
comparison experiments (Fig. S1D), cells were stimulated with PMA/ionomycin for 2.5 hours and
analyzed over 5.5-24 hours. T-cells were stained with a panel of antibodies including monoclonal
mouse anti-human CD271, CD3, CD4, CD154 or CD40mulgG fusion protein (Vinci Biochem).
CDA40L fold expression or CD40 binding were calculated as follows: median fluorescence intensity
(MFI) of the stimulated sample / MFI of the unstimulated sample.

The ability of CD40L expressing cells to trigger CD40 downstream signalling was evaluated by co-
culturing cells with HEK-Blue™ CDA40 cells (InvivoGen). CD4+ T-cells from both HDs and patients
were stimulated with PMA/lonomycin or left unstimulated. After 2.5 hours CD4+ T-cells were
harvested, washed and co-cultured in 1:1 ratio with HEK-Blue™ CD40L cells for 24 hours in
presence of anti hlL-1beta (InvivoGen) and anti-hTNF-alfa (InvivoGen). Recombinant human
CD40L (InvivoGen) and unstimulated T-cells were used respectively as positive and negative control.
After 24 hours, secreted SEAP was measured in the supernatant by QUANTI-Blue solution
(InvivoGen). The absorbance was read by Omega reader (BMG Labtech) at 650 nm.

Residual Cas9 assay

To quantitate residual Cas9 protein during manufacturing process, whole cell extract from 8x10°
CD4* T cells was analyzed with Cas9 ELISA Assay (XpressBio cat#Cas9-1000) following technical

data sheet indications.
Growth factor dependent growth assay

To study the growth factor dependency of CD4+ T cells, the effect of IL2, IL7, IL15 on proliferation
was examined. Briefly, cryopreserved CD4+ T cells were thawed and plated in X-Vivol5, 5% Human
Serum, 1% Pen/Strep with or without cytokines. The following cytokines were used at the indicated
concentrations: 100 1U/ml IL7, 200 1U/ml IL15 and 50 1U/ml IL2. Every two/three day of incubation,
the number of living cells was evaluated using trypan blue exclusion combined with automatic cell

counting (Countess 3FL automated Cell, ThermoFisher).

p24 quantification



Concentration of p24 was measured with Ella automated immunoassay system (ProteinSimple) using
the Simple Plex Human HIV-1 Gag p24 Cartridge (ProteinSimple) that is pre-loaded with a factory
calibrated standard curve and allows triplicate analysis of each sample. 1 ml of supernatant was
harvested at the indicated time points and stored at -80°C. A 0.5 ml QC aliquot of DP was dedicated
to p24 analysis. Samples were thawed at room temperature for 30 minutes. After thawing the DP was
centrifuged 5 min at 350rcf to remove cells. Thawed samples were diluted at least 2-fold with sample
diluent SD30 and centrifuged to remove residual debris. According to the manufacturer instructions,
the cartridge was loaded with 50 pL of diluted samples and 1ml of wash buffer and run on Ella

instrument. Results were analyzed with Simple Plex Explorer software (Protein Simple).

Histopathology

Liver, spleen, lung, gut, brain, skin ears and back, were trimmed and embedded in wax blocks,
sectioned and slides stained with haematoxylin and eosin. On selected sections immunohistochemical
analysis was performed with Anti human CD3, marker T-cells (LN10 Leika). Liver, skin and lung
were analysed for microscopic lesions (GvH reaction). The extent and severity was graded as GvH
minimal (score 1), GvH mild (score 2), GvH moderate (score 3) and GvH marked (score 4) as
described in detail in the tables of incidence for each organ analyzed. In the spleen, immune
reconstitution of the white pulp characterized by infiltrates of medium-large sized mononuclear cell
infiltrate was graded on a scale of 1 to 4 as minimal (1), mild (2), moderate (3), marked (4) as
described in detail in the table of incidence.

The slides were independently peer reviewed by an experienced pathologist and a consensus reached

on the findings.

Statistical analysis

Non-parametric statistical analyses were performed only on experimental data with at least 5

replicates, using Prism 9 (GraphPad Software), as reported in figure legends.



Supplemental data
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Figure S1: Optimization of a small and medium scale manufacturing process for gene editing
of CD4+ T-cells A) Expression of activation markers (Mean Fluorescence Intensity, MFI) by flow
cytometry at day 13 in cells edited after negative and positive selection for CD4+ cells. B) Cell culture
and activation with TransAct (TA) or CD3/CD28 magnetic beads (Dynal) in presence or absence of
Human Serum (HS). C) Percentage of edited cells with an IDLV donor template targeting AAVS1

locus to assess transduction timings in plastic plates. AAV6 added post electroporation. D) Relative
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MFI of CD40L (median = IQR) on UT (n = 12) or LNGFR+ HD derived CD4+ T cells, edited using
AAV6 (n=6) or IDLV (n=6). To determine statistical differences between groups, data comparison
was performed by Kruskal-Wallis test. E) Titration of transduction enhancers LentiBoost (LB) and
CsH for IDLV transduction. F) Percentage of edited cells in presence of deoxynucleotides (ANTPS)

during IDLV transduction.
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Figure S2: Engraftment of gene edited cells upon xenotransplantation A) GvHD histopathology.
Representative images of H&E (left panels) and human CD3 (right panels) staining on spleen, skin
from ear, lung and liver. Bars: 300 um (spleen), 200 um (skin from ear, lung and liver). B) Body

weight of transplanted animals was recorded weekly until the end of study (Day 60).
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Figure S3: Flow cytometry gating strategies representative plots A) Purity of selected cells after
CDA4+ selection and of the cell product B) Immunophenotype of CD4+ cells and LNGFR+/GFP+
fraction C) Potency of edited cells by expression of LNGFR, CD40LG, and binding to CD40mulgG.

D) Exhaustion panel
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Figure S4: Flow cytometry gating strategies representative plots A) Fraction of corrected cells in
PB of transplanted mice B) Immunophenotype of engrafted CD4+ cells. Same gating strategy was
applied at end point analysis on BM and Spleen

Supplemental Tables

Table S1: Cell composition (WBC, CD3+, CD4+, CD8+ T cells) in patients’ blood samples

*Sample #01 and #05 is the same patient at different timepoints

Sample ID Pt Age WBC CD3+ CD4+ CD8+
Cells/pl % % %
#01* 17 yo 5040 54,22 58,15 21,49
#02 15yo 4780 54,89 40,94 48,63
#03 26 yo 2240 47,2 38,86 45,31
#04 46 yo 2500 16,22 76,43 19,61
#05* 18 yo 1600 n.a. n.a. n.a.
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Table S2: Incidence table of spleen immune reconstitution in NSG mice xenotransplanted with

human edited CD4+ T-cells *cells did not engraft in one mouse. Tl control item, CI test item.

Cl1i TI1 Cl2 TI2 Mock 2
Donor 1 Donor 1 Donor 2 Donor 2 elegfonoorrited
untreated edited CD4"* untreated edited CD4"* ot erc)li ted
CD4" T cells T cells CD4" T cells T cells R
CD4" T cells
n=>5 n=5* n=>5 n=>5
n=5
Mononuclear
cell (human) 5 4 5 5 5
infiltration
Minimal 1 0 0 0 0
Mild 2 1 1 3 3
Moderate 2 1 4 2 2
Marked 0 2 0 0 0

Description and grading explanation
In the spleen, immune reconstitution of the white pulp characterized by infiltrates of medium-large
sized mononuclear cell infiltrate (human CD3 positive T cell) was seen with different extent and
graded on a scale of 1 to 4 as minimal (1), mild (2), moderate (3), marked (4); minimal referred of to
the least extent discernible and marked the greatest extent possible.

Table S3: Incidence table of GvH damage in skin from back and ears of NSG mice

xenotransplanted with human edited CD4+ T-cells *cells did not engraft in one mouse. TI control

item, ClI test item.

Cl1 TI1 Cl2 TI2 Mock 2
Donor 1 Donor 1 Donor 2 Donor 2 ele(I:thonoorrited
untreated edited CD4* T untreated edited CD4* T ot elzlite q
CD4" T cells cells CD4" T cells cells R
CD4* T cells
n=>5 n=>5 n=>5 n=>5
n=5
Skin from back
GvH reaction 5 4 5 5 4
Minimal 1 1 3 3 1

11




Mild 2 1 1 1
Moderate 0 1 0 2
Marked 1 0 1 0

Skin from ears
GvH reaction 5 4 5 5 5
Minimal 2 0 0 0 0
Mild 1 2 2 1 2
Moderate 0 2 2 2 2
Marked 2 0 1 2 1

Description and grading explanation

In the skin (back skin and ears) microscopic lesions (GvHD), characterized by medium-large size
mononuclear cell infiltrate (human CD3+ T cell) admixed with small size mononuclear cells (murine
F4/80 positive) and granulocytic/myeloid cells were seen with different extent and severity and
graded as detailed below:

e GvH minimal (score 1): minimal lymphomonocytic infiltrate in the derma and adnexa,
spongiosis and vacuolization of basal cells.
e GvH mild (score 2): mild lymphomonocytic infiltrate in the derma and adnexa,

dermoepidermal junction and occasionally infiltrating the epidermis, spongiosis and

vacuolization of basal cells.

e GvH moderate (score 3): moderate lymphomonocytic infiltrate in the derma and adnexa,

dermoepidermal junction, infiltrating the epidermis, spongiosis, vacuolization of basal cells

and necrotic keratinocytes.

e GvH marked (score 4): marked lymphomonocytic infiltrate in the derma and adnexa,

dermoepidermal junction, infiltrating the epidermis, marked spongiosis, vacuolization of

basal cells, necrotic keratinocytes. Necrosis of the epidermis with ulcer.
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Table S4: Incidence table of GvH damage in lung of NSG mice xenotransplanted with human

edited CD4+ T-cells *cells did not engraft in one mouse. Tl control item, CI test item.

Cl1 TI1 Cl2 TI2 Mock 2
Donor 1 Donor 1 Donor 2 Donor 2 elezfonoorrited
untreated edited CD4* T untreated edited CD4* T ot erc)ji ted
CD4" T cells cells CD4" T cells cells R
CD4* T cells
n=>5 n=>5 n=>5 n=>5
n=5
GvH reaction 5 4 5 5 5
Mild 1 0 0 1 1
Moderate 1 3 2 3 3
Marked 3 1 3 1 1

Description and grading explanation
In the lung, microscopic lesions (GvHD) characterized by infiltrates of medium-large sized
mononuclear cell infiltrate (human CD3 positive T cell) admixed with small size mononuclear cells
(murine F4/80 positive) and granulocytic/myeloid cells were seen with different extent and severity,
and graded as detailed below:

e GvH mild (score 2): mild lymphomonocytic infiltrate peribronchial/perivascular with mild

degeneration of epithelia of trachea and bronchioles
e GvH moderate (score 3): moderate lymphomonocytic infiltrate peribronchial/perivascular,

minimal to mild infiltration into parenchyma and mild degeneration of epithelia of trachea
and bronchioles

e GvH marked (score 4): marked lymphomonocytic infiltrate peribronchial/perivascular, mild

up to severe infiltration into parenchyma and mild degeneration of epithelia of trachea and

bronchioles
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Table S5: Incidence table of GvH damage in liver of NSG mice xenotransplanted with human

edited CD4+ T-cells *cells did not engraft in one mouse. Tl control item, CI test item.

Cl1i TI1 Cl2 TI2 Mock 2
Donor 1 Donor 1 Donor 2 Donor 2 elezfonoorrited
untreated edited CD4* T untreated edited CD4* T ot erc)ji ted
CD4" T cells cells CD4" T cells cells R
CD4* T cells
n=>5 n=>5 n=>5 n=>5
n=5
GvH reaction 5 4 5 5 5
Minimal 0 1 0 1 0
Mild 0 0 1 3 3
Moderate 5 1 3 1 2
Marked 0 2 1 0 0

Description and grading explanation
In the liver, microscopic lesions (GvHD) characterized by infiltrates of medium-large sized
mononuclear cell infiltrate (human CD3 positive T cell) admixed with small size mononuclear cells
(murine F4/80 positive) and granulocytic/myeloid cells were seen with different extent and severity
and graded as detailed below:

e GvH minimal: minimal inflammatory lymphomonocytic infiltrate in few portal triads.

e GvH mild: mild inflammatory lymphomonocytic infiltrate in some of the portal triads.

e GvH moderate: moderate/marked inflammatory lymphomonocytic infiltrate of most or all
of the portal triads, with spillover into the periportal hepatocytes. Minimal/mild
perivenular inflammation. Occasional hepatocyte degeneration.

e GvH marked: moderate/marked inflammatory lymphomonocytic infiltrate of all of the
portal triads, with spillover into the periportal hepatocytes. Moderate-to-severe
perivenular inflammation that extends into the hepatic parenchyma forming bridging and
associated with hepatocyte necrosis.

Table S6: ddPCR sequences

CD40LG

Probe 1 5’[FAM] TCA GTC TCC CTC TGA GAT GT[BHQI1] 3’
Probe 2 5S’[FAM] AGG CAA GAA GAG CGT CAA TIT GA
[BHQI1] 3°
5S’[FAM] TCC ACT GAG GAG TAT AAT TGG CTG G
Probe 3 [BHQ1] 3’
Primer For | 5’°- ttaggagggggtctgataca-3’
Primer Rev | 5’°- tcctcgatctgtgggaggaagagaa -3°

14




Table S7: List of antibodies

Target Fluorochrome | Vendor Clone Cat. No. Dilution

CD3 PECY7 Biolegend HIT3a 300316 1:100

CD3 FITC BD Pharmingen | SK7 345763 1:33

CD3 FITC Miltenyi biotec | REA613 130-113- 1:200
138

CD4 PB BD Pharmingen | RPA-T4 558116 1:100

CD4 Viogreen Miltenyi biotec | REA 623 130-113- 1:100
230

CD8 APC-H7 BD Biosciences | SK1 641400 1:33

CD8 APC-Vio770 | Miltenyi biotec | REA734 130-110- 1:200
681

CD14 BV510 Biolegend M5E2 301842 1:200

CD14 APC Miltenyi biotec | REA599 130-110- 1:400
520

CD19 PE BD Biosciences | 4G7 345777 1:50

CD45 FITC BD Biosciences | 2D1 345808 1:50

CD45 VioBlue Miltenyi biotec | REA747 130-110- 1:50
637

CD45RA PB Miltenyi biotec | T6D11 130-113- 1:50
360

CD45RA VioBlue Miltenyi biotec | REA1047 130-117- 1:50
743

CD56 APC Miltenyi biotec | AF12-7H3 130-090- 1:50
843

CcD62L PE BD Biosciences | DREG-56 555544 1:50

CD62L PE-Vio770 Miltenyi biotec | 145/15 130-113- 1:100
621

CD152 PE Miltenyi biotec | REA1003 130-116- 1:50

CTLA4 810

LNGFR APC Miltenyi biotec | ME20.4-1.H4 130-113- 1:50

CD271 418
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LNGFR /| AF647 BD Pharmingen | C40-1457 560326 1:25
CD271

LNGFR /| PE Miltenyi biotec | REA844 130-112- 1:100
CD271 601

CD154 PE Invitrogen 24-31 12-548-42 | 1:20
CD154 PE Biolegend 24-31 310806 1:50
CD223 / | VioBlue Miltenyi biotec | REA351 130-118- 1:50
LAG3 549

CD279 / | PE-Vio770 Miltenyi biotec | REA1165 130-120- 1:50
PD1 385

CD366 /| APC Miltenyi biotec | REA635 130-119- 1:50
TIM3 781

7-AAD 7-AAD Biolegend - 420404 1:100
Viability

Staining

Solution

CD40mulgG | PE Vinci Biochem | - ANC-504- | 1:50
fusion 050

protein
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