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SUMMARY

The synovial sarcoma X breakpoint 2 (SSX2) belongs to a mul-
tigene family of cancer-testis antigens and can be found overex-
pressed in multiple malignancies. Its restricted expression in
immune-privileged normal tissues suggest that SSX2 may be
a relevant target antigen for chimeric antigen receptor (CAR)
therapy. We have developed a T cell receptor (TCR)-like anti-
body (Fab/3) that binds SSX2 peptide 41-49 (KASEKIFYV)
in the context of HLA-A*-0201. The sequence of Fab/3 was uti-
lized to engineer a CAR with the CD3 zeta intra-cellular
domain along with either a CD28 or 4-1BB costimulatory en-
dodomain. Human T cells from HLA-A2" donors were trans-
duced to mediate anti-tumor activity against acute myeloid
leukemia (AML) tumor cells. Upon challenge with HLA-A2*/
$SX2" AML tumor cells, CAR-expressing T cells released inter-
feron-y and eliminated the tumor cells in a long-term co-cul-
ture assay. Using the HLA-A2" T2 cell line, we demonstrated
a strong specificity of the single-chain variable fragment
(scFv) for SSX2 p41-49 and the closely related SSX3 p41-49,
with no response against the others SSX-homologous peptides
or unrelated homologous peptides. Since SSX3 has not been
observed in tumor cells and expression cannot be induced by
pharmacological intervention, SSX24; 4 represents an attrac-
tive target for CAR-based cellular therapy to treat multiple
types of cancer.

INTRODUCTION

Cancer-testis antigens (CTAs) are a subgroup of tumor proteins with
normal expression, found almost exclusively in testis germline tissues
with aberrant expression in many types of cancer."* The expression of
CTAs is usually silenced by promoter hypermethylation, but in can-
cers, genes could be demethylated and CTAs re-expressed on the cell
surface.” As a result, testis-specific proteins could potentially be
recognized as neo-antigens when expressed ectopically in tumor tis-
sue.' In addition to having a cancer-restricted pattern of expression,
CTAs have been shown to be associated with an alteration of the host
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immune response and therefore represent ideal targets for cancer

immunotherapy.*”’

Of interest, among the CTAs is the synovial sarcoma X breakpoint
(SSX) proteins. The SSX genes are located on the X chromosome
and encode a family of ten highly homologous nuclear proteins,
SSX1-10.% Like other CTAs, expression of SSX mRNA has been shown
to be predominantly restricted to testis germline tissues.” Multiple SSX
family members have been demonstrated to be ectopically expressed
in many types of cancer.” Originally identified as part of a genomic
translocation present in synovial sarcoma, SSX2 (also called HOM-
Mel-40) is known to induce spontaneous antibody and cellular
response in patients with melanoma.'*'> S$X2 mRNA was also found
to be expressed, albeit heterogeneously, in colorectal carcinoma, pros-
tate cancer, breast cancer, hepatocellular carcinoma, glioma, lym-
phoma, leukemia, gastric carcinoma, and thyroid carcinoma tissue
samples.” In addition, SSX2 interacting protein (SSX2IP), which reg-
ulates the function of SSX2 in the testes and malignant cells, has
been shown to be elevated in approximately one third of acute myeloid
leukemia (AML) patient samples at presentation. 1314 Byrther, in AML
patients, induction of SSX2 is observed after demethylating treat-
ment."” Because cellular and humoral responses against immunogenic
SSX2 peptides have been observed in cancer patients, it is not surpris-
ing that SSX2 has also been exploited as a target for immune-based
therapy.” Therapeutic strategies against SSX2 include vaccines,'>"”
the expansion of antigen-specific T cells (CTLs),"*"” and the genera-
tion of T cell receptor (TCR) alpha- and beta-chains that specifically
target the HLA-A*0201-restricted epitope 41-49 of SSX2.*° An alter-
native approach to target CTAs expressed on tumor cells, albeit not
yet explored for SSX2 targeting, is the development of chimeric anti-
gen receptor (CAR) with TCR-like specificity.”’ These TCR-like
CARs combined a single-chain variable fragment (scFv) that recognize
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peptides presented in the context of the major histocompatibility com-
plex (MHC) to endodomains that contain costimulatory molecules
(either CD28 or CD137 in combination with CD3{, for instance).
While traditional CARs typically target proteins expressed on the sur-
face of a tumor cell, TCR-like CARs can target a wider variety of intra-
cellular antigens through their presentation by MHC molecules and
can quickly be manufactured and applied to patients.

AML is the most common leukemia occurring in adults and the sec-
ond most common leukemia of childhood.** For patients with high-
risk AML, relapse-free and overall survival still remain poor even
following hematopoietic stem cell transplantation (HSCT).*”** While
CAR T cell therapy has experienced exciting successes for the treat-
ment of patients with ALL, the lack of well-characterized and tu-
mor-specific surface antigens in AML has necessitated consideration
of CAR T cell strategies that may also affect normal tissues.”>*® One
such example is the well-known surface antigen CD123, which is ex-
pressed on the majority of AML blasts, but is also expressed on many
normal hematopoietic progenitor cells (HPCs).”>*” Re-expression of
CTAs, as well as tumor suppressor genes by inhibiting DNA methyl-
transferase, has been used with success for the treatment of hemato-
logic malignancies including AML.*** Because SSX2 expression in
tumor cells has been reported to occur either as naturally expressed
or having its expression induced by demethylation agents in tumor
cells, our group sought to evaluate a novel scFv specific for SSX2
and develop a CAR with specific activity against AML tumors."

CARs (SSX247._49 28¢ and SSX24;_49 BBY) that specifically recognized
the p41-49 epitope of SSX2 were developed by our group. These CARs
successfully targeted SSX2 peptide p41-49 when presented by HLA-
A2* on transporter associated with antigen processing (TAP)-defi-
cient T2 cells but also endogenously expressed SSX2 on AML tumor
cells. Moreover, we demonstrated that our novel SSX24; 40 CAR can
eliminate HLA-A2*/SSX2* AML tumor cells in vitro. Hence, the
broad expression of SSX2 across multiple cancer types, combined
with low and restricted expression in normal tissues, make this
CTA an attractive target for CAR-based immunotherapy.

RESULTS

SSX2,1.49 CARs design

An antibody antigen-binding fragment (Fab), called Fab/3, was
selected for specificity against the HLA-A*0201 epitope SSX24; 4.
Fab/3 was derived from an immunized Fab phage display library
and the nucleotide sequence of the selected phage was analyzed.*
The results of a homology search using IMGT/V-QUEST showed
that the variable heavy (Vy) chain shares 99% and 88% homology
in amino acid sequences with IGHV3-53%02 and IGHJ3*02, respec-
tively, for the closest human immunoglobulin (Ig) heavy chain germ-
line variable region.31 Searches for the variable light (Vi) chain
showed a 96% and 94% homology in amino acid sequences with
IGLV6-57%03 and IGLJ3*02, respectively, for the human Ig light
chain germline variable region.”’ The variable regions of the heavy
and light chains of Fab/3 shown in Figure 1A were cloned as an
scFv fragment into validated CAR templates that include: the CD8a

hinge and transmembrane domain with the CD34 epitope recognized
by the QBEnd-10 antibody embedded in the hinge, the CD28
or 4-1BB endodomain, and the CD3{-signaling domain. The
SSX241-490 CAR cassettes were cloned into a retroviral SFG backbone
plasmid to generate retroviral vectors that code either for the
S8X241.4928% or SSX24; 49 BB{ CAR (Figure 1B).

SSX241.49 CARs show high expression in HLA-A2* T cells after
transduction

HLA-A2 positive donor-derived T cells were transduced with each
of the S§X24;.49 CAR constructs. On day 5 post-transduction,
expression was detected on the T cell surface using an anti-human
Fab antibody and the anti-CD34, clone QBend-10 antibody (Fig-
ure 2A). A consistently high CAR expression (>60%) was obtained
using our retroviral constructs (Figure 2B), and expression of either
of the SSX24; 49 CARs did not affect the expansion of the transduced
T cells. However, expansion of T cells expressing the SSX24;_49.BB{
was lower compared to either non-transduced (UnTx) T cells or
T cells transduced with the SSX24; 49.28( retroviral vector (Fig-
ure 2C). Similar observations have been made by other groups,
but a two-way ANOVA of the cell expansions did not show that
these differences were statistically different.”” Finally, the CD4+
and CD8+, CD45RA"CCR7" (naive), and CD45RA-CCR7- (effector
memory) T cell content was similar between the cultures (UnTx,
S§X241.4928¢, and SSX241_ 49 BBY) with no skewing to naive versus
memory T cell subsets (Figure SI).

T cells expressing SSX2,41_49 CAR show cross-reactivity for
SSX341-49 but minimal/no reactivity against other homologous
SSX and unrelated peptides

Since the SSX2 epitope targeted by the CARSs lies in a region with high
homology between the different members of the SSX family, we evalu-
ated the reactivity of the new SSX24; 49.CAR against homologous pep-
tides derived from the 9 others highly homologous SSX proteins. As
shown in Figure 3A, homologous SSX peptides differ from SSX24; 49
by 1 to 3 residues: peptides from SSX2, SSX3, SSX5, and SSX10 can
be considered strong binders to HLA-class I (i.e., <50 nM binding affin-
ity), while SSX4, SSX7, and SSX9 are weak binders (>50 nM and
<500 nM binding affinity) and SSX1, SSX6, and SSX8 are non-binders
(>500 nM binding affinity).”> We looked at the response of UnTx
versus SSX24;.49 BB, and SSX24;.4928( transduced T cells against
TAP-deficient T2 cells pulsed with SSX24; 49 homologous peptides
(10,000 ng, 100 ng, 1 ng, or 0.01 ng per mL) in the presence of 2 micro-
globulin. The reactivity of SSX24;_49-specific CAR T cells was measured
by the release of interferon (IFN)-vy after 24 h of culture. Both CARs
(55X241.4928¢ and SSX241.49 BBY) responded to SSX2 homologous
peptides in a similar way (Figure 3A). SSX24; 49 CAR T cells secreted
IFN-y upon exposure to SSX2-, SSX3-, and SSX7-derived peptides.
While the response against the SSX7 peptide was only observed at
the highest concentration (10,000 ng of peptide/mL), responses against
SSX2 and SSX3 peptides, albeit identical, were detected at a lower con-
centration (100 ng/mL). Secretion of IFN-y by SSX24; 49 CAR T cells
after exposure to SSX2- and SSX3-derived peptides was associated
with cytolysis of the T2 cells as measured by flow cytometry
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Figure 1. Amino acid sequence of Fab/3 and SSX2,4,_49-specific CAR design

(A) The amino acid sequence of Fab/a using the IMGT numbering system is presented with framework regions (FRs; FR1, FR2, and FR3) and complementarity-determining
regions (CDRs; CDR1, CDR2, and CDRS) identified for the variable regions of both light (V| ) and heavy (Vi) chains, respectively. (B) The schematic structure of the SSX241 49
CARs SFG retroviral vectors is shown. Both constructs have the scFv with the V| -V orientation and the QBENd/10 epitope inserted within the CD8a hinge. Each CAR
includes either the CD28 (SSX241.49 28¢) or the 4-1BB (SSX241.49 BBY) co-stimulatory domain in addition to the CD3¢ chain.

(data not shown). No response was observed against the SSX1-, SSXX4-
, S§X5-, SSX6-, SSX8-, SSX9-, and SSX10-derived peptides, as shown by
the absence of IFN-y in the culture media after 24 h of culture (Fig-
ure 3B). The lack of response against these SSX homologous peptides
and the difference in reactivity toward SSX2-, SSX3-, and SSX7-derived
peptides suggest that recognition of SSX homologous peptides, except
for SSX3, is improbable. Cross-reactivity against non-SSX, partially ho-
mologous peptides encoded by the IGSF22 and TCOFI genes was not
observed, confirming the specificity of the SSX24; 49 CARs (data not
shown). In a separate experiment, we examined the reactivity of
SSX241.49 CAR T cells against 2 alternate SSX2 peptides (5-13 and
103-111) that are known to be immunogenic.” T cells expressing the
SSX241.49 CAR were not cross-reactive with those 2 peptides, as evi-
denced by a lack of IFN-v production even after 24 h co-culture with
p5-13 or p103-111 peptide-loaded T2 cells. In contrast, responses to
SSX2 p41-49 were confirmed by SSX24; 49 CAR-expressing T cell pro-
duction of IFN-v and elimination of the T2 cellsloaded with p41-49ina
72 h co-culture experiment, further demonstrating their specificity
(Figure S2).

SSX2,1.49 CAR T cells are cytolytic against AML tumor cells

To test the ability of the SSX24; 49 CARs to recognize and kill tumor
cells that endogenously express SSX2, T cells transduced with the
SSX241.4928¢ or SSX24;_40 BB{ CAR were co-cultured with the AML tu-

mor cell lines THP-1 and KGl1a. Flow analysis confirmed that both cell
lines are SSX2-positive as demonstrated by flow analysis (Figure 4A),
while the SR cell line did not display expression for SSX2. The extended
characterization of both cell lines confirmed that the THP-1 cell line is
HLA-A2" while the cell line KGla is negative for HLA-A2 expression
(Figure 4B), and both cell lines showed similar expression levels for
CD33 and the co-stimulatory molecules CD80 and CD86 (Figure 4B).

Todiscover if the SSX24;_49 28Z or SSX2,4;_40 BB{ CAR T cells were func-
tional against the AML cell lines THP1 and KG1a, EGFP-labeled tumor
cells were co-cultured with CAR-T cells at an effector to tumor ratio of
0.5:1 in the absence of cytokines. After 4 days of culture, we observed
that the THP1 tumor cells were eradicated from the co-cultures with
T cells expressing either of the two SSX4;_49 CARs but not in co-culture
with UnTx T cells. As expected, the HLA-A2- KGla tumor cells
were not eliminated in the 4-day co-culture experiment, demonstrating
that SSX2 peptide presentation in a major histocompatibility
complex (MHC)-restricted manner is essential for the activity of the
CAR-SSX4; 49-expressing T cells (Figure 5). Upon stimulation with
SSX2*/HLA-A2" THP1 tumor cells, CAR-SSXy; 4o-expressing T cells
released IFN-y, tumor necrosis factor (TNF)-a, and interleukin
(IL)-2. Figure 6A shows that SSX2,; 4928 CAR T cells release a higher
amount of IFN-y, TNF-a,, and IL-2 compared to the T cells expressing
the SSX24;.49 BB{ CAR (1,282 + 23 pg/mL versus 101 + 34 pg/mL,
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668 + 134pg/mL versus 77 + 23pg/mL, and 267 + 63 versus 0 pg/mL,
respectively). As expected, no IFN-y, TNF-a, or IL-2 production was
detected in cultures where UnTx T cells were challenged with tumor
cells. In addition, TNF-o or IL-2 were undetected, and only a minimal
amount of IFN-v was found in cultures where SSX2,4;_40 28¢. or SSX24;.
49 BBCCART cells were challenged with the HLA-A2- KGla tumor cell
line (Figure 6B).

DISCUSSION

The restricted expression of CTAs in immune-privileged normal tis-
sues and their expression (natural or induced) in tumor cells make
them ideal targets for the development of cell-based therapies for can-
cer treatment." SSX2, like many other CTAs, is regarded as a potential
target since its expression has been observed in multiple tumor types.’
Our group evaluated an scFv that specifically targets the immuno-
genic SSX2 peptides, peptide 41-49, in an MHC-restricted context.
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Figure 2. Expression of SSX2,4_49-specific CARs in
T cells

(A) Representative expression of the SSX241.49 CARs
demonstrated by the co-detection of the scFv using an
anti-human Fab antibody and the QBENnd/10 epitope
o using an anti-CD34 (clone QBENd/10) antibody in trans-
s duced human HLA-A2* T cells. Histogram analysis
shows expression of either the scFv or the QBEnd/10
epitope, and co-expression of scFv and QBEnd/10
epitope is presented by dot plots analysis. (B) Summary of
the transduction efficiency of SSX241.49 CARs trans-
‘* duction efficiency (n = 5). (C) Total expansion of un-
5 transduced (UnTx), SSX241.49 28¢ transduced, and
L SSX241.49 BB{ transduced T cells after 14 days of culture
! (n=>5).

Using this newly discovered scFv, we success-
fully generated two CARs, SSX241.4928¢ and
SSX241.49 BBE, that were able to target the
SSX24;.40 epitope when expressed on HLA-
A2" tumor cells. Both CARs displayed strong
killing activity against AML tumor cells in
long-term co-culture experiments, and CAR-
expressing T cells specifically released the
IFN-v, TNF-a, and IL-2 cytokines when stimu-
lated with HLA-A2"/SSX2" AML tumor cells.

05

—

ns

Abate-Daga and collaborators®® have previously
isolated a TCR that recognizes the identical
SSX2 epitope in the same MHC context and
demonstrated anti-tumor activity against various
type of HLA-A2"/SSX2" tumor cells. Isolation of
the TCR was possible because SSX2 can naturally
induce an immune response, and the presence of
_\3,»'*’? SSX2-specific CD8+ T cells has been observed in
patients with melanoma or hepatocellular carci-
noma (HCC).'*** There are obvious advantages
to by-passing the steps required for the specific
activation and expansion of SSX24;_4o-specific cytotoxic T cells by trans-
ducing T cells with a transgenic TCR. However, the potential pairing of
introduced TCR chains with endogenous TCR chains remains a
concern as it may alter the specificity of the transferred TCR.”®> Off-
target reactivity of the selected TCR, either with or without enhanced
affinity for the target, has also been observed with dramatic conse-
quences and highlights potential safety concerns associated with the
use of T cells engineered to express transgenic TCR chains.’*** Various
strategies have been developed in the last 15 years to eliminate TCR mis-
pairing, including the addition of a cysteine residue in the oc and B con-
stant regions to promote the formation of disulfide bridges and the en-
gineering of Va-V single chain TCR (scTv).”>*

An alternative approach for the targeting of peptides bound to the

MHC (class I or class II molecules) is to develop antibodies specific
for the peptide/MHC complex (pMHC complex). Such antibodies,

299


http://www.moleculartherapy.org

A
Homologous SSX 41-49 5 s -

Molecular Therapy: Methods & Clinical Development

Figure 3. Recognition of homologous SSX peptides
by SSX241.49 CAR T cells
SSX241.49 28 and SSX244.49 BBY transduced T cells

SSX1 KYSEKISYV 3,122 were co-cultured with T2 cells pulsed overnight with serial
dilution of indicated peptides. (A) SSX homologous pep-
SSX2 KASEKIFYV 11 tides sequence and binding affinity (Kp, nM) to HLA-
SSX3 KVSEKIVYV 1 A*0201. (B) Culture supernaﬁant was collected after 24 h
of co-culture, IFN-y production was analyzed by ELISA,
SSX4 KSSEKIVYV 123 and results are expressed as means of the duplicates.
SSX5 KASEKIIYV 36
SSX6 KFSEKISCV 4,468
SSX7 KSLEKISYV 55 CARs is important when the targeted peptide
is present at low copy numbers on the tumor
RKd RIERISKY 3,122 cells, but off-target toxicity remains a concern
SSX9 KSSEKIIYV 85 as previously observed in clinical trials that uti-
lized an affinity-matured TCR specific for
SSX10 KASEKILYV 46 MAGE-A3.
B & 3000 In contrast, we have developed a novel TCR-like
CAR-targeting peptide 41-49 of SSX2, an immu-
2500 Q nogenic CTA, and show that T cells transduced
2000 \ SSX24149 288 with this CAR construct can kill AML tumor
SSX- cells in vitro with high efficacy and specificity.'®
1500 \ Hence, T cells armed with an SSX24,_49 CAR can
9 -1 be applied for the treatment of HLA-A*0201
1090 \ =@ ) patients with SSX2-expressing tumors, and
500 \}: ~ 3 modifiable endodomains included in the CAR
.\. N constructs could provide different quantitative
0 . . . 4 responses of CARs expressing T cells when
10000 100 1 0.01 -5 exposed to the target cells. Indeed, we observed
3000 e that T cells expressing the SSX24; 49 CAR con-
2500 — 7 taining 4-1BB pl.us. CD3¢ signalil}rg domains
SSX2,;.4 BB Q were ab{e to ehmmate‘ HLA-A2" (but not
2000 HLA-A2") SSX2 expressing AML tumor cells
——9 in co-culture but released lower amounts of
1500 ) ==@==1( cytokines (IFN-y, TNF-a, and IL-2) compared
= 1000 to their CD28 plus CD3{ counterparts. Given
é these in vitro findings it is critical to further eval-
‘g‘_ 500 uate both CAR constructs in vivo in both liquid
= 0 ® tumor (e.g., AML) as well as solid tumor models.
0.01

Peptide (ng/mL)

called TCR-mimic or TCR-like antibodies, were first observed in the
early 1980s and can be generated using either a hybridoma-based
method or a phage display library-based method.*' The TCR-like
antibodies are able to bind their targets (pMHC complexes) with
higher affinity than their respective TCR counterparts and can be
readily engineered into a CAR. This approach represents an attrac-
tive technology for cellular therapy and has been tested against neo-
antigens, minor hystocompatibility antigens (mHAgs), CTAs, and
other pMHC complexes.”’ The high-affinity property of TCR-like

300

The scFv described in this study has shown a dif-

ference in reactivity against homologous pep-

tides, demonstrating a high specificity for

SSX241.49 but also for SSX34;_49. These two SSX
homologous peptides differ by only 2 amino acids and have a similar
binding affinity to HLA-A*0201. However, SSX3 expression has not
been reported in normal tissues as well as tumors and cannot be induced
by a demethylation agent.” Responses against the non-SSX and SSX ho-
mologous peptides were not detected with only a measurable response
against SSX7,4; 40 but with a difference in reactivity of 2 orders of magni-
tude. Careful screening of SSX2 41-49 peptide expression in HLA-A2"
normal and cancer tissues is therefore necessary for the development of
a safe clinical application using TCR-like CAR-expressing T cells.
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Figure 4. SSX2 expression on the AML cell lines THP-1 and KG1a
(A) Expression of SSX2 by the KG1a and THP1 AML cell lines was detected by flow cytometry analysis. The SR cell line was used as a negative control for SSX2 expression. (B)

Phenotypic analysis of the THP-1 cell line shows HLA-A2 expression, as well as expression of CD33 and the costimulatory molecules CD80 and CD86. The KG1a cell line
displays a similar phenotypic profile with THP1 but lacks expression of HLA-A2.

Future plans with this novel S§X24; 49 CART cell product includesan ~ SSX24; 49 CAR T cell product prior to clinical translation. Therefore,
in vivo study using mice bearing HLA A0201" and A0201~ AML tu-  while SSX2 is not known to be expressed on normal HPCs, we will still
mors of variable haplotypes. Such studies will provide valuable infor-  need to evaluate for possible toxicity against HPCs in clonogenic as-
mation in terms of evaluating the efficacy and safety of our novel  says. Because expression of SSX2 in AML tumors (regardless of the
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Figure 5. T cells expressing a SSX2,4,_49 CAR eliminate HLA-A2*/SSX2* AML tumor cells in vitro

To evaluate the ability of SSX241.49 CAR cells to eliminate HLA-A2*/SSX2* AML tumor cells, UnTx, SSX241.49 28¢-, or SSX2,1.49 BB¢-expressing T cells were plated at 0.5:1
effector to target ratio for 4 days without cytokines added to the cultures. (A) Representative flow cytometry analysis shows residual AML tumor cells (EGFP+) in co-culture
experiments. (B) Summaries of 5 co-cultures experiments are shown. Mean values are shown with error bars denoting the standard deviation (SD).

stage) can be strongly induced using demethylating agents suchasdec- ~ NCT002203902). Finally, we will develop a Fab/3-based antibody to
itabine and 5-azacytidine, combination therapy that includes treat-  discover, using immunohistochemistry (IHC) or immunofluores-
ment with a demethylation agent followed by S§X24; 49 CAR T cells  cence (IF), if SSX2 41-49 peptide is expressed on normal tissues using
will be considered. This would be a similar approach to that already ~ various microarrays. The expression of SSX2 on a wide range of tumor
used in our current clinical trial evaluating tumor-associated antigen ~ types makes it an attractive target for the application of SSX2,4;_49 CAR
(TAA)-specific T cell therapies for AML (ClinicalTrials.gov: T cells even beyond the AML setting, which warrants future study.
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Figure 6. SSX24,_40-specific CARs T cells produce cytokines in response to HLA-A2*/SSX2* AML tumor cells

To evaluate the ability of SSX241.49 CAR cells to produce cytokines in response to HLA-A2*/SSX2" AML tumor cells, UnTx, SSX241 49 28¢-, or SSX241_49 BB¢-expressing
T cells were plated at 1:1 effector to target ratio. After 24 h co-culture, levels of IFN-y, TNF-a, and IL-2 were analyzed by ELISA. Summaries of 3 co-cultures experiments are
shown. Mean values are shown with error bars denoting SD. (A) Release of IFN-v, TNF-a, and IL-2 cytokines were detected when SSX2,41_49-specific CARs T cells were
challenged with the HLA-A2*/SSX2* THP1 tumor cell line. (B) No cytokines were detected in culture supernatant when the same SSX2,44_49-specific CARs T cells were
cultured with the HLA-A27/SSX2* KG1a cell line. As expected, no cytokines were produced by UnTx T cells irrespective of the target used. Summaries of 3 separate ex-

periments are shown with means values and error bars that denote SD.

In summary, we have developed a novel TCR-like CAR-targeting
SSX2, which has potential for the treatment of patients with
relapsed/refractory AML without targeting normal progenitor he-
matopoietic stem cells, as observed with the CDI123-specific
CARs. Hence, we are now developing a phase I clinical trial to
evaluate the safety and anti-tumor effects of this CAR T cell
therapeutic.

MATERIALS AND METHODS

Cells and cell lines

Steady-state apheresis units were purchased from AllCells and pe-
ripheral blood mononuclear cells (PBMCs) were isolated using lym-
phoprep density gradient. Before cryopreserving the PBMCs, expres-
sion of HLA-A2 was assessed by flow cytometry. In this study, T cells
were cultivated in T cell medium composed of 50% RPMI (HyClone,

GE Healthcare), 40% Click’s media (Millipore Sigma), 10% heat-inac-
tivated fetal bovine serum (FBS; HyClone, GE Healthcare), 2 mM
Glutamax (GIBCO, Thermo Fisher Scientific), and penicillin/strepto-
mycin (P/S; GIBCO, Thermo Fisher Scientific). The AML cell lines
KGla and THP-1 and the large cell immunoblastic lymphoma cell
line SR were purchased from American Type Culture Collection
(ATCC). KGla was cultured in Iscove’s Modified Dulbecco’s Medium
(IMDM; HyClone, GE Healthcare) base medium and RPMI base me-
dium was utilized to culture the THP1 and SR cell lines, with both
mediun containing 10% FBS plus P/S and 2mM Glutamax. For
in vitro and in vivo experiments, KGla and THP-1 cell lines were
transduced with retroviral vector to express EGFP. The HLA-
A*0201 TAP-deficient cell line T2 was purchased from ATCC and
maintained in growth culture media composed of IMDM plus 20%
of FBS and 2 mM Glutamax.

Molecular Therapy: Methods & Clinical Development Vol. 23 December 2021 303


http://www.moleculartherapy.org

Antibodies and flow cytometry analysis

Flow cytometry analysis was performed using the following antibodies:
CD3-FITC (HIT3a), CD3-APC (HIT3a), CD4-APC (RPA-T4), CD8-
PerCP/Cy5.5 (SK1), CD$-PE (SK1), CDG62L-APC (DREG-56),
CD45RA-PE/Cy7 (HI100), and CCR7-PE (G043H7) were purchased
from BioLegend; CD4-PE (L200), HLA-A2-FITC (BB7.2), CD33-PE
(WM53), CD33-APC (WM53), CD123-FITC (7G3), CD56-APC
(B159), CD80-FITC (L307.4), and CD86-FITC (2331) were purchased
from Becton Dickinson; CD34-PE (QBEnd/10) was purchased from
Invitrogen. CAR expression was detected using an AffiniPure F(ab’),
goat anti-human IgG (H+L)-Alexa Fluor 647 antibody purchased
from Jackson ImmunoResearch Laboratories as well as by using the
anti-CD34 (QBEND/10) antibody. Cells were acquired using a Beck-
man Coulter system (CytoFLEX S) and data analyzed using the FlowJo
software.

Detection of SSX2 was performed by flow cytometry analysis using
the polyclonal anti-SSX2 antibody (PA5-77089) and anti-rabbit PE
(P-2771MP) secondary antibody, both from ThermoFisher Scientific.
Briefly, SR, THP1, and KGla tumor cells were collected, washed in
PBS-1X, and viability dye (LIVE/DEAD Fixable Aqua Dead Cell Stain
Kit from ThermoFisher Scientific) was added to the cell’s pellet per
manufacturer recommendation along with a FcR blocking reagent.
After 15-min incubation at room temperature, cells were washed
twice in PBS-1X and resuspended in cold 4% paraformaldehyde solu-
tion for 15 min at 4°C. After 2 washes in Perm/Wash buffer (BD, Bio-
sciences), cells were incubated with anti-SSX2 primary antibody at
4°C for 30 min, washed twice in Perm/Wash buffer, and incubated
for 30 min with the secondary antibody. Both primary and secondary
antibodies were titrated for optimal staining. Cells were then acquired
using a Beckman Coulter system (CytoFLEX S) and data analyzed us-
ing the FlowJo software.

Retroviral constructs and retrovirus preparation

The scFv of Fab/3 was cloned into a retroviral SFG vector in frame
with the human CD8a hinge containing the QBEnd/10-specific
epitope and transmembrane domain, the CD28 or 4-1BB costimula-
tory intra-cellular domain, and the CD3-zeta intra-cellular signaling
domain.*” The CAR containing the CD28/CD3-Z-signaling domains
was named SSX24; 49 28¢, and the SSX24,_49 BB{ CAR contains the
4-1BB/CD3-¢-signaling domains.

The generation of retroviral supernatant for T cell transduction was
previously described.*’ Briefly, a mixture of the Peg-Pam plasmid en-
coding the MoMLV gag-pol, the RDF plasmid encoding the RD114
envelop, and either the SSX24, 49 28 or SSX24; 49 BBZ plasmid
were transfected in 293-T cells using GeneJuice transfection reagent
(Millipore Sigma). Retroviral supernatants were collected at 48 and
72 h after transfection, passed through a 0.45 um filter, snap frozen,
and stored at —80°C for further use.

Synthetic peptides and loading onto T2 cells
The following SSX2 peptides are known to be processed by the protea-
some and correspond to amino acids 41 to 49 (KASEKIFYV), 103 to
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111 (RLQGISPKI), and 5 to 13 (DAFARRPTYV). The SSX homologous
peptides corresponding to amino acids 41 to 49 were derived from
SSX1 (KYSEKISYV), SSX3 (KVSEKIVYV), SSX4 (KSSEKIVYV),
SSX5 (KASEKIIYV), SSX6 (KESEKISCV), SSX7 (KSLEKISYV),
SSX8 (KYSEKISYV), SSX9 (KSSEKITYV), and SSX10 (KASEKILYV),
as well as unrelated peptides derived from IGSF22 (KESAKIFYD), and
TCOF1 (KASEKILQV) were synthesized by Genemed Synthesis (San
Antonio, TX, USA). Peptides were first dissolved in DMSO and further
diluted in RPMI before being loaded onto T2 cells. Binding affinity of
each of the peptides listed above to HLA-A*0201 was determined using
NetMHC-4.0 (http://www.cbs.dtu.dk/services/NetMHC/). Peptides
loaded onto T2 cells have been previously described.** Briefly, T2
were washed twice in serum-free culture media (CM) and resuspended
at1 x 10° per mL in serum-free CM containing 3 pg/mL of B2-micro-
globulin (Millipore Sigma) and various amounts (10,000 ng, 100 ng,
and 1 ng or 0.01 ng per mL) of each of the peptides. After 18 h of incu-
bation at 37°Cin 5% CO,, peptide-loaded T2 cells were washed once in
culture media and co-cultured with non-transduced (UnTx) or CAR-
transduced T cells at a 1:1 ratio.

T cell transduction and expansion

After thawing, PBMCs were activated by plate-bound OKT3 and anti-
CD28 antibodies, both at 1 pg/mL. At 24 h after activation, IL-7 at
10 ng/mL plus IL-15 at 5n g/mL were added to the activated T cell cul-
ture, and a non-treated culture 24-well plate was coated overnight at
4°C with 7 pg/mL of Retronectin. Retroviral vector supernatants were
then loaded onto the Retronectin-coated plate, and T cell transduc-
tion was carried out as previously described.”® T cell cultures were
fed with fresh media and cytokines every 2 to 3 days for 14 days.

Co-culture experiments and cytokine release measurement

In a 96-well plate, 1 x 10> tumor cells expressing EGFP were co-
cultured with 0.5 x 10° T cells (E:T ratio of 0.5:1) in T cell medium
without exogenous cytokines added. After 4 days of co-culture, cells
were collected from the wells, and the contents of T cells (CD3+)
and tumor cells (EGFP) were measured by fluorescence-activated
cell sorting (FACS) analysis. UnTx and SSX24; 49 CAR-expressing
T cells were tested for specific response to the KGla or THP-1 tu-
mor cells or to T2 cells loaded with peptide by cytokine release
assay. Briefly, T cells were cultured against AML tumor cells at a
0.5:1 E:T ratio or against peptide-loaded T2 cells at a 1:1 E:T ratio
in T cell media not supplemented with IL-7 and IL-15. Culture su-
pernatants were collected 24 h after initiation of the co-culture and
stored at —80°C until processing for IFN-y, TNF-a, and IL-2
content by ELISA (R&D Systems) according to manufacturer’s
instructions.

Statistical analysis

To determine statistical significance of the observed differences be-
tween experimental groups, Student’s t test was used. Measurements
were presented as mean + SD as noted in the figure legends. One-way
and two-way ANOVA were used for multiple group comparisons to
determine statistical significance. p values < 0.05 were considered
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statistically significant. Statistical analysis was performed using
GraphPad Prism software.

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.
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