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Results

Figure 3. DAC treatment at REP increased the frequency of
Tcme-like cells in both CD8* and CD4* T cells

Background

e Adoptive cell therapy using autologous tumor-infiltrating lymphocytes (TIL)
has shown durable responses in patients with metastatic melanoma,’ cervical
carcinoma,? and other epithelial malignancies, such as metastatic head and neck

Figure 7. DAC-treated TIL showed increased cytotoxicity that
was sustained after repeated stimulation

Figure 5. DAC treatment increased the expression
of memory-associated transcription factors
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neck, ovarian, and breast cancers) were received, fragmented, and subjected to
a 22-day expansion protocol for TIL generation

e Different concentrations (10 nM, 30 nM, and 100 nM) of DAC were added to the
culture during ex vivo expansion either during the pre-REP and REP stages or
during REP only (Figure 1)

e The expansion potential as well as the phenotypic and functional characteristics

T-cell subsets in control- and DAC-treated TIL. Frequency of Tcm (CD45RA'CCR7"),
Tem (CD45RACCRY7-), and Temra (CD45*CCR7") cells in A. CD8* and B. CD4* TIL

after expansion. *P < 0.05, **P < 0.01. Figure 8. DAC-treated TIL showed reduced inhibitory receptor

expression and lower levels of TOX while having increased

Figure 6. DAC treatment increased the frequency IL-7R expression after repeated stimulation
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Expansion, viability, and T-cell distribution in control- and DAC-treated TIL. TIL were
left untreated (CTRL, gray bars) or treated with increasing concentrations of DAC.

Expression of surface markers on DAC-treated TIL. Control- or DAC-treated
cryopreserved TIL were thawed and stained for flow cytometry analysis.

A. Expression of CD25, ICOS, CD28, and IL-7R on CD8* TIL. B. Expression of
inhibitory receptors PD-1 and TIGIT on CD8" TIL. Similar results were observed for
CD4* TIL. *P < 0.05, P < 0.01, *™*P < 0.001, ***P < 0.0001.
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Conclusions

e DAC treatment during TIL expansion can shift the balance away from effector
differentiation and toward a more memory-like phenotype

e DAC treatment at 100 nM in the REP stage only increased the expression of
costimulatory receptors while reducing inhibitory receptor expression

e DAC treatment increased the frequency of TNFa* and IFNy*TNFa* CD8* TIL
while conferring increased killing activity, which was sustained even after
repeated stimulation

e DAC-treated TIL showed reduced TOX levels and lower frequency of PD1*TIM3*
CD8* TIL following repeated stimulation

programmed cell death protein-1; REP, rapid expansion protocol; Tcm, central memory T-cell subset; Tem,
effector memory T-cell subset; Temra, effector memory RA* T-cell subset; TIGIT, T cell immunoreceptor with
Ilg and ITIM domains; TIL, tumor-infiltrating lymphocytes; TIM3, T cell immunoglobulin and mucin domain-
containing protein 3; TNFa, tumor necrosis factor-a; TOX, thymocyte selection-associated high mobility
group box protein.

Treatment was added either during the REP stage only (blue bars) or during both
pre-REP and REP (green bars). A. Fold-expansion and viability of TIL at the end
of the 22-day expansion process. B. Frequency of CD8*, CD4*, and CD4* (Foxp3™)
cells after the expansion process on cryopreserved cells. *P < 0.05, **P < 0.01.
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e Inhibiting DNA methylation programs during TIL expansion could represent a
useful approach for modifying the epigenetic regulation of TIL to improve their
therapeutic potential
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