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Immunity and Cancer
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In the absence of Treg cells, effector T cells (T ;) exert an adjuvant effect on
DCs, resulting in increased MHC and co-stimulatory molecule expression as
well as secretion of proinflammatory cytokines. These mature DCs engage in

a positive feedback loop by further augmenting effector T cell activation.
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Immunotherapeutic Strategies for Interfering with Tumor-Associated DC Dysfunction
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CD4 T 393960, CD4 is a co-receptor that assists the T cell receptor (TCR) in communicating with an antigen-presenting cell. Using its intracellular domain,
dmbogodo, CD4 amplifies the signal generated by the TCR by recruiting an enzyme, the tyrosine kinase Lck, which is essential for activating many
ROl molecular components of the signaling cascade of an activated T cell.
©6EOoHIwo
CD25 T 4% M990, CD25 is the alpha chain of the IL-2 receptor.[1] It is a type I transmembrane protein present on activated T cells, activated B cells, some
JH030MIPYwo B IXMIQIO0 | thymocytes, myeloid precursors, and oligodendrocytes that associates with CD122 to form a heterodimer that can act as a high-affinity
ISOREEEID GOLTEeT receptor for IL-2. Though CD25 has been used as a marker to identify CD4+FoxP3+ regulatory T cells in mice, it has been found that a large
Gogeemogto proportion of resting memory T cells constitutively express CD25 in humans.[2]
36193196LMOYDdO,
0E0a0EIBEOMEOGHId0
CD3 T-cell co-receptor helps to activate the cytotoxic T-Cell. It consists of a protein complex and is composed of four distinct chains.
CD127 Immature B cells through early |Interleukin-7 receptor subunit alpha (IL7R-a) also known as CD127 (Cluster of Differentiation 127) is a protein that in humans is encoded by

pre-B stage, thymocytes (except
CD4/CD8 double positive
thymocytes), peripheral T cells,
bone marrow stromal cells

the IL7R gene.
T cell and immature B cell proliferation and development.
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Dendritic Cells Proliferation Assay Using Lenalidomide
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Conditions

Figure 1. Dendritic cells proliferation assay.
DC without stimulation and DC treated with
DMSO (solvent for lenalidomide) provided
controls. Lenalidomide was used at the

concentration of 0.5uM, 1.0uM, 2.0uM and 10uM.

No statistical difference was seen when
comparing different conditions.
DC — dendritic cells, LN - lenalidomide

RM-1 Cells Prodiferation Assay Using Lenalidomide
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Figure 2. RM-1 prostate cancer cells
proliferation assay. Untreated RM-1 cells and
RM-1 cells treated with DMSO (solvent for
lenalidomide) provided controls. Lenalidomide
was used at the concentration of 0.5uM, 1.0uM,
2.0uM and 10pM. No statistical difference was
seen in cell proliferation when comparing
different conditions. LN - lenalidomide
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Dendritic Cells Proliferation Assay Using 5-Azacitidine
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Conditions
Figure 4. RM-1 cells proliferation assay. RM-1 cells
Figure 3. Dendritic cells proliferation assay. without treatment provided control.
DC without stimulation provided control. 5-Azacitidine (5-AzaC) was used at the concentrations of
5-Azacitidine (5-AzaC) was used at the concentrations 0.5uM and 1.0uM. Statistically significant difference in
of 0.5pM and 1.0uM. Statistically significant difference cell proliferation from the control (decrease) was seen at
in cell proliferation from the control (decrease) was seen i BobomC ameem i e,
at the 5-AzaC concentration of 1.0 uM. 5-AzaC — 5-Azacitidine, RM-1 — murine prostate cancer cells
5-AzaC — 5-Azacitidine, DC — dendritic cells *  Depicts statistically significant difference in
*  Depicts statistically significant difference in comparison *  comparison to RM-1 cells

to untreated DC
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Figure 5. Flow cytometry results for DC treated with lenalidomide. Figure 6.
DC treated with DMSO (0.1%, solvent for lenalidomide) provided control. Comparison dot-plots between DC treated with
Lenalidomide was used at the concentration of 0.5uM, 1.0uM, and 10uM. DMSO (0.1%) and lenalidomide (0.5 pM) for
DMSO and lenalidomide were applied for the last 48 hours of culture. the last 48 hours of culture. There was approximately
DC were stained with following antibodies: MHC class I, MHC class II, 10% rise in the expression of DC markers after
CD40, CD80, CD86, CD205. the exposure to lenalidomide at the 0.5 uM concentration).
LN — lenalidomide, DC — dendritic cells LN — lenalidomide, DC — dendritic cells
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Figure 7. RT-PCR performed on dendritic cells after their stimulation
with 5-AzaC for the last 48 hours of culture to determine

the dose-dependent induction of the endothelin receptors A and B.
Untreated DC provided the control. 5-AzaC was used at

the concentrations of 0.5 uM and 1.0 uM.

Treated and control cells were harvested, total RNA was extracted

and used as a template to determine the expression of endothelin
receptors (ET, and ETy) and control gene GAPDH.

B — blank, P — positive control, M — DNA molecular weight markers.
5-AzaC — 5-azacitidine, ET, — endothelin receptor A, ET; — endothelin

!eceptor B
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Figure 8. Quantitative Polymerase Chain Reaction (qQPCR) for the expression
of endothelin receptors A and B (ET, and ETy) in DC after their treatment
with different concentrations of 5-AzaC (0.5 uM and 1.0 pM).

5-AzaC — 5-azacitidine, DC — dendritic cells, ET, — endothelin receptor A,
ET, — endothelin receptor B.

* Depicts statistically significant difference in comparison to untreated DC
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Figure 9.

Quantitative Polymerase Chain
Reaction (qPCR) for the
expression of P1A (cancer
testis antigen) gene in DC after
their treatment with different
concentrations of 5-AzaC (0.5
uM and 1.0 uM). There was a
statistically significant dose-
dependent increase of the P1A
gene expression.

5-AzaC — 5-Azacitidine, RM-1
— murine prostate cancer cells
* Depicts statistically
significant difference in
comparison to untreated RM-1

cells
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Figure 10.

The production of IL-12 and IL-15
by DC after exposure to 5-AzaC at
different concentrations (0.5 uM and
1.0 uM) for 48 hours.

5-AzaC — 5-azacitidine, DC —
dendritic cells, mDC — mature
dendritic cells

* Depicts statistically significant

difference in comparison to mDC
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