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Increased expression of human leukocyte antigen (HLA) allows tumor cells to be more easily 231 Trial 1

detected by the immune system. In previous research, epigenetic modifiers including the histone MCF-7 225.75 221.8 3259 3472 836 639 720 620 574 803 578 585 456 4.96
deacetylase inhibitor 3 (HDAC3), RGFP966, has been shown to decrease PD-L1 expression. Trial 1 e 231 Trial 2 204.26 203.22 N/A N/A N/A N/A 36.61 33.44
PD-L1 expression inhibits T cell cytotoxicity, and decreasing it can enhance the immune
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exposure to the HDAC3 inhibitor which would be detrimental to immune detection. Two breast Trial 2
cancer cell lines that express HLA-ABC are MCF-7 and MDA-MB-231. Our initial results show
that HLA-ABC is expressed on th.e MDA-MB-231 and MCF-7 cell lines, while PD-L1. is only MCF.7 3265 2816 N/A N/A  N/A N/A N/A N/A NJA L NA NA N/A L NA L N/A 231 Trial 4 116.24 131.56 N/A N/A 17.11 16.59 45.84 62.44
expressed by MDA-MB-231 cell line as demonstrated by flow cytometry. However, in subsequent =
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experiments testing the effect of RGFP966, there were inconsistent results regarding the change
in expression of HLA-ABC which requires further investigation. In addition, we also wish to
examine other HLA proteins, such as HLA-E and HLA-G, which have been shown to be
detrimental to immune detection. Future experiments are planned to optimize the doses of
RGFP966 to maximize HLA expression in these breast cancer cell lines while limiting the
expression of PD-L1, HLA-E and HLA-G.

Introduction

Hypothesis:RGFP966 and 5-Azacytidine will independently increase HLA-ABC _
expression and decrease PD-L1, HLA-G, and HLA-E expression in MDA-MB-231 5 A B KN
and MCF-7 cells. 3

Figure 1A (MCF-7) and 1B (MDA-MB-231) show the results for different control
and drug conditions for HLA-ABC,HLA-E,HLA-G, and PD-L1

Conclusions

MCF-7 Cell Line % The RGFP966 treatment showed mixed results for the MDA-MB-231 cell
line when it came to HLA-ABC expression. One trial showed an increase
while the others showed no change at all.

MDA-MB-231 cells showed little HLA-E or HLA-G expression, and PD-L1

expression remain unchanged after RGFP966 treatment
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Figure L: Impact of RGFP96 on Histone deacetylation Flgure 2: >-Azacytidine inhibition of DNA methyltransferase i £ < The RGFP966 treatment had no significant effect on the HLA-ABC, HLA-E,
. “ s azacyttine: "4 % "8 HLA-G or PD-L1 expression in the MCF7 cell line.
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MDA-MB 231 Cell Line

Cells grown in 25 cm?® flask

s Test different concentrations of 5-AzaC or RGFP966 to determine an optimal
concentration for increasing HLA-ABC, while not increasing HLA-E or HLA-G
Study other HDAC inhibitors, like the novel OK-179, which as shown
inhibitory effects on growth of MDA-MB-231 cells
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Harvested Cells

Incubated with fluorescent antibodies: PE conjugated
Anti-PD-L1, Anti-HLA-ABC, and Anti-HLA-E and FITC
conjugated Anti-HLA-G, from ebioscience

Analyzed PD-L1, HLA-ABC, HLA-E, and HLA-G expression using
flow cytometry

102
Anti-HLA-ABC PE

Anti-HLA-G Anti-HLA-ABC

Figure 4 A and C show levels of expression of HLA-G in the controls(purple) and

the drug RGFP966(green), and B and D show HLA-ABC expression. In 231 cells

treated with RGFP966 , HLA-G(C) and HLA-ABC (D) expression remained the same.
In MCF-7 cells,HLA-G (A) and HLA-ABC(B) expression also remained the same after

treatment with RGFP966.
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