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: Endometrial cancer is one of the five most fast-rising

malignancies and tending to be young onset after breast,
lung, and thyroid carcinoma in Taiwan population. Many
factors are considered as risk factors for endometrial
cancer such as obesity-related comorbidities diabetes,
metabolic syndrome and hyperinsulinemia.

N-formyl peptide receptor 1 (FPR1) is involved in
inflammation, cancer, and infection. Overexpressed FPRI is
associated with tumor progression in various cancers.
Moreover, accumulating evidence demonstrates that FPRI
contributes to tumor progression by mediating tumor cell
proliferation via promoting inflammation. Our team
collaborator has reviewed FPRl-related inflammatory
processes. However, the role of FPRI in tumorigenesis of
endometrial cancer remains unclear.

The aim of this study is to investigate whether high
glucose stimulates inflammation by increasing the
expression and function of FPR1 in endometrial cancer
specifically (1) to investigate high glucose-induced
inflammation through FPR1; (2) to determine the correlation
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between FPRI expression and cancer cells viability along
with female mice model (3) to analyze the association
between FPR1 and neutrophil to lymphocyte ratio (NLR) in
diabetic and non-diabetic patients with endometrial cancer,
and whether FPRI is a prognostic factor in endometrial
cancer.

Our data showed that FPR1 did not express in endometrial
cancer under high glucose condition. However, we found that
LSD1 protein levels were increased in higher glucose media.
Since the expression levels of LSDI is associated with
tumorigenesis and considered as an oncoprotein as in our
previous report (Oncotarget 2017). The results of this
study unraveled LSDI plays an important role in the
development of endometrial cancer under high glucose
condition. Targeting LSDI activity may thus have potential
roles in the management of endometrial cancer patients
(Antioxidants, submitted).

Endometrial cancer ; FPRI ; high glucose ~ LSD1
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Cell culture

Human endometrial cell lines Ishikawa, ARK2 (type Il EMCA) and HEC1B
(type I EMCA) are obtained from ATCC (Rockville, MD, USA). HL-60 was kindly
provided from Tsong-Long Hwanga (Graduate Institute of Natural Products, College
of Medicine, Chang Gung University), ARK2 and HL-60 cells will be cultured in
RPMI1640 supplemented with 10% fetal bovine serum and antibiotics at 37°C in 5%
CO2 humidified atmosphere. HEC1B will be cultured in DMEM media supplemented
with 10% fetal bovine serum and antibiotics at 37°C in 5% CO2 humidified
atmosphere. In glucose experiments, ARK2 will be cultured in RPMI1640 medium
with glucose (5.5/11/22mM) for 4-8 days; and HEC1B will be cultured in DMEM

medium with glucose.

Antibodies and chemicals

The antibodies used in this study were FPR1 (Abnova, Taiwan) and p-actin
(Santa Cruz Biotechnology, Dallas, TX, USA). D-glucose and fMLP was purchased
from Sigma-Aldrich (St. Louis, MO, USA)
Western blot analysis

Cells will be lysed in a combination of radioimmunoprecipitation assay buffer
(150 mM NaCl, 20 mM Tris-HCI [pH 7.5], 1% Triton X-100, 1% NP-40, 0.1%
sodium dodecyl sulphate [SDS], and 0.5% deoxycholate) and protease/phosphatase
inhibitors (Bionovas, Toronto, Canada). The Bradford assay (Bio-Rad, Hercules, CA,
USA) will be used to determine the total protein concentration. Each sample (50 pg of
proteins for each) will be subjected to SDS—polyacrylamide gel electrophoresis (SDS-
PAGE) and resolved proteins will be transferred onto a nitrocellulose membrane.
Labeled proteins will be visualized using enhanced chemiluminescence (Millipore,

Bedford, MA, USA).



immunohistochemistry

Heat-induced epitope retrieval was performed at 100 °C using EDTA-based pH 9.0
buffer (BOND Epitope Retrieval Solution 2, Leica Biosystems). Sections were then
stained with the FPR1 antibody using a BOND Polymer Refine Detection system
(Leica Biosystems). Hematoxylin was used for counterstaining. A semiquantitative
immunostaining score (histoscore) was calculated as the percentage of positive cells
multiplied by their staining intensity (0 = negative, 1 = weak, 2 = moderate, 3 =
strong). Consequently, the histoscore ranged from a minimum of 0 to a maximum of

300 (i.e., 100% multiplied by 3).

Flow cytometry

Cells were stained for FPR1-FITC or the corresponding isotype control and
subsequently were sorted with BD FACSCanto II (Biosciences Europe,
Erembodegem, Belgium) and the data were analyzed by using FlowJo software (Tree

Star Inc., Ashland, OR, USA).
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Protocol

1. Cool the required volume of acetone to -20°C.

2. Place protein sample in acetone-compatible tube.

3. Add four times the sample volume of cold (-20°C) acetone to the tube.

4. Vortex tube and incubate for 60 minutes at -20°C.

5. Centrifuge 10 minutes at 13.000-15.000 = g.

6. Decant and properly dispose of the supernatant. being careful to not dislodge the protein pellet.

Optional: If additional cycles of precipitation are necessary to completely remove the mterfering substance, then repeat
steps 2-5 before proceeding to step 7.

7. Allow the acetone to evaporate from the uncapped tube at room temperature for 30 minutes. Do not over-dry pellet. or it
may not dissolve properly.

8 Add buffer appropriate for the downstream process and vortex thoroughly to dissolve protein pellet.
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