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Uterine fibroids (leiomyoma) are the most common benign tumors in women during their reproductive years. In
Taiwan, about 25 % of women have uterine fibroids. The lesions cause uterine dysfunction and multiple
symptoms including pelvic pain, excessive vaginal bleeding, anemia, miscarriage and infertility. Steroid
hormones, growth factors, uterine smooth muscle cells hyperplasia and abnormal deposition of extracellular
matrix (ECM) cause the growth of uterine fibroids. Dietary phytochemicals can prevent or treat some diseases,
which found that resveratrol can prevent cardiovascular disease (CVD), prolong life, anti-inflammation,
regulate fat metabolism, and anti-cancer such as prostate cancer, breast cancer and liver cancer. The purpose of
this study is to understand the effect of resveratrol on the growth of uterine fibroids. The cell viability was
measured with MTT assay and cell counting. The change of cell morphology was observed by microscopy. The
cell cycle and cell apoptosis were analyzed with flow cytometry. The ECM associated mMRNA expression was
detected by g-PCR. The cell apoptosis associated and ECM associated protein expressions were evaluated with
western blot and Immunocytochemistry. We found that (1) Resveratrol inhibited ELT3 and UtSMC cell
proliferation and affected the cell morphology. Cells became broken, atrophy and floated. (2) Resveratrol
induced cell cycle arrest at S and G2/M phase. It also regulated cell apoptosis associated protein expression and
induced cell apoptosis. (3) Resveratrol affected ECM associated mRNA and protein expression. In summary,
resveratrol can inhibit the growth of uterine fibroids via anti-proliferation, cell cycle arrest, cell apoptosis,

regulating cell apoptosis-associated protein expression and ECM associated mMRNA and protein expression.

Keywords: resveratrol, uterine fibroids, cell proliferation, cell cycle, cell apoptosis, extracellular matrix
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2,A0S 2015 11" OOTR ng%ﬁg

Asion Oncology Summit - {"" ANNUAL CONFEREMGE

April 10-12, 2015 - Shanghai, China

Poster Acceptance Letter

Abstract Ref No: AOS2015_0182 (Please quote in all correspondence)
05 February 2015

Email: bryanhsia@tmu.edu.tw

Dear S-M. Hsia,

Thank you for submitting a paper to present at The 7" Asian Oncology Summit which will be held April 10-12, 2015 in Shanghai,
China alongside the 11" Annual Conference of the Organisation for Oncology and Translational Research and Viral Hepatitis
2015. On behalf of the Organising Committee, | am delighted to inform you that your abstract entitled ‘Inhibitory Effect of
Adlay Hull and Testa Ethanolic Extracts on Uterine Leiomyoma Cell Proliferation’, has been accepted for a poster
presentation. Abstracts of extremely high standards were submitted for the conference and we believe we have selected an
excellent mix of abstracts to address the conference themes. We very much look forward to your presentation.

Your poster presentation details are as follows. The schedule of your presentation will be communicated to you in due course.

Title: Inhibitory Effect of Adlay Hull and Testa Ethanolic Extracts on Uterine Leiomyoma Cell Proliferation

Authors: S-M. Hsia, C-H. Wu, K-L. Wang, T-M. Shieh

Presenting Author: S-M. Hsia

Please check the above details of your presentation carefully, as all conference material will be printed with this information. If
there are any corrections please inform me as soon as possible by email to: content-aos2015@elsevier.com

You will be informed of your session date, time and poster number in due course. Please bookmark the conference web-site
http://www.asianoncologysummit.com/ to keep up-to-date with changes as they occur.

It is a condition of the abstract acceptance that you or a nominated presenting co-author registers for the conference by 20
February 2015. The abstracts of all unregistered presenters will be removed from the conference after this date. Should the
addressee above not be the nominated presenter, please inform me of the name and email address of the presenter
immediately: content-aos2015@elsevier.com

Registration

To register to attend the conference, please copy and paste the following link into your browser,
http://conferences.elsevier.com/A0S2015?email=bryanhsia@tmu.edu.tw&abstracts=0182. Please note this system is different
and not linked to the abstract submission system.

Registration is available online using a credit card. Registration rates are as follows:

Early Bird Deadline 20 February 2015

1



Doctor — Early Registration Rate US$475
Doctors: standard booking USS550
Doctors: onsite registration USS$650
Trainee — Early Registration Rate US$350
Trainee: standard booking USsS$S400
Trainee: onsite registration USs450
Members of supporting organisations* Us$400

* Members of Supporting Organisations are entitled to a reduced registration rate - please select your association from the
drop down box during the online registration process.

The registration fee includes:
e  Access to all streams in the Asian Oncology Summit, OOTR Conference and Viral Hepatitis 2015
e Access to all abstracts
e Conference materials
e Access to oral and poster sessions
e  Mid-morning and afternoon refreshments each day

All authors will be responsible for their own travel and accommodation expenses. Unfortunately the conference organisers
do not have funds available to support the attendance of individual delegates.

If you have any queries on registration, invoice or payment, please contact m.morley@elsevier.com directly.

Poster Presentations
Posters are displayed in an electronic format; you do not need to bring a printed poster to the conference.

Poster In My Pocket
As a confirmed poster presenter, you are welcome to upload the PDF of your poster prior to the conference to the new Poster
in my Pocket App. This is an extra FREE service to help increase the exposure of your poster to conference attendees and more.
Note: You do not need a smart phone to take part in this initiative
What you do need:

e 5-10 mins of your time

e Access to email & internet

e  PDF copy of your poster
Visit here: www.posterinmypocket.com

Online Abstracts
Upon arrival at the conference all delegates will receive a conference program, please note that the abstracts will be available
online a few weeks in advance of the conference via a secure webpage.

Accommodation
AOS 2015 will take place at the Shanghai International Convention Centre, Shanghai, China

Rooms have been reserved for delegates at the 5-star Oriental Riverside Hotel, located in the International Convention Center:
It is easily accessible for delegates who stay in the hotel to go to the convention center via access points on each floor.

Specially negotiated conference rates are available using the online reservation system. Room rates start at RMB1000 per night
+ 15% tax for single occupancy and include breakfast.

These reduced rates are limited and are available on a first come first served basis.

Hotel details

Oriental Riverside Hotel
2727, Riverside Avenue
Pudong, Shanghai

Tel: 86-21 5037 0000
Fax: 86-21 5037 0051
Email: rs@shicc.net
Website



Please do not hesitate to contact me if you have any queries and | look forward to receiving your completed registration.

Yours sincerely,
Neha

Neha Aggarwal

Conference Content Executive

7™ Asian Oncology Summit, 11™ Annual Conference of the Organisation for Oncology and Translational Research Viral Hepatitis
2015

content-aos2015@elsevier.com
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Inhibitory Effect of Adlay Hull and Testa Ethanolic Extracts on Uterine Leiomyoma Cell Proliferation

Shih-Min Hsia?!, Chi-Hao Wu?, Kai-Lee Wang?, Tzong-Ming Shieh?

1School of Nutrition and Health Sciences, Taipei Medical University, Taipei, Taiwan
2Department of Dental Hygiene, College of Health Care, China Medical University, Taichung, Taiwan.

Introduction

Uterine leiomyoma is a benign tumor of a common disorder of the female reproductive tract, affecting one in four women of
reproductive age in Taiwan according to the Ministry of Health and Welfare. The growth of leiomyomas often leads to a reduced
quality of life with symptoms such as heavy uterine bleeding, pelvic pain, and infertility. This study investigated the therapeutic
potential of adlay on leiomyona and its possible underlying mechanism. To achieve this, Eker rat-derived leiomyoma (ELT3) cells
were used as an in vitro experimental model for screening the different fractions of adlay extracts, as well as various phenolic
compounds, flavonoids, phytosterols and fatty acids. Since the use of human cell culture can strongly relate the effect observed in
vitro to the response in patients with uterine leiomyoma, primary human leiomyoma cells were used to determine the efficacy of
the active fractions and compounds on cell growth. The viability of primary human myometrial smooth muscle cells was also
evaluated to observe the effect of the active fractions and compounds on cells that are in close proximity to the leiomyomas.Adlay
may be a potential adjuvant for treating women with leiomyoma as it presents excellent anti-proliferation effects in vitro.

Methodology

ELT3
Adlay extracts

!

— Active fractions

l

Active
compounds
—
¥ ¥
Caspase 3
PARP

Primary cell
cultures

L

Cell cycle

Result
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Effect of ethanolic extract of adlay and compouns on viability of
primary human leiomyoma and myometrium cells

otrial SMC
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100 = " . . 1o 100
bl kS 100 | —
§ 80 b i - - ,§ 80 3; 80
% 60 | é‘ 60 é 60 § 60
£ 3 i = =
a0} % wl » 8 40 8 40
20 20 } ’_L‘ 20 20
0
0 0 0 8 £ .55‘: g §:
Control AHE ATE ABE PAE Control AHE-Hex AHE-EA AHE-Bu AHE-Wa 5 §: g g S
200 nafmL 200 pg/mL 2,‘5 = &G <)
ng 100 uM
120 140
- . .
e L . T L IC,, values of active adlay sub-fractions and compounds on
- i 100 — . o
g g * primary human leiomyoma cells
5 60 z 8
8 o . AHE-EA ATE-Hex ATE-EA
- 3 & *k e ** Constitute 'Cs0 (pg/mL)* (ug/mL)**  (ug/mL)***
o 40 3 AHE-EA 58.5 pg/mL
40 *k ATE-Hex 193.9 ug/mL
20 ATE-EA 149.9 ng/mL
20 B-sitosterol 45uM  1.87 pg/mL 0.46 1.28 0.9
0 Control ATE-Hex ATE-EA ATE-Bu ATE-Wa 0 Eriodictyol 97.5 M 28.1 ng/mkL
200 pg/mL 3 8 Ec £ 3 :g £ g Linoleic acid 97.2 M 27.1 ng/mtL 4.78 69.2 69
g o g 8 g) g g & Nobiletin 155.9 uM 62.7 png/mL 0.014 0.14
c w £ ¢ § g 3 é’ Quercetin 71.8 uM  21.7 pg/mL 0.03
2 9 5 3z w Stigmastanol 2.8uM  1.17 pg/mL 0.38 o.18
o Stigmasterol 1 M 0.41 pg/mL 0.104 0.46 0.32
100 uM .
Conclusions
Effect of time and dose on efficiency of flavonoids * AHE-Hex, AHE-EA, ATE-Hex and ATE-EA reduced the growth
of ELT3 and primary leiomyoma cells. Cell viability was
Quercetin S Nobiletin = Eriodictyol inhibited by AHE-EA to a much greater extent.

Cell viabilty (%)
Cell viability (%)

Control

[
Control 24 4 72 %
Time afier treatment (hours)

24

* Naringenin, quercetin, nobiletin, eriodictyol, b-sitosterol,
stigmasterol, and stigmastanol inhibited the growth of ELT3
cells.

* Quercetin, nobiletin, eriodictyol, b-sitosterol, stigmasterol,
and stigmastanollinoleic acid inhibited the growth of
primary leiomyoma cells

Cell

Contrd 24 48 2 %
Time after treatment (hours)

48 72 9%
Time after treatment (hours)
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