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Functionality of the Tumor Suppressor
microRNA-1 in Malignant Tissue and Cell
Line Cells of Uterine Leiomyosarcoma
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Abstract. Background/Aim: Uterine leiomyosarcoma
(uLMS) is a very rare mesenchymal tumor showing an
aggressive clinical course and poor prognosis for patients.
Due to the low incidence, little is known about molecular
tumor biology and biomarkers of uLMS. Micro-RNA-I
(miR-1) has been identified as a pivotal tumor suppressor in
numerous entities being suited as a molecular marker for
tumor progression. Materials and Methods: uLMS patient
samples were analyzed regarding their miR-1 expression
levels. Furthermore, miR-1 growth inhibitory and target
regulatory properties were examined in transfected uLMS
cells SK-UT-1. Results: miR-1 was strongly suppressed in
ulLMS tumor tissue compared to adjacent healthy tissue. In
vitro studies, however, failed to detect growth inhibitory
properties of miR-1 in SK-UT-1 cells. The expression of the cell
survival and MAP kinases Erk-1/2 and p38 was not targeted by
miR-1. Conclusion: Tumor suppressive mechanisms of miR-1,
seem to be inhibited in uLMS SK-UT-1 cells, maybe as part of
the malignant transformation process. Regardless of the
microRNA’s cellular functionality, miR-1 may represent a
promising biomarker of diagnosis in uLMS therapy.

Uterine leiomyosarcoma (uLMS) is a very rare and aggressive
mesenchymal tumor which comprises about 1% of all uterine
malignancies and one third of uterine sarcoma (1). In Germany,
approximately 300 cases are diagnosed each year with a patient
mean age of 50 years. Unfortunately, there exist no effective
diagnostic techniques for identifying patients with uLMS. Even
modern imaging scans using ultrasound, computed tomography
(CT), and magnetic resonance imaging (MRI) fail to detect
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uLMS-specific signs (2). Consequently, uLMS is frequently
discovered incidentally on histopathological analysis following
hysterectomy.

Due to the aggressive clinical course of uLMS, patients
have poor prognosis with early hematogenous spread and
development of lung metastases within 2 years after primary
therapy (2). Furthermore, the metastatic recurrence rate even
in patients with localized early stage uLMS exceeds 50%
according to the International Federation of Gynecology and
Obstetrics (FIGO) (3).

Treatment of uLMS patients still remains challenging.
Since response to chemo- and radiation therapy exhibits
little, if any, effect, complete surgical resection represents the
best and potentially curative treatment for localized uLMS
(2,4). Only a few prognostic factors (age, tumor size, early
stage) have been evaluated for uLMS therapy, while
molecular biomarkers are completely missing (1, 5).

MicroRNAs, such as microRNA-1 (miR-1), orchestrate
crucial mechanisms in cancer progression and have moved
into the focus of interest as novel biomarkers. miR-1 has
been identified as a tumor suppressor in numerous entities
and is frequently down-regulated during cancer progression
(6). In the study presented here, miR-1’s expression and
functionality in uLMS was examined for the first time.

Materials and Methods

Patient samples. Tissue samples from uLMS patients (n=4) and
women without any history of cancer (n=4) obtained from the
Department of Gynecology and Obstetrics, University Medicine
Greifswald, Greifswald, Germany, were analyzed. The presented
study was approved by the Ethical Committee of the University
Medicine Greifswald (registration no. III SV 05/04). All patients
signed informed consent forms.

Cell culture. The uLMS cell line SK-UT-1 (Cell Lines Service,
Eppelheim, Germany) was propagated in Dulbecco’s modified Eagle
medium F12 (Life Technologies, Darmstadt, Germany) supplemented
with 10% fetal calf serum and 0.125% gentamicin in a humidified
atmosphere at 37°C with 5% CO,.
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Figure 1. Expression analysis of miR-1 in uLMS tissue samples by quantitative RT-PCR. (A) miR-1 expression levels in uLMS patient samples
(uLMS) compared to tissue samples from healthy donors (Healthy). (B) miR-1 expression levels in primary uLMS samples (Prim.) compared to
samples from recurrent uLMS patients (Recurr.). Controls (Healthy, Prim.) were set to 1.0. Results are expressed as the mean+SD.

miR-1 overexpression experiments. SK-UT-1 cells were transiently
transfected with the miR-1 encoding vector pmiR-1 (7).
Transfection was performed using Lipofectamine2000 reagent (Life
Technologies according to the manufacturer’s protocol.

miR-1 quantification by reverse transcription-polymerase chain
reaction. Total RNA was prepared using peqGOLDTrifast Reagent
(Peqglab Biotechnology, Erlangen, Germany) according to the
manufacturer’s instructions. Subsequently, reverse transciption was
perforemd with 100 ng RNA and Superscript I Reverse Transcriptase
(Life Technologies), according to the protocol of Chen et al. (miR-1
stem-loop primer: 5’-GTCGTATCCAGTGCAGGGTCCGAGGTA
TTCGCACTGGATACGACATACAT-3’; U6 stem-loop primer: 5°-
GTCATCCTTGCGCAGG-3’) (8). For quantification, polymerase
chain reaction (PCR) was performed on a CFX96 Real-Time System
(Bio-Rad, Miinchen, Germany) with SensiMix SYBR hi-ROX Kit
(Bioline, Luckenwalde, Germany) and specific primers: miR-1 forward
primer: 5’-GCCCGCTGGAATGTAAAGAA GTATG-3’; miR-1
reverse primer: 5’-GTGCAGGGTCCGAGGT-3’; U6 forward primer:
5’-CGCTTCGGCAGCACATATAC-3’; U6 reverse primer: 5’-
AGGGGCCATGCTAATCTTCT-3’. miR-1 signals were analyzed
using the CFX Manager software (Bio-Rad) and standardized to U6
RNA as reference.

Proliferation assay. Cellular proliferation was examined by cell
counting in a CASY Cell Counter (Roche Applied Science,
Mannheim, Germany) with a capillary of 150 um in diameter. SK-
UT-1 cells were detached by trypsin treatment, resuspended in
CASYton (1:100; Roche Applied Science, Mannheim, Germany)
followed by three replicates of measurement.

Protein analysis by western blotting. Equal amounts of protein
extracts in 50 mM Tris-HCI, pH 6.8, 2.0% SDS, 10% (w/v) glycerol,
0.01% bromophenol blue, 5% [-mercaptoethanol were separated by
electrophoresis and blotted onto a polyvinylidene fluoride membrane
(Millipore, Darmstadt, Germany). Subsequently, the membrane was
incubated with antibodies directed against Erk-1/2 (Cell Signaling
Technology, Danvers, MA, USA), p38 (Cell Signaling Technology),
and B-Actin (Cell Signaling Technology) overnight and protein-
specific signals were detected by dye-conjugated secondary
antibodies (LI-COR Biotechnology, Lincoln, NE, USA) in a LI-COR
Odyssey Infrared Imager System (LI-COR Biotechnology, Lincoln,
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NE, USA) according to the manufacturer’s instructions. Protein levels
were quantified using the Image Studio Lite Version 4.0 software (LI-
COR Biotechnology). B-Actin signals served as a loading control and
protein expression levels were normalized to controls (control=1.0).

Results

The tissue expression level of miR-1 becomes down-regulated
during uLMS progression. Analysis of uLMS patient’s samples
demonstrated a clear suppression of miR-I expression in
uLMS cancer tissue. Levels of miR-1 were decreased 2.4+1.2-
fold in samples obtained from uLMS patients compared to
healthy donors (Figure 1A). Further examination of the uLMS
samples additionally revealed a 2.3x1.9-fold diminished
expression of miR-1 in uLMS tissue after recurrence
compared to the primary uLMS material (Figure 1B). The
limited quantity of patient samples, however, prohibited
further statistical analysis of the obtained data.

Overexpression of miR-1 in an in vitro uLMS model failed to
demonstrate anti-proliferative effects of the microRNA. To
provide some insights on the role of miR-1 in the molecular
and cellular biology of uLMS cells, overexpression
experiments were performed applying the established uLMS
cell line SK-UT-1 (Figure 2A). Transiently transfected SK-
UT-1 cells demonstrated a 4.6+1.9-fold overexpression of
miR-1 levels compared to vector transfected control cells
(Figure 2B). Despite the elevated levels of the tumor
suppressor, in SK-UT-1 cells, proliferation was not affected
in the presence of increased miR-1 concentrations compared
to mock-transfected control cells (Figure 2C).

The miR-1 targets Erk-1/2 and p38 are not affected in uLMS
cells overexpressing miR-1. Among others, miR-1’s tumor
suppressive capacity is effective towards two pivotal targets:
the extracellular signal-regulated kinases 1 and 2 (Erk-1/2)
as well as the mitogen-activated protein (MAP) kinase p38.
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Figure 2. Transfection and cell growth analysis of the uLMS cell line SK-UT-1. (A) Microscopy of SK-UT-1 cells (magnification x20). (B) miR-1
overexpression (miR-1 +) compared to mock-transfected control cells (miR-1 —). (C) Cell growth analysis of SK-UT-1 cells overexpressing miR-1
(SK-UT-1-miR-1) compared to maternal control cells (SK-UT-1). Results are expressed as the mean=SD.
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Figure 3. Protein expression analysis of the miR-1 targets Erk-1/2 and p38. Western blot analysis of Erk-1/2 (A) and p38 (C) and subsequent
quantification of the Erk-1/2 (B) and p38 (D) expression. Controls (miR-1 —) were set to 1.0 and compared to miR-1 overexpression (miR-1 +).

Results are expressed as the mean+SD.

A molecular study on miR-1 dependent regulation of Erk-1/2
and p38 in transfected SK-UT-1 cells demonstrated no impact
of the microRNA regarding the expression level of both
survival kinases (Figure 3A and C). Quantification of the
western blot analysis revealed, that neither Erk-1/2 (no
reduction; Figure 3B) nor p38 (1.2+3.3-fold reduction; Figure
3D) were efficiently targeted by overexpressed miR-1.

Discussion

Studies evaluating the expression of miR-I in cancer
confirmed significantly decreased amounts of miR-1
compared to adjacent healthy tissue. This has been
demonstrated in numerous entities including prostate cancer,
bladder cancer, colon cancer, lung cancer, and osteosarcoma
(reviewed in (6)). Although the sample size in the presented
study prohibited statistical analysis, the data pointed to a
strong suppression of miR-I in uLMS development and

progression. uLMS is a rare gynecologic malignancy
comprising less than 1% of all uterine cancers. Thus, clinical
as well as experimental research on this disease is
complicated and frequently fails, due to extremely low
numbers of patient samples.

The examination of uLMS tissue revealed suppressed miR-1
levels, as expected. Following in vitro studies, however, failed
to detect growth inhibitory properties of miR-1 in SK-UT-1
cells. Generally, miR-1 bears anti-proliferative and pro-apoptotic
properties and is considered as a pivotal tumor suppressor in
cancer cells (7, 9, 10). Here, growth inhibitory effects are
primarily determined by suppression of cell survival and MAP
kinases (9, 11-13). However, after transfection of SK-UT-1
cells, neither Erk-1/2 nor p38 kinase expression was inhibited
by elevated miR-1 concentrations. On the one hand, this may
represent a regulatory resistance against the tumor suppressor
miR-1 and occured accessorily to the reduction in miR-1
expression. On the other hand, this could be certainly explained
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by a unique characteristic of the SK-UT-1 cell line that was
utilized in the molecular study presented here. Finally, the very
low number of patients samples as well as performing
molecular analysis with only one uLMS cell line is the
limitation of this molecular study, but further examinations are
in progress to clarify this open question.

In conclusion, the tumor suppressor miR-1 is strongly
suppressed in uLMS tumor tissue compared to adjacent
healthy tissue, suggesting a critical role in uLMS progression
control. Tumor suppressive mechanisms of miR-1, however,
seem to be inhibited in uLMS cells SK-UT-1, maybe as part
of the malignant transformation process. Regardless of the
microRNA’s cellular functionality, miR-I may represent a
promising biomarker for diagnosis of uLMS.
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