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MicroRNA-205 Targets Tight Junction-related
Proteins during Urothelial Cellular

Differentiation™s

Pei-Jung Katy Chung$§§, Lang-Ming Chi§, Chien-Lun Chen1], Chih-Lung Liang|,
Chung-Tzu Linf, Yu-Xun Changt, Chun-Hsien Chen**, and Yu-Sun Changt 1t

The mammalian bladder urothelium classified as basal,
intermediate, and terminally differentiated umbrella cells
offers one of the most effective permeability barrier func-
tions known to exist in nature because of the formation of
apical uroplakin plaques and tight junctions. To improve
our understanding of urothelial differentiation, we ana-
lyzed the microRNA (miRNA) expression profiles of mouse
urinary tissues and by TagMan miRNA analysis of micro-
dissected urothelial layers and in situ miRNA-specific hy-
bridization to determine the dependence of these miRNAs
on the differentiation stage. Our in situ hybridization stud-
ies revealed that miR-205 was enriched in the undifferen-
tiated basal and intermediate cell layers. We then used a
quantitative proteomics approach to identify miR-205 tar-
get genes in primary cultured urothelial cells subjected to
antagomir-mediated knockdown of specific miRNAs.
Twenty-four genes were reproducibly regulated by miR-
205; eleven of them were annotated as cell junction- and
tight junction-related molecules. Western blot analysis
demonstrated that antagomir-induced silencing of miR-
205 in primary cultured urothelial cells elevated the ex-
pression levels of Tjp1, Cgni1, and Cdc42. Ectopic expres-
sion of miR-205 in MDCK cells inhibited the expression of
tight junction proteins and the formation of tight junctions.
miR-205- knockdown urothelial cells showed alterations in
keratin synthesis and increases of uroplakin la and Ib,
which are the urothelial differentiation products. These re-
sults suggest that miR-205 may contribute a role in regula-
tion of urothelial differentiation by modulating the expres-
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The surfaces of the urinary bladder and the lower urinary
tract are covered by urothelial cells; these are classified as
basal, intermediate, and terminally differentiated superficial
cells (umbrella cells) based on their localization relative to the
basement membrane or lumen (for review, see (1)). The out-
ermost umbrella cell layer is characterized by a highly spe-
cialized superstructure known as the plaques of asymmetric
unit membrane (AUM)' (2-4). These AUM plaques occupy
~90% of the umbrella cell surface and are composed of
uroplakins (a family of integral membrane proteins) (5, 6).
Functionally, the urothelium contributes to forming an exten-
sible barrier that accommodates the large changes in urine
volume and offers highly specialized umbrella cells that have
distinct apical and basolateral membrane domains demar-
cated by tight junctions (7-9).

The formation of tight junctions creates a tight seal and a
high-resistance paracellular barrier between adjacent um-
brella cells (7, 10). When the epithelial barrier is compromised,
leakage of urine components into the underlying bladder lay-
ers results, with symptoms of interstitial cystitis (IC) (11, 12).
The restoration of tight junction formations is one of the
earliest cellular events in the bladder wound-healing process
of IC (13, 14). The molecular constituents of the tight junction
include transmembrane proteins, cytoplasmic proteins, and
the cytoskeleton. The relevant transmembrane proteins (e.g.
occludin, claudins, and JAMSs) cross the junction and connect
the membranes of adjacent cells to make a tight seal. Cyto-
plasmic tight junction-associated proteins form scaffolds that
anchor tight junction membrane proteins and also attach to
the cytoskeleton to further initiate cellular signaling pathways
(e.g. to regulate polarity (15, 16) and proliferation (17-19).

" The abbreviations used are: miRNA, microRNA; TJP, tight junc-
tion proteins; AUM, asymmetric unit membrane; JAMs, junctional
adhesion molecules; EMT, epithelial-mesenchymal transition; LNA,
Locked Nucleic Acid; iTRAQ, isobaric tags for relative and absolute
quantitation; UTR, untranslation region; TER, transepithelial electrical
resistance.
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Among them the scaffolding protein, ZO-1 (tight junction pro-
tein 1, TJP1), directly interacts with transmembrane proteins
and is required for the localization of occludin to the tight
junction (20, 21). Cingulin (CGN) and paracingulin (cingulin-
like 1; CGNL1) form links between tight junction proteins
(TJP1, TJP2, TIP3, and JAM-A) and the actins cytoskeleton
(22-24). CGN has been shown to inhibit RhoA activity and
claudin-2 mediated cell proliferation by recruiting GEF-H1 (23,
24). CGNL1, also known as JACOP (junction-associated
coiled-coil protein), appears to be structurally and functionally
similar to CGN (22-24). In addition to down-regulating RhoA
activity, CGNL1 reportedly up-regulates Rac1 activity via the
Rac1-GEF Tiam1 interaction (24). Another scaffolding protein,
angiomotin (Amot, a component of the Rich1/Amot complex),
reportedly recruits the Cdc42 GTPase activating protein (i.e.
Rich1) to tight junctions and helps maintain the stability of
tight junction polarity complexes (25). The most differentiated,
superficial cells of the urothelium develop tight junctions that
form a seal between adjacent cells, thus preventing paracel-
lular diffusion. As being an integral part of the urothelial dif-
ferentiation program, the formation of tight junctions is gen-
erally known to be controlled at the transcriptional regulation
and subcellular localization of the tight junction proteins (9,
26). However, little is known about the molecular mechanisms
underlying the formation of tight junctions in the urothelium.

The small noncoding microRNAs (miRNAs) play critical
roles in regulating gene expression via post-transcriptional
gene silencing, and have emerged as a prominent class of
gene regulators in a variety of biological pathways (27-29). In
general, miRNAs are initially transcribed as longer primary
transcripts, and then undergo a series of processing steps.
These intermediate bands were thought to be the by-products
from the RNA cleavage by two ribonuclease (RNase) Il en-
zymes, Drosha and Dicer, also assembled into ribonucleopro-
tein (RNP) complexes before finally yield the single-stranded
mature miRNAs (for review, see (30)). To date, the details of
miRNA biogenesis and gene silencing are still unclear. The
delicate miRNA system has created a possibility for a better
understanding of urothelial differentiation by investigating
miRNAs and their target genes. Therefore, we explored
urothelial miRNA expression profiles and revealed that ex-
pression of miR-205 in a differentiation stage-specific manner
in urothelium. Although several studies have elucidated that
targets of miR-205 can modulate a wide spectrum of path-
ways in many cell types, including Akt signaling (31), PTEN
(32), EMT program (33), and PI(3)K pathway (34). However, no
study has systematically examined the role of miR-205 in
normal urothelial differentiation. Recent advances in various
“omics” approaches are employed to gain the knowledge of
various cellular functions, pathways, and disease biomarker
identification (35-38). In the present study, we used a multi-
ple-omics approach to investigate the targets of miR-205 in
primary cultured urothelial cells. Collectively, our results
demonstrate a novel regulation wherein miR-205 modulates

tight junction-related proteins during the urothelial cellular
differentiation.

EXPERIMENTAL PROCEDURES

Cell Culture, Antagomirs, and Pre-miR Precursors—Normal urothe-
lial cells isolated from mouse bladder were primary cultured as de-
scribed in previous studies (39). Briefly, after treating both with Dis-
pase (2.5% w/v in DMEM; Invitrogen, Carlsbad, CA) at 37 °C for one
hour and trypsin (0.25% w/v in PBS; Invitrogen) at 37 °C for 10 min,
the detached urothelial cells were plated in the keratinocyte serum-
free medium (KSFM; Invitrogen). Antagomirs directed against miR-
205 (antagomiR-205; Ant-205), miR-709 (antagomiR-709; Ant-709),
and scramble controls were synthesized by Dharmacon and were
added to the culture medium to a final concentration of 1 mm for 72 h.
The single-stranded RNAs consisted of a 19-22-nucleotide length
with modifications as specified: Ant-205, 5'-CsAsGACUCCGGUG-
GAAUGAAsGsGsAs-Chol-3’; Ant-709, 5'-UsCsCUCCUGCCUCU-
GCCsUsCsCs-Chol-3'. Uppercase letters represent 2’-OMe-modi-
fied nucleotides, “s” represents a phosphorothioate backbone, and
Chol represents cholesterol. For overexpression studies, Ambion Pre-
miR precursors of miR-205 and Negative Control #1 were synthesized
by Applied Biosystems (Foster City, CA).

RNA Isolation, miRNA Microarray, and mRNA Microarray Analy-
ses—The total RNA isolation was carried out from inbred ICR mice
tissues and primary cultured urothelial cells using TRIzol Reagent
(Invitrogen) according to the manufacturer’s instructions for gene
expression profiling and real-time RT-PCR analyses. The small RNA
was enriched using a two-step procedure for miRNA microarray
analysis. First, all high molecular weight RNA species over 300 nu-
cleotides in length were removed by using the Millipore Microcon
YM-100 Centrifugal Filter Unit. The flow-through containing small
RNA was collected in the second step by using a Millipore Microcon
YM-3 unit, which retains all RNA molecules over 10 nucleotides in
length. The purified small RNA fraction was collected from the filter
unit containing mature miRNA, tRNA, 5S rRNA, and 5.8S rRNA. These
small mRNA fragments were processed by direct labeling with Cy5 for
hybridizations of experimental, control, and degradation tests. Label-
ing and hybridization were performed as described previously (40).
CombiMatrix Mouse MicroRNA CustomArray 4 X 2K slides with 537
miRNA probes were used for gene-expression profiling. Arrays were
scanned using a Genepix 4000B Scanner (Axon) and raw pixel inten-
sities were extracted with CombiMatrix Microarray Imager 5.8 soft-
ware. Signal intensity for each spot was normalized by subtracting the
local background that was set by the median signal from all mismatch
probes of the area surrounding each spot from the total intensity. The
probe signals that were more than two times the background signal
were considered as “present.” After conducting the microarray anal-
yses, the mean was computed over all miRNA signals from all sam-
ples, and the fold change relative to the mean for each miRNA was
log2 transformed. Subsequently, a cluster analysis was completed on
the transformed miRNA expression profiles of the samples. Hierar-
chical clustering with an uncentered correlation metric was performed
by using a single linkage method of the software Cluster 3.0 (41), and
the clustering tree and heat map were visualized by the software Java
Treeview (42). In the heat map, the miRNAs with a value of more than
+5 are shown as +5, and the miRNAs with a value of less than —5 are
shown as —5. For mRNA microarrays, the total RNAs from primary
cultured mouse urothelial cells subjected to antagomir treatment were
prepared with TRIzol Reagent (Invitrogen) and labeled with Cy5 or
Cy3 and then hybridized to the Agilent mouse whole genome Microar-
ray Chip (4 X 44K). Fluorescence intensities were scanned with a
GeneArray Scanner to obtain and scale quantitative information.

Northern blots and Real-time RT-PCR Analysis—The total RNA was
fractionated in a 15% denaturing PAGE, then transferred to NC paper
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(Hybond-XL; Amersham Biosciences), before being immobilized by
UV cross-linking. Anti-miRNA probes were labeled with y-32P-ATP
(5000 Ci/mmol, 20 mCi/ml; Pharmacia, New York, NY) by using T4
polynucleotide kinase (i.e. TNT) and then purified with a Sephadex
G50 spin column (ProbeQuant G-50 Micro Column; Pharmacia). Next,
the membrane was prehybridized in Ambion hybridization solution
(ULTRAhyb-oligo hybridization buffer; Invitrogen) at 42 °C for one
hour and then hybridized at 42 °C overnight. Following hybridization,
the membranes were washed twice with 0.2 x SSC with 0.1% SDS at
65 °C for 30 min each time. The blot was normalized for RNA loading
by hybridization with 5S rRNA. Real-time quantitative polymerase
chain reaction (QRT-PCR) was carried out in the ABI 7500 Fast Real-
time PCR system (Applied Biosystems) using Assay-on-Demand
TagMan probe sets (Applied Biosystems), according to the manufa-
cturer’s instruction.

LNA-anti-miRs and in situ Hybridization—Locked Nucleic Acid
(LNA)-modified, digoxigenin (DIG)-labeled anti-miR-205 and anti-
miR-709 probes were synthesized by Exiqon. Fresh-frozen mouse
bladder tissue sections (16 um) were fixed by immersion in 4%
paraformaldehyde in PBS for 15 min and deproteinated with protein-
ase K (0.6 ng/ml) at 37 °C for 30 min. Sections were washed once
with 0.2% glycine in PBS and then twice with PBS. Next, the sections
were postfixed for 10 min in 4% PFA, followed by 10 min acetylation
(0.1 ™ triethanolamine [pH 8], 0.25% acetic anhydride) and pre-
hybridized in hybridization buffer (50% formamide, 1 X Denhardt’s
solution, 10 mm DTT, 5 X SSC, 0.1% Tween-20, 9.2 mw citric acid [pH
6], 50 mg/ml heparin, 1 mg/ml yeast RNA, 1 mg/ml salmon sperm
DNA, and 10% dextran sulfate) at 45 °C for one hour. The slides were
then hybridized overnight with 20 nm of DIG-labeled LNA probes in a
humidified chamber at 45 °C and then rinsed in 5 X SSC and washed
in 2.5 X SSC, 1.25 X SSC, 0.1 X SSC for 20 min each at room
temperature. Immunological detection was carried out with the anti-
DIG Fab conjugated to alkaline phosphatase (Roche), according to
the manufacturer’s recommendation. Methyl green was used for nu-
clear counterstaining.

iTRAQ Experiments—Equal amount of proteins from each treat-
ment were digested with trypsin and labeled with iTRAQ reagents
(Applied Biosystems) as described previously (43). Two four-plex
iTRAQ comparisons were set up as follows. Comparison A: control-1
was labeled with iTRAQ reagent 114, control-2 with 115, Ant-205 with
116, Ant-709 with 117. Comparison B: Ant-709 was labeled with
iTRAQ reagent 114, Ant-205 with 115, control-1 with 116, and con-
trol-2 with 117. The labeled peptides from each iTRAQ comparison
were then pooled and fractionized on a reverse phase capillary col-
umn with an acetonitrile gradient in the presence of about 0.1%
NH,OH (Gemini C18 column, 3 X 100 mm, 3 wm; Phenomenex,
Torrence, CA) carried on a Breeze HPLC instrument (Waters, Milford,
MA) (43). The effluents were collected and then pooled into ~60
fractions dependent on the signal intensity of OD,g, Each fraction
was dried at vacuum and re-dissolved with 0.1% formic acid solution
for the following LC-MS/MS analysis.

Liquid Chromatography-tandem Mass Spectrometry Analysis (LC-
MS/MS Analysis)—LC-MS/MS analysis was performed on a Surveyor
nanoflow system (Thermo Fisher, San Jose, CA) connected to the
LTQ-Orbitrap hybrid mass spectrometer (Thermo Fisher, San Jose,
CA) with a Finnigan Nanospray Il ion source. Peptide mixtures were
separated on a 75 um X 100 mm PicoFrit BioBasic C18 capillary
column (5 wm particle size; New Objective, Woburn, MA) using an
acetonitrile gradient in the presence of 0.1% formic acid. The full-
scan MS spectra (m/z 400-m/z 2000) were acquired on the Orbitrap
mass analyzer with a resolution of 30,000 at m/z 400. The lock mass
calibration feature was enabled to improve the accuracy of mass
detection. Up to four of the most intense ions with a minimal signal
intensity of 20,000 were sequentially isolated for MS/MS fragmenta-

tion in the order of intensity of precursor peaks detected in the linear
ion trap using the pulsed Q dissociation (PQD) method with the
normalized collision energy at 30%, Q activation at 0.7, the activation
time set to 0.1 and the isolation width at 2.0. Four MS/MS microscans
were averaged to create the proper signal intensity for peptide quan-
tification using iTRAQ reporter ions. lons with a singly charged state
were excluded. The ions (MS * 15 ppm) for MS/MS measurements
were dynamically repeated once and excluded for 90 s.

MS-based Protein Identification and Quantification—Peptide sam-
ples were analyzed on a nano-LC-LTQ-Orbitrap hybrid mass spec-
trometer (Thermo Fisher) as described previously (43). The MS and
MS/MS raw data were converted to MGF peak list files with
DTASuperCharge 1.37 using SmartPicking with 200 segment size
(Th) and a max search level of 8. The generated MGF files were
searched against a SwissProt 56.0 mouse protein database (16078
sequences) using the MASCOT search engine (v.2.2, Matrix Science)
with search parameters as follows: digestion with trypsin, variable
modification of N-terminal acetylation of protein, conversion of N-ter-
minal glutamine to pyro-glutamate, oxidation of methionine, methyl-
thiolation at cysteine, and iTRAQ labeling at lysine residue and N
terminus of peptides. One missed cleavage, mass accuracy of 6 ppm
on the parent ions, and 0.5Da on fragment ions were allowed. Iden-
tified proteins were subjected to further filtering using open-source
proteomic statistical analysis software (Trans-Proteomic Pipeline, TPP
v4.2 JETSTREAM rev 1, http://www.proteomecenter.org/software.php),
developed at the Institute for Systems Biology (Seattle, WA), with
PeptideProphet and ProteinProphet probability cutoffs were set at
0.95. All of the predicted error rates were less than 0.01 in this study.
The apportionment of identified peptides between protein groups
were calculated by weighting and provided by the proteomic statis-
tical analysis software. The maximum weight value of each peptide
was one, by which the belonging of peptides between possible pro-
tein groups were evaluated and indicated. The maximum weight value
was divided by the number of identified protein groups containing this
peptide. The peptide with a weight value equal to “1” represented it
only belonged to one identified protein group. A weight value equal to
0.5 indicated the peptide presented in two protein groups with the
same identification confidence. On the one hand, the peptide with a
higher value between 0.5 and 1 indicated being present in more than
one protein groups identified with different confidence, and the one
with a higher protein probability would own it with a higher weight
value. Consequently, the proteins were identified by more than two
distinct peptides. Quantitative information of proteins was simultane-
ously obtained using the default settings of the Libra quantitation tool
built in the TPP platform as described previously (43). In this study,
only the distinct peptides and their reporter ions with an intensity of
higher than 20 were included for protein quantification. To minimize
the variation of sample loading, the total ion intensities of each
reporter ion channel were normalized to the average intensities of four
channels. Then, the median value of the normalized spectrum ratios
of peptides for a protein group was calculated and used as a protein
ratio to minimize the effects of outliers.

Western Blot Analysis—For Western blotting, protein extracts of
primary cultured urothelial cells treated with the antogomir against
miR-205 (antagomiR-205 or Ant-205) or scramble control were pre-
pared, and 50 ug of protein lysates were separated by 7.5% or 15%
SDS-PAGE and then transferred to PVDF (Millipore). The membranes
were blocked in 5% nonfat dry milk in PBS-T (0.05% Tween-20 in
PBS) for 1 h. After blocking, the membranes were rinsed and incu-
bated with anti-CGNL1 (anti-Paracingulin; Invitrogen mouse 39—
8900, 1:1000), anti-Cdc42 (BD Transduction Laboratories mouse
610928, 1:500), anti-TJP1 (anti-ZO-1; Invitrogen rabbit 61-7300,
1:1000), anti-TXNRD1 (Abcam, Cambridge, MA; rabbit ab16840,
1:1000), anti-Krt5 (Covance, Princeton, NJ; rabbit PRB-160P, 1:500),
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anti-Krt8 (Abcam rabbit ab53280, 1:1000), anti-beta Actin (Novus
Biologicals, Littleton, CO; mouse NB600-501, 1:10000), anti-GAPDH
(Cell Signaling, Danvers, MA,; rabbit '*C10, 1:1000), anti-UPla (rabbit
antiserum, 1:1000), or anti-UPIb (rabbit antiserum, 1:1000) (both an-
tisera against uroplakins were from Dr. T.T. Sun, New York Univer-
sity). Binding of primary antibodies was revealed using HRP-coupled
anti-mouse or anti-rabbit secondary antibodies (Millipore). Signals
were developed by enhanced chemiluminescence (Immobilon West-
ern; Millipore) and exposed to x-ray films (Fuji). Prestained molecular
weight marker proteins were visualized with a LuminolPen HRP la-
beling (LH603; Visual Protein, Taiwan). The intensity values of the
target protein signals were normalized with the intensity value of
beta-actin.

Transepithelial Electrical Resistance (TER) Measurement and Luci-
fer Yellow Permeability Assay—MDCK cell monolayers were cultured
on polycarbonate inserts in Costar Transwell 12-well plates (Corning
Costar Corp) and transfected with the precursor miR-205 (or control
RNA) to selected day intervals for TER measurement by using a
voltohmmeter (EVOM; World Precision Instrument, Sarasota, FL), ac-
cording to the manufacturer’s instruction. The TER values were cal-
culated by subtracting the contributions of the bare filter and medium.
The measurements were repeated three times for each. The experi-
ment was performed in triplicate. The same MDCK cells were also
used for Lucifer Yellow permeability assays. The fluid-phase marker,
Lucifer Yellow (Sigma-Aldrich, L0144) was dissolved in PBS (Sigma-
Aldrich, L0144) and added to the top chamber of the Transwells®
insert with MDCK monolayers that were grown in during the cells’
confluence. Before each experiment, the culture media were removed
and the cell monolayers were rinsed with PBS and allowed to equil-
ibrate at 37 °C for one hour. At the end of the experiments, the insert
plate was removed from the basolateral compartments, and the
transported Lucifer Yellow dye in the opposite chamber was read with
a fluorescent spectroscopy (SpectraMax M5, Molecular Devices,
Sunnyvale, CA) at 485 nm excitation and 535 nm emission wave-
lengths. The percent of Lucifer Yellow that passed through the cell
monolayer into the transport analysis plate was calculated by using
the related fluorescent measured for an equilibrium dilution of
Lucifer Yellow in a separate plate for reference. All time point values
were measured in triplicate. Statistical analysis was performed by
Student’s t test.

RESULTS

Identification of miRNAs that are Associated with Differen-
tiation of the Urothelium—To explore which miRNAs may
have potent roles in regulating urothelial differentiation, we
first performed the exploratory microarray analyses of miRNA
expression levels in RNA samples isolated from different uri-
nary tissues including the mouse ureter, kidney, and the
urothelial as well as muscularis layers of the bladder. By
comparing the miRNA expression patterns from different uri-
nary tissues, we found that 33 of the 170 detected miRNAs
were differentially expressed in the bladder urothelium (Fig.
1A). Of these we chose to further validate several miRNAs that
were expressed more abundantly in the bladder urothelial
layer than in the muscularis layer: Group A (miR-709, miR-
483, and miR-206) and Group B (miR-200c, miR-203, miR-
205, and miR-669c) (see gene tree in Fig. 1A).

By using independent RNA samples, we conducted the
stem-loop-specific quantitative TagMan miRNA assays to val-
idate the microarray results. We confirmed five of these

miRNAs (miR-709, miR-483, miR-200c, miR-203, and miR-205)
were expressed by more than 4-fold in the urothelial layer than
in the muscularis layer, whereas the other two miRNAs (miR-
206 and miR-669c) did not show any enrichment in the
urothelium (Fig. 1B). To determine the dependence of these
five confirmed miRNAs on the urothelial differentiation stage,
we further used laser-captured microdissection to dissect the
upper well-differentiated urothelia and the lower undifferenti-
ated cell layer fractions from the mesenchymal boundary, and
then performed quantitative TagMan assays on these two
RNA pools. We found that the expression levels of miR-200c,
miR-203, and miR-205 (Group B miRNAs) were higher in the
lower undifferentiated fraction than in the upper well-differenti-
ated fraction, whereas miR-483 and miR-709 (Group A miRNAs)
were consistently expressed in both fractions (Fig. 1C).

Before performing miRNA in situ hybridization analysis to
demonstrate the association between miRNAs and differenti-
ation of urothelium we surveyed the expression level of sev-
eral miRNAs with the Northern blot analysis. Comparison of
two total RNAs isolated from mouse bladder urothelial or
muscle tissues, we only found the signals corresponding to
miR-205 and miR-709 in urothelial RNA, whereas all miRNA
precursors were detectable (Fig. 1D). The longer exposure
images of miR-690 and let-7a showed faint and very low
abundant bands than the signals of miR-205 and miR-709
(data not shown). The results of miR-690 and miR-709 were
found similar to an early report by Tang et al., that revealed the
presence of a large amount of the precursors and faint broad
bands corresponding to their mature miRNA (44).

Confirmed with miRNA in situ hybridization (Fig. 2A and
supplemental Fig. S1) that miR-205 was dominantly ex-
pressed in the lower undifferentiated basal and intermediate
cell layers, and only rarely in the terminally differentiated um-
brella cells; well-differentiated cells were immunostained with
the specific differentiation markers (Fig. 2B). In contrast, miR-
709 was expressed in all cell layers of the urothelium, includ-
ing the umbrella cells (Fig. 2A and supplemental Fig. S1).
These results demonstrated the expression of miR-205 was
associated with the different stages of urothelial differentia-
tion and thus may be biologically significant in the develop-
ment and function regulation of urothelium.

Identification of miR-205 Target Genes in the Urothelial
Cells using Quantitative Proteomics—In this work, we con-
ducted an iTRAQ-based quantitative analysis to further char-
acterize miR-205 in normal urothelium, which typically
showed a low rate of cell turnover in rodent bladder (45). By
knocking down the expression of endogenous miR-205 in
primary cultured mouse urothelial cells, we observed the ex-
pression changes to identify the potential target gene of miR-
205. Antagomir treatment was used to knockdown endoge-
nous MiRNA expression in primary cultured cells where we
observed 90% and 78% depletion of miR-205 and miR-709
respectively (supplemental Fig. S2). Protein extracts repre-
senting control and antagomir-treated urothelial cells were
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miR-483, and miR-709 in undifferentiated basal cells and differentiated upper urothelial cells. Total RNA was collected from laser capture
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digested and labeled with different iTRAQ tags as described
in the Experimental Procedure for relative quantitation by
tandem mass spectrometry. Within two sets of comparisons,
1990 and 1771 proteins, as well as 1868 and 1668 proteins
were identified and quantified in Comparison A (Exp-1) and B
(Exp-2), respectively. A summary of proteomics results was
shown in supplemental Table S1. In total, we identified 2169
nonredundant proteins, and quantified 2051 proteins in these
two iTRAQ-based quantitative proteomics analyses (the de-

tails in supplemental Table S2 and S3). Because the in situ
hybridization detection of miR-205, but not miR-709, was
found in the lower, undifferentiated cell layers with a poten-
tially differentiation-related expression, we therefore focused
on identifying the targets of miR-205. The mean values and
standard deviation (S.D.) of two sets of control comparison
(C1/C2) were 1.04 = 0.20 and 1.02 = 0.12. Proteins that had
a ratio greater than two in comparison (greater than 3SD from
the mean of the control comparisons) were selected as can-
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miR-205

miR-709

Fic. 2. miR-205 is expressed in the lower undifferentiated layers of urothelium. A, In situ hybridization detection of miR-205 and miR-709
on mouse bladder sections. Images represent sections hybridized with antisense probes corresponding to miR-205, miR-709, positive control
U6, and negative control (NC) in magnifications 100 x, 400 x, and 1000 X, respectively. The hybridization signals are in purple blue. Nuclei were
counterstained with methyl green dye. The yellow arrows indicate the epithelium-mesenchyme boundary. The black arrowheads indicate the
intermediate cells. The red arrows indicate the superficial umbrella cells. B, The urothelial differentiation was determined with the specific
differentiation markers, uroplakin la (UPla), and uroplakin Illa (UPIlla), in upper urothelial cell layers. Localization of UPla (green) and UPllla (red)
were observed by immunofluorescence (yellow in merged image). The dashed lines indicate the epithelium-mesenchyme boundary. DAPI-

stained nuclei are shown in blue.

didate targets of miR-205. A total of 157 proteins increased
more than 2-fold in response to antagomiR-205 treatment
were considered as candidates (supplemental Table S2; 157
proteins marked in red).

By bioinformatic prediction assessing whether these genes
contain a miR-205-binding site, all quantified proteins were
assessed using the currently available and frequently used
web-based miRNA target prediction programs (TargetScan
6.0, miRanda 2010, MicroCpsm Targets, and DIANA microT
3.0 programs). Because miRNAs regulate their target mRNAs
predominantly by binding to the 3’ UTR, the annotated 3’ UTR
of each transcript of a gene was used for target prediction.
The method we chose for the predictive features combining
characteristics in seed regions both the conserved and non-
conserved miR-205 binding sites and also selected a loose
score threshold including those imperfect seed matches to
achieve the higher sensitivity (supplemental Table S4). By
applying a more stringent strategy to identify the candidate

target gene of miR-205 we further included the targets that
must be predicted from more than two web-based prediction
programs to enhance the specificity and minimize false
positives.

We then assessed the 2051 quantified proteins with the lists
of predicted miR-205 target gene by bioinformatics and found
265 genes (12.92%) containing the potential binding sites of
miR-205. We also constructed the cumulative distribution
plots of the log2-transformed protein expression fold-
changes for those genes containing miR-205 target sites and
all other expressed genes in response to antagomir-mediated
knockdown of endogenous miR-205 in primary cultured
urothelial cells. The cumulative distribution plots of the pro-
teins with binding sites (265 proteins) represented a shift of
the probability distribution to the right direction with higher
values of protein ratio when compared with the distribution
plots of the nontargeted proteins (1786) or to the total proteins
(2.051), but there were no statistically significant differences
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TABLE |
Summary of proteins identification and quantitation by iTRAQ analyses with more than a twofold change harboring potential target sites of
miR-205 indicated from at least two of the web-based prediction programs

Gene iTRAQ ratio (log2) Ant-205/Control . . .
TargetScan 6.0 miRanda 2010  MicroCosm Targets  DIANA microT3.0
Symbol Exp-1 Exp-2

AMOT 1.237 . o °
ARHGDIA 1.073 * °
ATP6V1G1 1.475 * o °
BTF3L4 1.502 * o °
CALU 1.028 * o °
CDC42 1.145 1.116 * o °
CDSs2 1.384 * °
CGNLA1 2.114 1.761 * o °
CHMP5 1.013 * °
DDHD1 1.278 * °
DNM2 1.005 * °
HSPA14 1.078 * o * °
MAPK3 1.067 * °
MPP5 1.346 * °
RCN2 1.740 * o °
RDH10 1.142 * o °
SEPT11 1.416 * o °
SEPT2 1.076 1.204 * °
SH3KBP1 1.023 * o °
SLC25A13 1.218 * o °
TCP11L1 1.109 1.214 * o °
TJP1 1.042 * o °
VTIHB 1.113 * o °
ZADH2 1.401 * °

Note: All ratios are given in log2 values. Predicted mRNA targets of miR-205 were extracted from four web-based databases: TargetScan
6.0 (2707 targets, with a total of 332 conserved sites and 3004 poorly conserved sites), miRanda 2010 (3296 targets, with Good mirSVR score),
MicroCosm Targets (881 targets, p value <0.05), and Diana microT 3.0 (3175 targets, miTG score >1).

(t test, p = 0.179 and 0.234, respectively) (upper panel of
supplemental Fig. S3). Among the 157 differentially expressed
proteins in response to antagomiR-205 knockdown treat-
ment, 24 genes (15.29%) were identified from more than two
miRNA target prediction programs, which was a more strin-
gent strategy that we had applied to select the candidate
targets to minimize false positives (Table I).

To assess the roles of these 24 potential targets of miR-
205, we analyzed their functional categories, gene ontologies,
and related pathways using the Functional Annotation Clus-
tering tool built in DAVID program (Database for Annotation,
Visualization and Integrated Discovery, v6.7) (46, 47). Sixteen
of the 24 potential targets were present in three significant
function clusters with enrichment scores higher than 2 (p
value < 0.01), in which those annotated categories can be
related to the urothelial growth and differentiation (summa-
rized in Table Il). The first annotation cluster hit by eleven
potential miR-205 targets is related to various junction types
including tight-, cell-, occluding-, apical-, and cell-cell junc-
tions and is summarized in Table II.

The iTRAQ-based identification and quantification of Tjp1,
Cgnl1, Cdc42, and Txnrd1 are presented in Fig. 3, with rep-
resentative peptide fragmentation spectra shown for each
protein. The intensities of the zoom-in iTRAQ reporter ion
spectra (m/z 114-117) of Tjp1, Cgnl1, and Cdc42 demon-
strated that their protein expression levels increased as miR-
205 expression decreased in the urothelium (Txnrd1 is shown

as a nondifferentially expressed example). The correlations of
these altered expression levels with that of miR-205 in urothe-
lial cells was further verified by the Western blot analyses,
which showed that the knockdown of endogenous miR-205
increased the expression levels of Tjp1, Cgnl1, and Cdc42,
but not Txnrd1 (Fig. 4A).

Based on these results, we constructed luciferase reporters
bearing individual target-gene 3’ UTR sequences containing
the predicted miR-205 binding sites including Cgnl1, Tjp1,
Amot, Cdc42, Septi1, Calu, and Btf3l4 to investigate the
influence of miRNA-target pairings. Additionally, Cbx1 identi-
fied from only one prediction program was displayed as a
parallel control in reporter assay. We then measured the miR-
205-mediated repression regulation with the dual luciferase
reporter assays in 293T cells. The sequences of the binding
sites used in reporter construction are shown in supplemental
Fig. S4. The miR-205-mediated reductions of luciferase ac-
tivity are shown in Fig. 4B. The reporter harboring the 3' UTR
of Cgnl1 showed a large and statistically significant reduction
(85.1% versus the control) in luciferase activity. The other tight
junction-related molecules also experienced the significant
drop following the expression of miR-205, except less signif-
icant on Sept11. We mutated the putative miR-mRNA inter-
action sequences of the tight junction-related molecules,
Cgnl1, Tjp1, Amot, and Cdc42, to ensure specific interactions.
Fig. 4C shows a miRNA:mRNA alignment and the putative
and mutant binding sequences within the UTRs of the targets.
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TABLE Il
Functional annotation clustering of miR-205 target genes in urothelium

o © ) e ©
x . = w g 2T NG 5 N <Y D ]
Term 5 P-Value Count 11'-0'?;1 c‘:” :& % g g “;i;_ g § :61 ‘g- 5 ﬁ 5 :t' é =
(&) = < c g 00 T o Q¥ o= ;
@ >
Annotation Cluster 1; Enrichment Score: 3.5619 (p=0.00027)
cell junction 1 597E-06 7 23 6 6 6 o o+ o+ o
G0:0030054~cell junction 2 488E05 7 20 & & 6 o o+ o+ o
Tight junction 3 558E-05 4 23 ¢ o+ o+ o
G0:0005923~tight junction 4 195E-04 4 20 & & o+ o
G0:0070160~occluding junction 5 195604 4 20 & & o o
GO0:0043296~apical junction complex 6 451E-04 4 20 * 4 o+ o
GO0:0016327~apicolateral plasma membrane 7 478E-04 4 20 & & o+ o
G0:0044459~plasma membrane part 8 1.65E-03 9 20 ¢ & 6 6 o o+ o+ o o
G0:0005911~cell-cell junction 9 214E-03 4 20 & o o+ o
G0:0005886~plasma membrane 12 510E-03 11 20 6 6 4 6 6 6 6 4+ &+ o+ o
Annotation Cluster 2; Enrichment Score: 2.2974 (p= 0.00504)
domain:EF-hand 4 10 2.80E-03 3 24 © o o
domain:EF-hand 3 13 6.11E-03 3 24 © o o
SMO00054:EFh 16 751E-03 3 10 © o o
Annotation Cluster 3; Enrichment Score: 2.2263 (p= 0.00594)
acetylation 11 480E-03 9 23 r £ S
gtp-binding 14 642603 4 23 « @
nucleotide phosphate-binding reqion:GTP 15 6.80E-03 4 24 o

Note: Functional clusters were derived from gene-annotation enrichment analysis using DAVID with significant associations (p value
cut-off < 0.01). Symbols are given for these target genes that are associated with a functional role of the junction regulation of the Annotation
Cluster 1 (#) or non-junction-related pathways of the Annotation Cluster 2 & 3 (O and +).

As presented in Fig. 4D, the miR-205-mediated repressions of
luciferase activity were not observed with the mutated con-
structs, indicating that this down-regulation was mediated by
a direct interaction between miR-205 and the 3’ UTRs of
targets.

miR-205 Down-regulates Cgnl1 at the Protein and mRNA
Levels in the Urothelium—In addition to quantitative pro-
teomic profiling, we conducted a transcriptomic analysis of
antagomir-treated urothelial cells and revealed a total of
21,198 gene expression, which included 2154 genes (10.16%)
containing the binding sites of miR-205 from more than two
prediction programs. The cumulative distribution plots of the
log2-transformed gene expression fold-changes determined
by mRNA microarrays with the genes containing miR-205
target sites and all other expressed genes in response to
knockdown of endogenous miR-205 in primary cultured
urothelial cells were constructed. The cumulative distribution
plots of the genes with binding sites (2154) represented a very
minor shift of the probability distribution compared with the
plots of the total proteins (21,198) or to the nontargeted
proteins (19,044) (lower panel of supplemental Fig. S3). Our
mRNA microarray analyses revealed that 859 genes were
significantly up-regulated by more than 2-fold in response to
antagomiR-205 treatment, 88 (10.24%) of them contain pu-
tative miR-205 binding sites identified from more than two
prediction programs. Among them, five proteins were in-
creased at both the protein (identified by iTRAQ assay) and
mRNA (by mRNA microarray assays) levels following miR-205
knockdown by more than 2-fold; these included Cgnl1, Btf3l4,
Ddhd1, Amot, and Rdh10 (supplemental Table S5). Interest-

ingly, the mRNA level of Cgnl1 was significantly affected by
antagomiR-205; this is consistent with our protein expression
data showing an inverse correlation between the expression
levels of Cgnl1 and miR-205 in primary cultured urothelial
cells, and was verified by quantitative RT-PCR (supplemental
Fig. S5). The Cgnl1 mRNA is known to be highly expressed in
the mouse kidney (22), but its expression in bladder had not
previously been reported. Here, we found that the expression
of Cgnll mRNA in urothelium was comparable to that re-
ported in the kidney, whereas only a minimal expression was
observed in the muscularis layers of the bladder (supplemen-
tal Fig. S5). Taken together, our findings indicate that miR-205
down-regulates Cgnl1 at the RNA and protein levels in pri-
mary cultured urothelial cells, suggesting that Cgnl1 may play
an important role in the regulatory signaling downstream of
miR-205.

miR-205 Inhibits Tight Junction Formation—To examine the
effects of miR-205 in modulating the formation of tight junc-
tions, we ectopically transfected miR-205 in the MDCK cells,
which are known to develop typical tight junctions at conflu-
ence. We found that overexpression of miR-205 interrupted
the tight junction formation in MDCK cell. The contour immu-
nofluorescence of ZO-1 became irregular and discontinuous
staining at cell borders, which was visualized by standard
immunofluorescence staining of the tight junction marker (anti-
Z0-1) (Fig. 5A). The control group successfully developed the
continuous network of tight junction at confluence, but the
tight junction became irregular in the cells transfected with
the miR-205 precursor; this was particularly notable at con-
fluence, 72-h post-transfection (Fig. 5A). The Western blot
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Fic. 3. iTRAQ-based identification and quantification of differentially expressed Tjp1, Cgnl1, and Cdc42 in response to antagomiR-
205 knockdown treatment. Protein extracts representing the scramble control and antagomir-treated primary cultured urothelial cells were
subjected to quantitative proteomic analyses. The representative peptide MS/MS fragmentation spectra used for identification and quantifi-
cation of three identified miR-205 suppressed proteins are displayed: Tjp1 (A), Cgnl1 (B), and Cdc42 (C) are displayed. Txnrd1 (D) is shown
as a nondifferential example. For each gene, the representative peptide sequence was deduced from the MS/MS spectrum (right) which
contains peptide mass matched y-ions (marked in blue) and b-ions (marked in red). The peak intensities of iTRAQ reporter ions, m/z 114-117,
located at the low mass range of MS/MS spectrum (left zoom-in spectra) were used to measure the relative abundance of the corresponding
peptides in four samples as indicated.
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Fic. 4. Several candidates are validated as target genes of miR-
205. A, miR-205-mediated altered expression levels of target genes
were verified by Western blot analyses showing that knockdown of
endogenous miR-205 in primary cultured urothelial cells increased
the expression levels of Tjp1, Cgnl1, and Cdc42, whereas the non-
relevant Txnrd1 and actin proteins were unaffected. B, Dual luciferase
reporter assays show the influence of miRNA-target pairing to confirm
direct targeting of miR-205 including Cgnl1, Tjp1, Amot, Cdc42,
Sept11, Calu, and Btf3l4, but not Cbx1. 293T cells were co-trans-
fected with 20 nm of either a precursor of miR-205 or a negative
control dsRNA and the firefly luciferase reporter constructs bearing

analyses showed that ZO-1 protein expression decreased
after miR-205 transfection (Fig. 5B, upper panels), whereas
knockdown of miR-205 increased ZO-1 expression (Fig. 5B,
lower panels). Similar results were found at 72-h post-trans-
fection that protein expressions of CGNL1 and CDC42 de-
creased after miR-205 overexpression (supplemental Fig. S6).
The tight junction starts to form between epithelial cells
after reaching confluence. The well-developed tight junction
determines the integrity of an epithelial membrane and its
selective paracellular permeability to ions and molecules.
Therefore, we further assessed whether miR-205 affected the
membrane integrity in MDCK monolayers by measuring their
transepithelial electrical resistance (TER) and paracellular per-
meability to Lucifer Yellow. We found the results consistent
with our immunostaining results that miR-205-overexpressing
cells showed a significant decrease of the TER values (p <
0.01) in a dose-dependent manner (maximum in 20 nm; 10.8%
decrease than controls in 100% confluence, 6.9% decrease
in 80% confluence, and 6.3% decrease in 40% confluence
(Fig. 5C)). In the same culture model, the permeability assays
to Lucifer Yellow were conducted to determine the permea-
bility coefficient. The percent of Lucifer Yellow dye (452 Da)
transported the empty insert membrane was considered
100% to determine the transport rates in response to different
treatments. The data showed that overexpression of miR-205
affected the permeability to Lucifer Yellow with a significant
increase (p < 0.01) than controls after cells reached conflu-
ence (Fig. 5D). We conclude that miR-205 down-regulates the
synthesis of tight junction-related molecules, the formation of
tight junctions, and the integrity of the membrane, potentially
suppressing cell polarity and differentiation.
Antagomir-mediated Knockdown of Endogenous miR-205
affects the Urothelial Cellular Differentiation Program—The
multilayered urothelium is typically structured with differenti-
ated surface cells and less matured basal cells. In general, the
basal cell keratins K5 and K14 are regarded as markers for
stratified squamous epithelia (48). The differentiation of most
keratinocytes is accompanied by the general down-regulation

individual predicted target binding sites of miR-205 as indicated and
a Renilla luciferase reporter plasmid as a transfection control. The
cells were assayed for dual luciferase activities 24-h post-transfec-
tion. Compared with negative control-transfected cells, the reduction
of firefly/Renilla luciferase expression ratios was revealed in the
miRNA-transfected cells. The columns of junctions-related molecules
are labeled in light green. Note the Cbx1 was not included in the
candidate proteins listed and showed it was little affected. C, Se-
quence alignment of predicted putative and mutated miR-205-bind-
ing regions on the 3" UTR of mRNAs were constructed and used in
the luciferase reporter assay (mutations in red). D, The reductions of
luciferase activity in the miRNA-transfected cells are displayed as the
relative ratios of mutant and wild-type of four tight junctions-related
molecules to vector control. The data are averages of triplicate trans-
fections. For B and D, data are presented as means = S.E. of three
independent experiments, *p < 0.05, **p < 0.01, **p < 0.001, by
Student’s t test.
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Fic. 5. Negative effects of miR-205 on tight junction formation and membrane integrity in MDCK cells. A, Tight junction was visualized

by immunofluorescence staining with anti-ZO-1 antibody (green) at 24-, 48-, and 72-h post-transfected with the miR-205 precursors (OE-205)
or the control dsRNA. Nuclei were stained with DAPI (blue). Note the prominent inhibition of ZO-1 expression by miR-205 in the 72-h
post-transfection samples. B, miR-205-mediated altered the expressions ZO-1 were harvested 72-h post-treatment and verified by Western
blot analyses showing that overexpression of miR-205 suppressed ZO-1 expression (upper panels), whereas knockdown of miR-205 increased
the expression of ZO-1 (lower panels). C and D, miR-205 overexpressed cells showed a decrease of transepithelial electrical resistance (TER)
(C) and an increased paracellular permeability to Lucifer Yellow (D) in MDCK monolayer. The TER was measured to determine the integrity of
the MDCK monolayer and found a decrease from 104.2 = 2.1 /cm? (control) to 96.4 = 0.9 Q/cm? (10 nm), and 92.9 + 0.1 O/cm? (20 nwm) in
confluent cells, which represent 7.5% and 10.8% decrease over control (C). The Lucifer Yellow flux was increased by 16% (10 nm) and 23%
(20 nw) of the permeation rate in miR-205 transfected cells than the control cells (D). For C and D, data are presented as means *+ S.E. of three

independent experiments, *p < 0.05, **p < 0.01, by Student’s t test.

of K5 and K14 and the induction of specific sets of keratins
needed for the individual differentiation programs (48, 49).
Because specific keratins are expressed differentially in vari-
ous layers of urothelial cells (39, 50), we analyzed the keratin
profiles of our mRNA microarray and proteomic data. Our
iTRAQ-based quantitative proteomic analysis revealed that
silencing of miR-205 in primary cultured urothelial cells altered
the keratin protein pattern, down-regulated the expression
levels of the basal and squamous keratins, K5 (47 %) and K14
(17%) of the control level, and up-regulating the simple ker-
atins (superficial cells), K8 (1.46-fold) and K19 (1.64-fold) (Fig.
6A). Similar to protein data, our microarray analysis showed

that the mRNA expression levels of K8, K18, K19, and K20
were up-regulated, whereas those of K5, K6a, K14, and K17
were down-regulated (Fig. 6A). The altered protein levels of K8
and K5 were confirmed by the Western blot assays (Fig. 6B).
These results show that miR-205 may play a role in the
switching of urothelial differentiation programs because the
expressions of the simple keratin were up-regulated and
the basal and squamous keratins were down-regulated while
knockdown of endogenous miR-205.

The differentiated superficial urothelium is characterized by
the AUM plagues and differential antigen expression. Five
highly conserved uroplakin proteins have been characterized
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miR-205 knockdown cells, *p < 0.05, **p < 0.01, **p < 0.001, by Student’s t test.
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from isolated AUM, including UPIla, UPIb, UPII, UPIlla, and
UPIllIb (1, 5, 6). In normal urothelium, the expression of uro-
plakins is used as specific markers of urothelial differentiation.
Therefore, we measured the altered expression of UPla and
UPIb, two major products at terminal cytodifferentiation to
help detect differentiation level to assess the potential impor-
tance of miR-205 on urothelial differentiation. Our study found
both the mRNA (Fig. 6C) and protein (Fig. 6D) levels of UPla
and UPIb were increased when the expressions of miR-205
were reduced in the primary cultured urothelial cells. Notably,
miR-205 did not directly target UPla and UPIb because of a lack
of predicted miR-205 binding site at their 3' UTRs, nor for the
detected keratins. Collectively, our results suggest that miR-205
may contribute to regulate urothelial differentiation program and
uroplakins production in primary cultured urothelial cells by
targeting the tight junction-related molecules.

DISCUSSION

The urothelium coating of the various surfaces of renal
pelvis, ureters, bladder, and parts of urethra is a highly spe-
cialized transitional epithelium that is known to offer high
elasticity and function as a high-resistance paracellular bar-
rier. However, the molecular mechanisms underlying its dif-
ferentiation are not well understood. In this study, we showed
that by modulating the expression of tight junction-related
proteins in primary cultured urothelial cells, miR-205 may
contribute a role in governing the process of cellular differen-
tiation of urothelium.

Mammalian bladder urothelium is composed of basal, in-
termediate, and terminally differentiated umbrella cell layers. It
is generally accepted that umbrella cells gradually develop
from basal and intermediate cells while they start to generate
differentiation-related proteins that is, cytokeratins and uro-
plakins (4, 51, 52). The differentiated umbrella cells form the
paracellular barrier are a single layer of highly polarized cells
that have distinct apical and basolateral membrane domains
demarcated by tight junctions (7-10). Recently in label-retain-
ing cell (LRC) assay, which was estimated to identify the in
vivo slow-cycling rat urothelial cells (possible stem/progenitor
cells) have demonstrated that the basal LRCs were highly
clonogenic in an in vitro stem cell assay (53). Other lineage
tracing experiments in mice also revealed the basal cells gave
rise to all layers of urothelium (54). Together these reports
suggest the cellular differentiation most likely originates and
resides in the basal layer of the urothelium, however, it is
unclear what regulatory factors are involved in the urothelial
differentiation.

miRNAs have been shown to regulate most biological pro-
cesses, including cell growth, death, development, and dif-
ferentiation. Here, we analyzed the miRNA expression signa-
tures of the mouse bladder urothelium, and we report for the
first time that miR-205 is expressed in a differentiation-de-
pendent manner in the urothelium. Previous studies demon-
strated that miR-205 is involved in both normal development

and cancer growth. In corneal epithelial cells, miR-205 targets
SHIP2 to trigger a coordinated damping of the Akt signaling
pathway and helps confer the epithelial characteristics spe-
cific to eye function (31). In cooperation with members of the
miR-200 family, miR-205 negatively regulates TGF-beta-in-
duced epithelial-mesenchymal transition (EMT) by targeting
the transcriptional factor, ZEB1 (33). miR-205 was also found
to target and suppress ErbB3 and VEGF-A in tumor tissues
(55); to promote apoptosis by targeting the HER3 receptor
(56); and to increase cellular proliferation in prostate cancer by
targeting the tumor suppressors, PTEN and SHIP2 (32). In a
recent study, of genetic deletion of miR-205, Wang and col-
leagues found that the loss of miR-205 led to neonatal lethal-
ity and demonstrated a network of negative regulators of the
PI(3)K pathway were directly targeted by miR-205 (34). All of
the studies described above reveal the importance of miR-
205; however, no report has offered a rigorous proteomics
identification of the targets of miR-205 with diverse functions
and properties.

General features of miRNA-mediated gene regulation in-
clude translational repression and miRNA-directed mRNA de-
cay. Several reports have successfully used quantitative pro-
teomic strategies to determine miRNAs-induced changes in
protein expression for identifying miRNA targets (37, 57, 58).
The stable isotope labeling by amino acids in cell culture
(SILAC) is a widespread method for quantitative proteomics,
and generally used in cultured cells to achieve complete
labeling. Alternatively, the pulsed SILAC analyses have been
used more delicately to determine the miRNA-mediated dy-
namic changes of cellular protein abundance (57, 59-61). In
contrast, chemical labeling can be applied to all kinds of
samples. Using iTRAQ labeling and LC-MS/MS analysis,
HIF-1« induced under hypoxic conditions was identified as a
direct target for miR-17-92 in lung cancer cell line (62). Sev-
eral target proteins of miRNAs were also identified with iTRAQ
proteomics in MCF-7 breast cancer cells in response to
miRNA overexpression or endogenous knockdown (58, 63).
Most recently, peripheral blood mononuclear cells from os-
teopetrosis patients were studied with iTRAQ proteomics and
found the miRNA-target pair of miR-320a and Atf1 potentially
associated with CLCN7 mutations in osteopetrosis (64).
Therefore, in this study an iTRAQ-based quantitative analysis
was used for global proteomic profiling to identify targets of
miR-205 in primary cultured urothelial cells. By knocking
down the expression of endogenous miR-205, we observed a
significant increase in the relative abundance of 157 proteins
by more than twofold in response to antagomir treatment. Of
these, 24 target genes (15.29%) contained putative miR-205
binding sites in their 3 UTRs including both perfect and
imperfect seed match sequences from more than two miRNA
target prediction programs, and were identified as potential
direct targets of miR-205.

A parallel cDNA microarray analysis of the same primary
cultured cells showed that miR-205 appeared to significantly
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alter the mRNA expression levels of 852 genes (by more than
twofold) in primary cultured urothelial cells. Among them, 88
target genes (10.24%) contained putative miR-205 binding
sites with both perfect and imperfect seed match sequences.
Comparison of the 88 targets identified from the cDNA mi-
croarray data and 24 targets from quantitative proteomic data
allowed us to identify five candidate targets that were signif-
icantly up-regulated at both the mRNA and protein levels
following antagomiR-205 treatment. The sequence features
on site efficacy of these five genes, including canonical seed-
matches 8mer (Cgnl1) and 7mer-m8 (Amot, BTF3L4, DDHD1,
and RDH10) sites in 3’ UTR sequences. In contrast, the other
19 targets were found altered in protein expressions, but no
changes in their mRNA abundance in response to knockdown
of endogenous miR-205, containing the canonical seed-
match 7mer-A1 sites in 10 genes (52.3%), 7mer-m8 sites in 8
genes (42.1%), and 8mer site in one gene (5.3%) in their 3’
UTR, propelled toward a favorable prediction of mRNA deg-
radation (8mer > 7mer-m8 > 7mer-A1 > 6mer >offset 6mer)
(65-67). Because miRNAs regulate the expression of their
target mMRNAs predominantly by binding to the 3’ UTR, the
target prediction programs we used in this study indicated
the target sites only in their 3" UTR. For those target sites
located within their promoter sequences or open reading
frame regions therefore would be neglected. In general, our
findings conclusively suggest that combining bioinformatic
analysis with iTRAQ-based quantitative proteomic analysis is
considered to be an efficient method to detect functional
targets of miRNA in the normal urothelial cells, which have a
slow turnover rate.

Our advanced functional annotation revealed that miR-205
regulates mainly tight junction- and cell junction-related path-
ways in the intermediate and basal urothelial cells by targeting
several junction-related genes (e.g. those encoding Tjp1,
Cgnl1, Cdc42, Amot, and Mpp5). Tjp1, which is an intracel-
lular component of tight and adherens junctions, regulates
epithelial cell permeability and differentiation (68, 69). In the
urothelium, Tjp1 is located at the apicolateral borders of the
umbrella cells, where it participates in forming a tight seal
between adjacent umbrella cells (7), and reportedly functions
in urothelial differentiation program (7, 9). The other tight-
junction-related molecules identified in this study have not
previously been reported in the context of the normal urothe-
lium. Among them, Cgnl1 is a tight-junction-associated
plaque protein that links tight junction proteins and the cyto-
skeleton, and functions in cell proliferation via the recruitment
of factors that regulate the activity of the small GTPases,
Rac1, and RhoA (22, 24). Cdc42 is a member of the Rho
GTPase family, and is known to govern cellular polarity, reg-
ulate tight junctions, and modulate tight junction-associated
signaling (70, 71). Amot and Mpp5 are both scaffolding pro-
teins; the former reportedly functions in tight junction main-
tenance and coordinates the regulation of Cdc42 (25),
whereas the latter is believed to interact with Amot and is

involved in tight junction biogenesis and the establishment of
cell polarity (25). Thus, our novel findings highlight the poten-
tial role of miR-205 in the normal urothelium. Based on our
data, we hypothesize that miR-205 contributes to regulating
urothelial differentiation through its suppression of tight-junc-
tion-related proteins.

Knockdown the expression of endogenous miR-205 in pri-
mary cultured urothelial cells also led to an alteration of ker-
atin synthesis. Normal urothelial differentiation is character-
ized by the expression of specialized uroplakin proteins and
select keratin pairs, which predominate in an epithelial cell-
and differentiation state-selective manner (48). Our data
showed that primary cultured mouse urothelial cells mainly
express the simple epithelial keratins, K8, K18, and K19, and
the basal/squamous keratins, K5 and K14. The knockdown of
endogenous miR-205 in primary cultured urothelial cells al-
tered these expression patterns, decreasing the expression of
the basal-cell keratins (K5 and K14) and increasing the ex-
pression of superficial-cell keratins (K8 and K19). Finally,
knockdown of endogenous miR-205 increased the expres-
sion levels of the uroplakins, which are the major urothelial
differentiation products.

Taken together, these results demonstrate that miR-205 is
expressed in a differentiation-dependent manner in bladder
urothelial cells, where it targets several tight junction-related
molecules and associates with the specific cellular differenti-
ation markers, suggesting that miR-205 may contribute to
regulating the programming of urothelial cellular differentia-
tion (Fig. 6E). The release of this miR-205-mediated negative
regulation in umbrella cells may therefore be a critically im-
portant mechanism underlying the formation of tight junctions
and urothelial plaques (two hallmarks of urothelial differentia-
tion). We herein report a novel emerging role for miR-205 in
regulating tight junction-related molecules during the urothe-
lial cellular differentiation. In the future, improvements in the
dynamic state alteration of miRNA targets related to human
urothelial differentiation may facilitate strategies toward a bet-
ter understanding of regulation networks of miRNA.
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