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Abstract: Leydig cells produce androgens which are essential for male sex differentiation and
reproductive functions. Steroidogenesis, as well as expression of several genes in Leydig cells, are
stimulated by LH/cAMP and repressed by AMP/AMPK. One of those genes is Plau, which codes for
the urokinase-type plasminogen activator (uPA), a secreted serine protease. The role of uPA and the
regulation of Plau expression in Leydig cells remain unknown. Using siRNA-mediated knockdown,
uPA was required for maximal cAMP-induced STAR and steroid hormone production in MA-10
Leydig cells. Analysis of Plau mRNA levels and promoter activity revealed that its expression is
strongly induced by cAMP; this induction is blunted by AMPK. The cAMP-responsive region was
located, in part, in the proximal Plau promoter that contains a species-conserved GC box at —56 bp.
The transcription factor Kriippel-like factor 6 (KLF6) activated the Plau promoter. Mutation of the
GC box at —56 bp abolished KLF6-mediated activation and significantly reduced cAMP-induced
Plau promoter activity. These data define a role for uPA in Leydig cell steroidogenesis and provide
insights into the regulation of Plau gene expression in these cells.
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1. Introduction

Steroidogenesis is the biological process of converting cholesterol into steroid hor-
mones, which include androgens. Leydig cells, present in the testis interstitium [1,2], are the
main source of testicular androgens [3]. Androgen synthesis by Leydig cells is strictly regu-
lated by the pituitary luteinizing hormone (LH) [4]. LH binding to its G protein-coupled
receptor (LHCGR) on the surface of Leydig cells activates adenylate cyclase leading to
increased intracellular cAMP levels, which in turn activates various signaling pathways
and kinases ([5] and reviewed in [6,7]). This leads to increased expression of genes encoding
transcription factors such as NUR77 (de novo synthesis) as well as activation of transcrip-
tion factors already present in the cell by phosphorylation such as SF1 and GATA4 ([5] and
reviewed in [6,7]). Altogether the various transcription factors bind to and stimulate the
expression of several genes important for steroidogenesis ([5] and reviewed in [6,7]). This
includes the Star gene which codes for a steroidogenic acute regulatory protein (STAR),
a protein essential for cholesterol transport from the outer to the inner mitochondrial
membrane, the rate-limiting step of steroidogenesis [8].

Subsequent to the cAMP stimulatory response, the second messenger is degraded
leading to decreased steroidogenesis. In Leydig cells, cAMP is degraded into AMP by
phosphodiesterase (PDE) 8A, PDE8B, and PDE4 [9]. The ensuing increase in intracellular
AMP levels activates the AMP-activated protein kinase (AMPK), which potently blunts
LH-induced steroidogenesis, partly by repressing Star gene expression [10]. To identify
genes co-regulated by the LH/cAMP and the AMPK pathways, we previously compared
the transcriptome of Leydig cells that were either untreated, stimulated with forskolin
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(an agonist of adenylate cyclase), or co-treated with forskolin + AICAR (an agonist of
AMPK) [10]. Several genes were identified as upregulated by forskolin/cAMP and subse-
quently repressed by AICAR/AMPK, including the Star gene [10]. Another gene that was
strongly activated by forskolin/cAMP and then repressed by AICAR/AMPK was the Plau
gene, raising the possibility that the urokinase-type plasminogen activator (uPA) protein
encoded by the Plau gene might play a role in steroidogenesis in Leydig cells.

Urokinase-type plasminogen activator (uPA) is a secreted serine protease. Upon bind-
ing to its specific receptor, the uPA receptor (uUPAR), on the surface of target cells, uPA
is activated and cleaves the plasminogen into plasmin (reviewed in [11]). This process
has been well studied in the context of tissue remodeling, clot lysis, and cell proliferation
(reviewed in [11]). Moreover, the uPA /uPAR complex also directly interacts with mem-
brane receptors such as integrins and epidermal growth factor receptor (EGFR) to activate
intracellular pathways like the mitogen-activated protein kinase (MAPK) and phospho-
inositide 3-kinase (PI3K/AKT) (reviewed in [12]). uPA is present in reproductive tissues,
including the ovary [13,14], the testis, more specifically Sertoli [15-17], and Leydig [18]
cells. Furthermore, uPA is found in the testis of several species such as mouse, rat, rhesus
monkey [19], dog [20], and human [21].

Because of its broad expression and physiological roles, the regulation of Plau gene
expression from different species has been studied in various cell lineages. The mouse,
rat, and human proximal PLAU promoters contain GC-rich boxes for the binding of the
transcription factor specificity protein 1 (SP1) [22-24], a ubiquitous transcription factor also
present in Leydig cells [25,26]. Basal activity of the ovine PLAU promoter requires the first
400 bp in bovine mammary epithelial cells [27]. In prostate adenocarcinoma PC3 cells, the
human PLAU promoter is activated through the Jun kinase (JNK) and MAPK pathways [28],
while in Sertoli cells, the human PLAU promoter is upregulated by cAMP and phorbol-
myristate acetate (PMA) [29]. In bovine aortic endothelial cells, the zinc finger transcription
factor Kriippel-like factor 6 (KLF6) activates the human PLAU promoter [30]. Interestingly,
KLF6 is expressed in Leydig cells and is known to bind to GC-rich sequences [31,32].

Although several studies have implicated uPA in fertility [33,34], spermatogenesis [35],
and fertilization [36], no role for this secreted serine protease in steroidogenesis has been
reported. The goal of our study was to determine whether uPA is involved in Leydig cell
steroidogenesis and to study the hormonal regulation of the mouse Plau gene in these cells.

2. Materials and Methods
2.1. Cell Culture

The MA-10, MLTC-1, and CV-1 cell lines were obtained from ATCC (Manassas,
Virginia, USA). Mouse MA-10 Leydig cells (ATCC, Cat# CRL-3050, RRID:CVCL_D789)
were grown in DMEM/F12 medium supplemented with 2.438 g/L sodium bicarbonate,
3.57 g/L HEPES, and 15% horse serum on gelatin-coated plates. Upon stimulation by
forskolin, or cAMP analogs, MA-10 Leydig cells produce mainly progesterone due to a
defect in 17x-hydroxylase /17,20 lyase (CYP17A1) activity [37]. Mouse MLTC-1 Leydig cells
(ATCC Cat# CRL-2065, RRID:CVCL_3544) were grown in DMEM supplemented with 3.7
g/L HEPES and 10% fetal bovine serum. African green monkey kidney fibroblast CV-1 cells
(ATCC Cat# CRL-6305, RRID:CVCL_0229) were grown in DMEM medium supplemented
with 3.7 g/L HEPES, and 10% newborn calf serum. Penicillin and streptomycin sulphate
were added to the cell culture media to a final concentration of 50 mg/L, and all cell lines
were kept at 37 °C, 5% CO; in a humidified incubator. All cell lines were validated by
morphology and Leydig cell lines by quantifying steroidogenic output (progesterone for
MA-10 and testosterone for MLTC-1) as previously described [10,38-41].

2.2. Chemicals

The AMPK activator AICAR was obtained from Tocris Bioscience (Minneapolis, MN,
USA). Forskolin (Fsk) and 8-bromo-cAMP (8Br-cAMP) were purchased from Sigma-Aldrich
Canada (Oakville, ON, Canada).
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2.3. RNA Isolation for Quantitative RT-PCR

For each treatment, cells were cultured in the presence of either DMSO (vehicle),
AICAR (1 mM), Fsk (10 pm), or Fsk+AICAR for 90 min. Isolation of RNA, cDNA synthe-
sis, and reverse transcription-quantitative PCR (RT-qPCR) were performed as previously
described [41,42]. Briefly, total RNA from MA-10 Leydig cells grown and treated as de-
scribed above was isolated using TRIZOL (Life Technologies, Burlington, ON, Canada) and
reverse transcribed using the iScript Advanced cDNA Synthesis Kit (Bio-Rad Laboratories,
ON, Canada). Quantitative real-time PCR was performed using a CFX96™ Real-Time
PCR Detection System (Bio-Rad Laboratories, ON, Canada) along with the SsoAdvanced
Universal SYBR Green Supermix kit (Bio-Rad Laboratories, ON, Canada) according to the
manufacturer’s protocols. Relative expression was normalized to the expression of Rpl19,
used as an internal control. The sequences of the primers used are shown in Table 1.

Table 1. Sequence of the oligonucleotides used in this study.

Purpose Description Template Sequence Temperature °C
Plau 5-CATCCATCCAGTCCTTGCGTG-3 06
5-CAAGTACACTGCCACCTTCAGAGT-3/ :
5-GTTCCTCGCTACGTTCAAGC-3/
9PCR Star 5-GAAACACCTTGCCCACATCT-3' 62.6
Rol19 5-CTGAAGGTCAAAGGGAATGTG-3' 06
P 5-GGACAGAGTCTTGATGATCTC-3/ :
~2082/+44bp DNA 5-ATGCGGATCCTGTCCTTGGGCAAGGGAATTT-3/ o
Plau ouse s 5-TATAGGTACCACACGCAAGGACTGGATG-3/
—1501/+44bp  —2082/+44bp  5-TCTGGGATCCACAGTGTGGAATTGGCAACAG-3 o
Plau Plau 5" TATAGGTACCACACGCAAGGACTGGATG-3'
—1005/+44bp  —2082/+44bp  5-CATAGGATCCGCAACCACAATACCAGTGAGG-3' o
Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3'
—503/+44bp  —2082/+44bp  5-ATTCGGATCCTGTGGGAGCCTTTGTTAGTAGG-3/ o
Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3/
Promoter  _406/+44bp  —2082/+44bp  5-TCTGGGATCCGGACAGGTTGGAGAAGAACTG-3' o
Constructs Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3'
—313/+44bp  —2082/+44bp  5-TCTGGGATCCGCCGCACTAGGTGAATGAAAG-3/ o
Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3'
—203/+44bp  —2082/+44 bp 5-ATTAGGATCCAAGTTGGGAAGCAAGCGC-3 o
Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3/
—81/+44bp  —2082/+44bp 5-ATTAGGATCCAGAGCCGCCCTCCAGCAAA-3' o
Plau Plau 5" TATAGGTACCACACGCAAGGACTGGATG-3'
—37/+44bp  —2082/+44bp 5-ATTAGGATCCGGGCCCTAATAAAGGGCGAG-3/ o
Plau Plau 5-TATAGGTACCACACGCAAGGACTGGATG-3'
5/-
GAGCCGCCCTCCAGCAAACCTTTGCTTGGCCAGGGCTC-
. GC box —2082/+44 bp 3/
Mutagenesis Mutation Plau 5- 74
GAGCCCTGGCCAAGCAAAGGTTTGCTGGAGGGCGGCTC-
3/

2.4. siRNA-Mediated Depletion of uPA

Endogenous uPA was depleted in MA-10 Leydig cells using a siRNA approach as
described previously [43]. Briefly, MA-10 Leydig cells were transfected with a mix of
3 Plau targeting siRNAs (PLAU-MSS5207731, MSS207731, and MSS207731, Thermo Fisher
Scientific, ON, Canada) or with Stealth RNAi siRNA Negative Control, Med GC (siRNA



Endocrines 2022, 3

463

Ctrl) (Thermo Fisher Scientific, ON, Canada) for 48 h using Lipofectamine RNAiIMAX
Transfection Reagent (Thermo Fisher Scientific, ON, Canada).

2.5. Protein Purification and Western Blots

Extraction, quantification, electrophoresis, and Western blotting of total proteins from
MA-10 Leydig cells were performed as previously described [44]. Total (14 pg) proteins
were used for immunodetection. The antibodies used were a mouse monoclonal anti-
TUBULIN antibody (dilution 1:25,000; Sigma-Aldrich Canada, Oakville, ON, Canada; Cat#
T5168) and a rabbit polyclonal anti-STAR antibody (dilution 1:5000; Cell signaling; Cat#
D10H12). All experiments were repeated at least three times and produced similar results.
Protein levels were quantified using Image Lab (version 6.1.0 build 7, Bio-Rad Laboratories).

2.6. Progesterone Quantification

ELISAs for progesterone quantification were performed as recommended by the man-
ufacturer (Cayman Chemical, Ann Arbor, MI, USA) as described previously [10,38,45,46].
Briefly, to quantify progesterone produced by MA-10 Leydig cells, a dilution of 1:20 was
used for media from control and AICAR-treated cells while a dilution of 1:500 was used
for media from 8Br-cAMP- and 8Br-cAMP+AICAR-treated cells. Each experiment was
repeated 3 times in duplicate.

2.7. Plasmids

The —2082/+44 bp Plau promoter fragment was PCR amplified from mouse genomic
DNA using the primer set listed in Table 1. The PCR amplicons were gel extracted, enzyme
digested (BamHI/Kpnl), and cloned into digested pXP1 luciferase reporter vector [47]. The
mouse —1501, —1005, —503, —406, —313, —203, —81, and —37 to +44 bp Plau promoter
constructs were PCR amplified from the —2082/+44 bp Plau plasmid. The PCR ampli-
cons were gel extracted, enzyme digested (BamHI/Kpnl), and cloned into digested pXP1
luciferase reporter vectors [47]. Mutation of the GC box at —56 bp (TGGGCGGGGC to
TttGCttGGC) within the promoter region was generated using the PfuUltra High-Fidelity
DNA Polymerase AD according to the manufacturer’s instructions (Agilent Technologies,
Santa Clara, CA, USA) with the primers listed in Table 1. Expression vectors for EGR1
and KLF6 were generated by subcloning the coding sequence into pcDNA3.1 (Invitrogen
Canada, Ontario, Canada) as previously described [32,43]. The cJUN expression vector [48]
was obtained from Dr. Dany Chalbos (Institut National de la Santé et de la Recherche
Médicale, Endocrinologie Moléculaire et Cellulaire des Cancers, Montpellier, France). An
expression vector for C/EBPf [49] was provided by Dr. Steven McKnight (UT Southwest-
ern Medical Center at Dallas, Dallas, TX, USA). The mouse SP1 expression vector was
obtained from Dr. Robert Viger (CHUQ Research Centre, Université Laval, Québec, QC,
Canada). The sequence of the plasmids was confirmed by an on-site sequencing service.

2.8. Cell Transfections and Luciferase Assays

MA-10, MLTC-1, and CV-1 cells were transiently transfected using polyethylenimine
hydrochloride (PEI) (Sigma-Aldrich Canada, ON, Canada) as previously described [41,43].
Briefly, the cells were plated in 24-well plates and co-transfected with 450 ng of reporter
vector along with 50 ng of expression vectors. Sixteen hours post-transfection, the media
was replaced, and the cells were grown for an additional 24 h. The cells were then lysed,
the lysates collected, and luciferase measurements performed using a Tecan Spark 10M
multimode plate reader (Tecan, NC, USA) as previously described [50,51].

2.9. Statistical Analyses

To identify significant differences between multiple groups, statistical analyses were
carried out using a nonparametric one-way ANOVA on ranks via Kruskal-Wallis test
followed by a Tukey HSD test to detect differences between pairs. Statistical analyses
between two groups were performed using Mann-Whitney U test. For all statistical
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analyses, p < 0.05 was considered significant. All statistical analyses were performed using
OriginPro Version 2021 software (www.originlab.com, accessed on 24 May 2022) (OriginLab
Corporation, Northampton, MA, USA).

3. Results
3.1. Plau Expression Is Increased by Forskolin Treatment, and This Increase Is Blunted by
AMPK Activation

We previously performed transcriptomic analyses to identify genes affected by AMPK
activation in MA-10 Leydig cells [10]. One of the genes identified in this microarray screen
was Plau. We first sought to validate these data in a new set of experiments. As shown in
Figure 1A, Plau mRNA levels are increased by ~3.5-fold in MA-10 Leydig cells treated with
forskolin, an agonist of adenylate cyclase. This forskolin-dependent increase was blunted
when the cells were treated with AICAR, an activator of AMPK (Figure 1A). AICAR alone
had no effect (Figure 1A). Similar results were obtained for the expression of the Star gene
(Figure 1B), which was used as a positive control [10]. These results suggest that Plau might
be a steroidogenic gene and that its stimulated expression is attenuated by AMPK.
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Figure 1. cAMP stimulation of Plau expression is blunted by AMPK. MA-10 Leydig cells were treated
with vehicle (DMSO, open bars), AICAR (1 mM, AMPK agonist, gray bars), forskolin (Fsk, 1 uM,
adenylate cyclase agonist, hatched bars), or Fsk+AICAR (black bars). RNA was isolated, reverse
transcribed, and quantitative real-time PCRs were performed with primers specific for Plau (A) or
Star (B). Results were corrected with the Rpl19 cDNA. Results are the mean of three individual
experiments each performed in duplicate (SEM). For a given reporter, different letters indicate a
statistically significant difference (p < 0.05). The number of replicates is indicated.

3.2. Urokinase Is Implicated in Steroidogenesis

The regulation of Plau gene expression suggests that its product, urokinase (uPA),
might play a role in Leydig cell steroidogenesis. To explore this possibility, we used siRNA
to deplete uPA from MA-10 Leydig cells. As shown in Figure 2A, uPA protein levels were
reduced by ~70% in MA-10 Leydig cells treated with siRNAs targeting Plau compared to
cells treated with control siRNAs. In uPA-depleted MA-10 Leydig cells, 8Br-cAMP-induced
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STAR protein levels were reduced by 79% (Figure 2B), indicating that the presence of
uPA is essential for maximal cAMP-induced STAR protein levels. Since STAR is a key
protein for hormone-induced steroidogenesis (reviewed in [52]), we measured progesterone
production in uPA-depleted MA-10 Leydig cells and found that it was reduced by 40%
(Figure 2C). Altogether, these data establish a previously undescribed role for uPA in
Leydig cell steroidogenesis.
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Figure 2. Depletion of Urokinase (uPA) in Leydig cells reduces cAMP-induced STAR protein levels
and steroidogenesis. MA-10 Leydig cells were transfected with control siRNA (open bars) or siRNA
targeting uPA (black bars). After 48 h, cells were treated with vehicle, AICAR (1 mM), 8Br-cAMP
(0.5 mM), or 8Br-cAMP+AICAR for 4 h in serum-free medium. (A) The efficiency of uPA depletion
was determined by Western blot and normalized to Tubulin levels used as a loading control. (B) STAR
protein levels were quantified by Western blot and normalized to Tubulin levels used as a loading
control. (C) Progesterone secreted by MA-10 Leydig cells was quantified by ELISA. Data are presented
as mean £ SEM. Different letters indicate a statistically significant difference (p < 0.05). The number
of replicates is indicated.
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3.3. The cAMP Responsive Region Is Located within the Proximal Plau Promoter

Since Plau mRNA levels are increased by cAMP (Figure 1), we wanted to know
whether this increase was at the level of gene transcription. We therefore isolated a 2 kb
fragment of the mouse Plau promoter and performed transient transfection assays in MA-10
Leydig cells. As shown in Figure 3, the —2082 bp Plau reporter was activated nearly 30-fold
in the presence of 8Br-cAMP. This strong activation was potently reduced when AMPK was
activated by AICAR (Figure 3). These data indicate that Plau gene expression is hormonally
regulated in Leydig cells.

Plau promoter

~2082 bp B
e T QVHIVOCZAZAVAJCQV' AT a

b
-1501 bp P B )
C
-1005bp E

b
-313 b|

P 2 .

Cc
b

-203 bp b Opmso

a EAICAR

c @A 8Br-cAMP
B 8Br-cAMP + AICAR

37 bp 3
a MA-10
b n=4

r T T T T T T T ]

0 5 10 15 20 25 30 35 40
Fold Activation

Figure 3. The proximal region of the Plau promoter responds to cAMP stimulation and this stimulation
is blunted by AMPK. MA-10 Leydig cells were transiently transfected with a series of 5 deletion
constructs (—2082, —1501, —1005, —503, —406, —313, —203, —81, and —37 to +44 bp) of the mouse
Plau promoter and treated with vehicle (DMSO, open bars), AICAR (1 mM, gray bars), 8Br-cAMP
(0.5 mM, hatched bars), or 8Br-cAMP+AICAR (black bars) for 4 h. Results are shown as Fold
Activation over vehicle (mean 3= SEM). For a given reporter, different letters indicate a statistically
significant difference (p < 0.05). The number of replicates is indicated.
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Next, to identify the hormone-responsive region within the Plau promoter, a series
of 5’ progressive deletion constructs were generated, transfected in MA-10 Leydig cells,
and assayed for cAMP responsiveness. As shown in Figure 3, deletion to —1005 bp had
no effect on cAMP-responsiveness. Although deletion to —503 bp caused a reduction
in cAMP-dependent activation of the Plau promoter (from 28- to 8-fold), the activation
remained statistically significant, and this activation was still blunted by AMPK on the
—503 bp construct. This indicated that other, more proximal elements are responsible
for cAMP responsiveness. Further deletion of the Plau promoter to —81 bp retained
cAMP responsiveness (8-fold), which was still blunted by AMPK. However, deletion to
—37 bp virtually abrogated cAMP-mediated activation of the Plau promoter (only 1.6-fold
remaining), as shown in Figure 3. These data indicate that the cAMP-responsive region is
located between —81 and —37 bp within the proximal Plau promoter.

3.4. KLF6 and SP1 Activate the Plau Promoter

Sequence analysis of the —81/—37 bp region of the Plau promoter from mouse, rat, and
human revealed the presence of a conserved GC-rich sequence at —56 bp (Figure 4A). Since
GC-rich sequences can be recognized by various transcription factors including C/EBPf,
cJUN, EGR1, and members of the SP/KLF families, we performed transient co-transfections
in MA-10 Leydig and CV-1 fibroblast cells to determine whether some of these transcription
factors could activate the mouse Plau promoter. KLF6 significantly activated the —2082 bp
Plau promoter by 3-fold in MA-10 Leydig cells (Figure 4B) and by more than 4-fold in
CV-1 cells (Figure 4C). In CV-1 cells, a 2-fold activation was also observed with the SP1
transcription factor (Figure 4C). The activation by KLF6 and SP1 was specific since the
minimal —37 bp Plau promoter was not activated (Figure 4B,C).

A -81 GC box -37
Mouse AG-A-G-—————CCG-——CCCT———C—CAGCAA-ACCT——————————] IGGGCGGG}--GCCAGGG----CTC--TGGCGG
Rat  AG-A-GCG====CCG===CCCT==~C~CACCAA-ACCT GGCGGG}---GCC CGG-GCCCGGGCGE
Human AGCACGCGGGGTCCGGETCGCTGAGCCCTGCAAGACAGGEGAGGGAGCAGGGCCGERGAGGGAGGGGCGGCGCCGGGGCEE

*k * K ok k * ok * % kkk xk EXEEEEEE] * * dok ok k.

B C

3.51 ma-10 b 51 cv-1 b

304 n=3 B Plau -2082 bp n=3 B Plau -2082 bp

' OPlau =37 bp 4 4 OPlau -37 bp

c c
S 2.57 S
€ 20- €3
I3 | S
< 15 < 2
© 1.0 =)
o G 1 -
L 0.5 w

0.0 .

CTL SP1 EGR1 KLF6C/EBPBcJUN CTL SP1 EGR1 KLF6C/EBPBcJUN

Figure 4. KLF6 and SP1 activate the Plau promoter. (A) Sequence alignment of the proximal
—81/—37 bp region of the mouse, rat, and human Plau promoter revealed the presence of a conserved
GC-rich sequence at —56 bp (gray box). An asterisk corresponds to a species-conserved nucleotide
compared with the mouse sequence. MA-10 Leydig cells (B) or CV-1 fibroblast cells (C) were tran-
siently transfected with 450 ng of —2082/+44 bp or —37/+44 bp mouse Plau promoter constructs
along with 50 ng of either an empty expression vector (pcDNAB3) or expression vectors for SP1, EGR1,
KLF6, C/EBPJ, or cJUN, as indicated. Results are shown as Fold Activation over control (empty
expression vector, value set at 1) & SEM. For a given transcription factor, different letters indicate a
statistically significant difference from the control (p < 0.05). The number of replicates is indicated.
*: An asterisk corresponds to a species-conserved nucleotide compared with the mouse sequence.

3.5. KLF6-Dependent Activation of the Plau Promoter Requires the Proximal —81/—37 bp Region

To locate the KLF6 responsive region, the same 5 progressive deletion constructs of the
mouse Plau promoter were transfected in two Leydig cell lines, MA-10 and MLTC-1 in the
presence or absence of a KLF6 expression vector. In the presence of KLF6, the Plau promoter
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was activated 2.5-fold in MA-10 (Figure 5A) and 5-fold in MLTC-1 (Figure 5B) Leydig
cells. Deletion constructs to —1501, —1005, —503, —406, —313, —203, and —81 bp were still
activated by KLF6 in both Leydig cell lines (Figure 5A,B). Deletion to —37 bp however
abrogated KLF6-dependent activation of the Plau promoter in both MA-10 (Figure 5A)
and MLTC-1 Leydig cells (Figure 5B). These data indicate the KLF6-responsive element is
located within the —81/—37 bp region of the Plau promoter.
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Figure 5. The KLF6 response element is located in the proximal Plau promoter region. MA-10 (A) and
MLTC-1 (B) Leydig cells were transiently transfected with a series of 5" deletion constructs (—2082,
—1501, —1005, —503, —406, —313, —203, —81, and —37 to +44 bp) of the mouse Plau promoter (450 ng)
along with 50 ng of either an empty vector (pcDNA3, white bars) or an expression vector for KLF6
(black bars). Results are shown as Fold Activation over control (empty expression vector, value

set at 1) £ SEM. For a given reporter, different letters indicate a statistically significant difference
(p < 0.05). The number of replicates is indicated.
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3.6. The GC Box in the Proximal Promoter Contributes to KLF6- and cAMP-Dependent Activation
of the Plau Promoter

KLF6 is known to act through GC-rich sequences [31,32]. Since the proximal Plau
promoter contains a species-conserved GC box at —56 bp (Figure 4A), we tested whether
this GC-rich sequence was important for KLF6- and cAMP-dependent activation of the
Plau promoter. A mutation was introduced in the GC box at —56 bp (TGGGCGGGGC to
TttGCttGGC) in the context of the —2082 bp Plau reporter construct. As expected, KLF6
activated the wild-type —2082 bp Plau promoter (Figure 6A). However, KLF6-dependent
activation of the —2082 bp reporter harboring a mutation in the GC box was reduced and
no longer statistically significant, similar to the —37 bp reporter used as negative control
(Figure 6A). Next, the same Plau reporter constructs were used to assess CAMP responsive-
ness. As shown in Figure 6B, the wild-type —2082 bp Plau reporter was stimulated ~30-fold
by cAMP as expected (Figure 3). Mutation of the GC box however led to a major reduction
in cAMP responsiveness, from 30- to 12-fold (Figure 6B). The 2-fold repression mediated
by activated-AMPK was retained when the GC box was mutated, indicating that AMPK
targets elements/factors acting elsewhere in the —2082 bp Plau promoter. These data indi-
cate that an intact GC box at —56 bp is required for maximal KLF6- and cAMP-dependent
activation of the Plau promoter but is not involved in AMPK-mediated repression.

A

Plau promoter
GC box MA-10

-2082 bp Vi I‘- n=3
b
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- a

2082 bp Kiie) ‘ | .
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T ;
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Figure 6. The GC box in the proximal Plau promoter is required for maximal KLF6-dependent
activation and cAMP responsiveness. (A) MA-10 Leydig cells were transiently transfected with
450 ng of different Plau promoter constructs (—2082/+44 bp wild-type, —2082/+44 bp harboring
a mutation in the GC box, —37/+44 bp), as indicated along with 50 ng of either an empty vector
(pcDNAS3, open bars) or an expression vector for KLF6 (black bars). Results are shown as Fold
Activation over control (empty expression vector, value set at 1) & SEM. For a given reporter, different
letters indicate a statistically significant difference (p < 0.05). The number of replicates is indicated.
(B) MA-10 Leydig cells were transfected with the same reporters described in A and treated with
vehicle (DMSO, open bars), AICAR (1 mM, gray bars), 8Br-cAMP (0.5 mM, hatched bars), or 8Br-
cAMP+AICAR (black bars) for 4 h. Results are shown as Fold Activation over control (vehicle, value
set at 1) == SEM. For a given reporter, different letters indicate a statistically significant difference
(p < 0.05).
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4. Discussion

The uPA-secreted serine protease is found in the testis of several species [19-21],
where it is involved in spermatogenesis [35] and fertility [33,34]. Interestingly, uPA is
also present in Leydig cells ([18] and present work) but its role in these cells remained
uncharacterized. The main objectives of this work were to elucidate the role of uPA in
Leydig cell steroidogenesis and to characterize the mechanism of Plau gene expression. We
found that depletion of uPA in Leydig cells reduces steroid hormone output by targeting, at
least in part, the Star gene. In addition, analysis of Plau expression revealed that it is dually
regulated (first activated by Fsk/cAMP and subsequently repressed by AICAR/AMPK)
and these events involve regulatory elements located in the proximal Plau promoter region.

4.1. uPA Contributes to Leydig Cell Steroidogenesis

Through its role in shuttling cholesterol across the mitochondrial membrane, the
STAR protein is indispensable for hormone-induced steroidogenesis (reviewed in [52]).
Insufficient STAR levels, caused by naturally occurring mutations in the human STAR gene
or in the Star knockout mouse result in male pseudohermaphroditism due to inadequate
androgen production (reviewed in [53]). Using uPA-depleted MA-10 Leydig cells, steroid
hormone production was significantly reduced following hormonal stimulation, thus
establishing a role for uPA in hormone-induced steroidogenesis in Leydig cells. Although
the exact mechanism of uPA action in steroidogenesis remains to be fully characterized,
our work revealed that uPA is required for maximal STAR protein induction in response to
cAMP stimulation.

Since uPA is not a transcription factor, it cannot directly regulate Star gene expression.
However, there are several possibilities by which uPA might ensure proper STAR levels
in response to hormonal stimulation. For instance, uPA can directly [54,55] or indirectly,
through activation of plasmin [56,57], modify the extracellular matrix (ECM) and the ECM
has been shown to affect testosterone production and Star expression in Leydig cells [58-60].
In addition, uPA is known to activate hepatocyte growth factor (HGF) [54,61]. HGF is
produced by peritubular myoid cells and stimulates steroidogenesis in Leydig cells, which
contain its receptor cMET [62-64]. uPA can also act in an autocrine/paracrine way by
binding to its receptor (uUPAR) present on the surface of Leydig cells [65], and activating
the SRC and ERK kinase pathways as described in various cell types (reviewed in [66,67]).
ERK1/2 kinases are essential for LH-induced steroidogenesis and Star expression in Ley-
dig cells [68-71]. Another potential mechanism of uPA action is via activation of EGFR.
The EGF/EGEFR system activates steroidogenesis and increases Star expression in Leydig
cells [72,73]. Interestingly, uPA/uPAR acts, at least in part, via a crosstalk with EGFR
leading to activation of the ERK pathway ([74,75], and reviewed in [67]). More work is
required to fully understand the mechanism of uPA action in Leydig cell steroidogenesis.
For instance, it would be interesting to either overexpress uPA or treat Leydig cells (MA-10
Leydig cell line or primary Leydig cell cultures) with active recombinant uPA to determine
the impact on steroidogenesis.

Our present study identified a previously uncharacterized and unsuspected role for
uPA in steroidogenesis in MA-10 Leydig cells. However, there are limitations that need
to be considered. One is the use of an immortalized cell line in culture. Although the
MA-10 cells are the accepted gold standard Leydig cell line model, they are nevertheless
immortalized cells with an aberrant modal chromosome number [37], and as such are not
identical to primary Leydig cells in culture. Another consideration is the fact that cells
in culture are studied without cell-cell interactions that are normally present in a native
environment. It is possible that uPA might also affect other cell types that may in turn
influence Leydig cell function.

4.2. Hormonal- and KLF6-Dependent Regulation of Plau Expression in Leydig Cells

In a previous transcriptomic study aimed at identifying genes stimulated by LH/cAMP
and subsequently repressed by AMP/AMPK in Leydig cells, the Plau gene, encoding uPA,
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was identified [10]. In the present work, these microarray data were validated by RT-qPCR
and confirm the potent activating effect of cAMP, which is repressed by AMPK in MA-10
Leydig cells. The stimulatory effect of cAMP observed herein is in agreement with previous
work performed in primary Leydig cells and in another Leydig cell line, MLTC-1 [18], as
well as in Sertoli cells [29].

The stimulation by cAMP which is blunted by AMPK was also observed on the activity
of the mouse Plau promoter, indicating that these effects occur mainly at the transcriptional
level. In addition to the mouse Plau promoter (this study), the human [29] and porcine [76]
PLAU promoters are also activated by cAMP. The repression mediated by AMPK of cAMP-
induced Plau expression has never been reported. However, a previous study showed that
treatment of Sertoli cells with IBMX, a broad spectrum PDE inhibitor, significantly activates
human PLAU promoter activity [29], thus supporting the concept that degradation of
cAMP and formation of AMP (an agonist of AMPK) inhibit Plau expression.

The cAMP responsive elements appear to be located in two distinct regions of the
Plau promoter. The first is located between —1005 and —503 bp as deletion of this region
caused an important reduction in the fold stimulation by cAMP, from 28- to 8-fold. In
the mouse mammary cell line SC115, deletion from —709 to —324 bp reduces cAMP-
responsiveness [77]. This region contains a putative cAMP-responsive element (CRE) at
—665 bp [77]. The second cAMP-responsive region is located within the proximal Plau
promoter, between —81 and —37 bp. Analysis of the human PLAU promoter in Sertoli
cells showed that the proximal region (—72 to —29 bp) also confers cAMP-responsiveness.
Alignment of the proximal Plau promoter from mouse, rat, and human revealed poor
overall conservation, except for a GC box at —56 bp. Mutation of this GC box in the
context of the —2082 bp Plau promoter significantly reduced but did not eliminate, cAMP
responsiveness, consistent with the existence of at least another cAMP-responsive region in
the mouse Plau promoter.

The mouse Plau promoter was activated by two transcription factors known to bind
to GC-rich sequences, SP1 and KLF6. Activation by KLF6 was mapped to the proximal
—81/—37 bp region, which contains the conserved GC box at —56 bp. A —2082 bp Plau re-
porter with the GC box mutated was no longer significantly activated by KLF6, highlighting
the importance of this GC-rich element for KLF6-dependent activation of the mouse Plau
promoter. This is in agreement with a study on the human PLAU promoter where KLF6
binds to the GC box and activates the human PLAU promoter in bovine aortic endothelial
cells [30]. More work is needed to further characterize the mechanism of KLF6 action on the
Plau promoter, for example, to confirm that KLF6 is recruited to the mouse Plau promoter
as already reported for the human PLAU promoter by ChIP assay or directly on the GC box
by electrophoretic mobility shift assay. Another experiment would be to study the impact
of siRNA-mediated KLF6 knockdown on Plau expression in Leydig cells.

5. Conclusions

In conclusion, we have defined for the first time a novel role for the urokinase-type
plasminogen activator (uPA), a secreted serine protease, in hormone-induced steroido-
genesis in Leydig cells. This suggests that uPA could contribute to the homeostasis of
steroid hormone synthesis and therefore to the physiological functions that depend on
these hormones. Furthermore, expression of the mouse Plau gene that codes for uPA is
activated by LH/cAMP, and this activation is blunted by AMP/AMPXK, like other key
steroidogenic genes in Leydig cells.
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