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Abstract
Aim: Renal fibrosis plays a pivotal role in the development and progression of 
chronic kidney disease, which affects 10% of the adult population. Previously, it 
has been demonstrated that the cyclooxygenase�2 (COX�2)/prostaglandin (PG) sys-
tem influences the progression of renal injury. Here, we evaluated the impact of 
butaprost, a selective EP2 receptor agonist, on renal fibrosis in several models of 
kidney injury, including human tissue slices.
Methods: We studied the anti�fibrotic efficacy of butaprost using Madin�Darby 
Canine Kidney (MDCK) cells, mice that underwent unilateral ureteral obstruction 
and human precision�cut kidney slices. Fibrogenesis was evaluated on a gene and 
protein level by qPCR and Western blotting.
Results: Butaprost (50� �M) reduced TGF���induced fibronectin (FN) expression, 
Smad2 phosphorylation and epithelial�mesenchymal transition in MDCK cells. In 
addition, treatment with 4�mg/kg/day butaprost attenuated the development of fibro-
sis in mice that underwent unilateral ureteral obstruction surgery, as illustrated by a 
reduction in the gene and protein expression of ��smooth muscle actin, FN and col-
lagen 1A1. More importantly, a similar anti�fibrotic effect of butaprost was observed 
in human precision�cut kidney slices exposed to TGF��. The mechanism of action 
of butaprost appeared to be a direct effect on TGF��/Smad signalling, which was 
independent of the cAMP/PKA pathway.
Conclusion: In conclusion, this study demonstrates that stimulation of the EP2 re-
ceptor effectively mitigates renal fibrogenesis in various fibrosis models. These find-
ings warrant further research into the clinical application of butaprost, or other EP2 
agonists, for the inhibition of renal fibrosis.
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1  |   INTRODUCTION

Chronic kidney disease (CKD) affects approximately 
10% of the adult population in developed countries.1 
Moreover, the global incidence of CKD is on the rise, 
and as a consequence the disease greatly impacts health 
care budgets. Renal fibrosis, which is characterized by 
the excessive production and deposition of extracellular 
matrix proteins by activated myofibroblasts, plays a piv-
otal role in the development and progression of CKD as 
well as in renal transplant failure.2 Fibrosis results in the 
loss of organ architecture and function, and is regarded 
as the most damaging process in CKD; yet, despite over-
whelming efforts, effective therapeutic targets have not 
been identified. Thus, an urgent and unmet clinical need 
remains.

Previously, it has been demonstrated that the cyclo-
oxygenase�2 (COX�2)/prostaglandin (PG) system plays 
a dominant role in the progression of renal injury.3-5 
COX enzymes catalyze the conversion of arachidonic 
acid into prostaglandins, including prostaglandin E2 
(PGE2), which is an important mediator of numerous 
physiological processes in the kidney, including renal 
hemodynamics as well as water and salt balance.3 PGE2 
exerts its biological activity by activating several G pro-
tein�coupled prostanoid receptors, known as EP1�EP4.

6 
Several studies have demonstrated an important role 
for the EP1�EP4 receptors in renal injury. Previously, 
it has been reported that EP1 deletion in mice reduced 
diabetes�induced expression of the fibrotic markers fi-
bronectin and ��actin.7 Furthermore, EP1 antagonism, 
using ONO8711, decreased fibronectin (FN) expression 
in mouse proximal tubule cells.7 In addition, deletion of 
EP2 increases baseline systolic blood pressure and causes 
salt�sensitive hypertension, which is a known risk factor 
for renal damage.8 Interestingly, renal gene expression of 
both EP2 and EP4 is shown to be increased during renal 
fibrogenesis, suggesting that these receptors might play 
a protective role in the fibrotic process.4,9 This notion is 
supported by the fact that butaprost, a selective EP2 ag-
onist, inhibits TGF��1�induced myofibroblast transition 
of human foetal lung fibroblasts.10 However, the efficacy 
of butaprost for the treatment of renal fibrosis remains to 
be elucidated.

In the current study, we investigated the impact of 
butaprost on renal fibrogenesis at the cell, tissue and 
organ levels using well�established in vitro and in vivo 
models as well as a recently developed human model of 
renal fibrosis, viz. precision�cut kidney slices (PCKS). 
This model is suitable for studying multicellular (patho-
logical) processes, eg, fibrosis, directly in human tissues 
since cellular heterogeneity as well as organ architecture 
are maintained in the slices.

2  |   RESULTS

2.1  |  The EP2 agonist, butaprost, mitigates 
TGF���induced epithelial�mesenchymal 
transition (EMT)

EMT is an integral part of the fibrotic process. Therefore, 
we evaluated the impact of butaprost on TGF���induced 
EMT in Madin�Darby Canine Kidney (MDCK) cells, which 
express the EP2 receptor (Figure 1A). As shown in Figure 
1B, exposure of MDCK cells to TGF�� caused a fourfold 
increase in FN protein expression, which was concentra-
tion�dependently inhibited by butaprost. At the highest tested 
concentration (50��M), butaprost almost completely blocked 
TGF���induced FN expression. Therefore, this concentration 
was used for the remainder of the study. In addition, Figure 
1 demonstrates that treatment with TGF�� increased TGF�� 
gene expression, stimulated Smad2 phosphorylation and in-
duced a spindle�like morphology indicative of EMT, all of 
which could be inhibited by butaprost. Taken together, these 
findings indicate that butaprost mitigates TGF��/Smad sig-
nalling and EMT in MDCK cells.

Next, we investigated whether butaprost mitigated the pro�
fibrotic effects of TGF�� via the cAMP pathway, which has 
been shown to play a role in pulmonary fibrosis.10 It has been 
demonstrated that activation of the EP2 receptor increases 
intracellular cAMP levels.3 Indeed, treatment with butaprost 
markedly increased intracellular cAMP levels; however, this 
response was suppressed in presence of TGF�� (Figure 2A). 
Since butaprost clearly affected cAMP levels, we evaluated 
whether this effect was due to changes in adenylate cyclase 
(AC) activity, the enzyme that converts ATP into cAMP. As 
shown in Figure 2B, exposure of MDCK cells to a combina-
tion of TGF��, butaprost and SQ22536 (an AC inhibitor) did 
not hamper the anti�fibrotic effect of butaprost.

As inhibition of AC did not attenuate the effects of buta-
prost, we investigated if protein kinase A (PKA), the cAMP�
dependent activator of cAMP response element�binding 
protein (CREB), was involved in its activity. Exposure of 
MDCK cells to a combination of TGF��, butaprost and H89 
(a PKA inhibitor) did not reverse the anti�fibrotic effect of 
butaprost (Figure 2C). These findings suggest that the impact 
of butaprost on fibrogenesis is unconstrained by the cAMP/
PKA signalling pathway.

2.2  |  Butaprost attenuates unilateral 
ureteral obstruction (UUO)�induced fibrosis 
in mice

Butaprost clearly reduced fibrogenesis in MDCK cells; 
therefore, we studied the anti�fibrotic efficacy of this 
compound in a murine in vivo model of renal fibrosis, 
namely UUO. Following surgery, we did not observe any 
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changes in body weight in the four groups. However, the 
obstructed kidney from UUO mice appeared to be swollen 
and was increased in weight as compared to sham mice 
(Table 1). Administration of butaprost did not affect the 
weight of the obstructed kidney. In addition, plasma cre-
atinine, BUN as well as plasma sodium and potassium did 
not change between the four groups (Table 1). Next, we 

confirmed the presence of the EP2 receptor in the model 
using both qPCR and immunohistochemistry. After seven 
days of UUO, expression of the EP2 receptor markedly 
increased, both on mRNA and protein level (Figure 3). 
However, this was not significantly altered by butaprost 
treatment. Immunohistochemical staining of kidney sec-
tions revealed that EP2 receptor immunoreactive protein 

F I G U R E  1   Butaprost attenuates TGF���induced epithelial�mesenchymal transition. (A) Gene expression was studied by RT�PCR with 
(+) or without (�) reverse transcriptase (RT) enzyme. (B) MDCK cells were exposed to 5�ng/ml TGF�� in the absence or presence of butaprost 
(10�50��M) for 24�h. FN protein expression was studied using western blotting (n�=�3). (C) Gene expression was studied by qPCR. Relative 
expression was calculated using the reference gene GAPDH (n�=�6). (D) Immunoblot analysis of the expression of pSmad2/Smad2 normalized to 
total protein (n�=�6). (E) Representative microscopy images showing MCKD cell morphology. 10× magnification, scale bar is 100��m. Data are 
presented as mean�–�SEM. *P�<�0.05
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was stronger in the UUO kidneys, as compared to sham�
operated mice, and localized to the interstitial cells (Figure 
3C). To examine whether the increased EP2 receptor label-
ling was associated with myofibroblasts in the interstitium, 
we performed double immunofluorescent labelling with 

antibodies against the EP2 receptor (red) and the myofi-
broblast marker �SMA (green) in the obstructed kidney. 
As shown in Figure 4, EP2 receptor expression co�localizes 
with �SMA indicating that the EP2 receptor is associated 
with interstitial myofibroblasts.

F I G U R E  2   Anti�fibrotic effect of butaprost is independent of cAMP/PKA signalling. MDCK cells were exposed to 5�ng/ml TGF�� in the 
absence or presence of butaprost (50��M), SQ22536 (75�µM) or H89 (10�µM) for 24�h. (A) cAMP levels were determined in cell lysates via ELISA 
(n�=�6). (B, C) FN protein expression was studied using western blotting (n�=�5�6). Data are presented as mean�–�SEM. *P�<�0.05

Groups Sham Sham�+�butaprost UUO UUO�+�butaprost

Bodyweight (BW) 
(g)

22.2�–�0.6 22.8�–�0.3 22.1�–�0.5 22.1�–�0.3

Obstructed kid-
ney/BW (mg/mg 
mice)

5.8�–�0.1 6.3�–�0.3 7.5�–�0.4*  8.4�–�0.1# 

Creatinine 
(µmol/L)

11.7�–�0.8 10.6�–�0.8 12.8�–�1 11.3�–�0.6

BUN (mmol/L) 7.5�–�0.2 6.3�–�0.4 8.7�–�0.6 7.7�–�0.5

Na (mmol/L) 149.6�–�0.6 149.5�–�0.5 150�–�0.7 149.8�–�0.4

K (mmol/L) 4.8�–�0.1 4.8�–�0.3 4.4�–�0.1 4.5�–�0.1

Values are presented as mean�–�SEM. Sham: n�=�6, sham�+�butaprost: n�=�6, UUO: n�=�8 and 
UUO�+�butaprost: n�=�10.
*P�<�0.05 compared to sham; 
#P�<�0.05 compared to sham�+�butaprost. 

T A B L E  1   Functional data after UUO 
and butaprost treatment
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Regarding the development of fibrosis, we observed a 
clear increase in the protein expression of FN and �SMA 
following UUO, and treatment with butaprost reverted the 
expression to sham levels (Figure 5A,B). Furthermore, 
qPCR revealed that 7� days of UUO caused a 25�fold in-
crease in the gene expression of �SMA, a 17�fold increase 
in FN gene expression and a 15�fold increase in COL1A1 
gene expression. Treatment with butaprost significantly 
reduced the mRNA levels of both �SMA and COL1A1 
(Figure 5C�E). In accordance, fluorescence microscopy 
revealed that UUO resulted in increased �SMA staining, 
which could be mitigated by treatment with butaprost 
(Figure 5F). Furthermore, as shown in Figure 5G�I, UUO 
increased both interstitial and tubular volume, indicative 
of renal damage, which was prevented by butaprost treat-
ment. Thus, stimulation of the EP2 receptor attenuates 
UUO�induced renal fibrosis in mice.

2.3  |  Stimulation of the EP2 receptor 
mitigates fibrogenesis in human PCKS

Finally, we investigated whether the anti�fibrotic effect of 
butaprost could also be observed in a novel translational 
fibrosis model, viz. human PCKS. As shown in Figure 6, 

treatment with 10�ng/ml TGF�� for 48�hours induced a fi-
brotic response in the slices, resulting in a more than four-
fold increase in the gene expression of COL1A1, FN and 
�SMA (Figure 6A�C), without affecting PCKS viability as 
evaluated by ATP measurements (Figure 6D). In addition, 
exposure to TGF�� increased mRNA levels of the EP2 recep-
tor, in line with the results obtained in UUO mice (Figure 
7A). Moreover, qPCR revealed that butaprost significantly 
antagonized TGF���induced fibrogenesis, as illustrated by 
a reduced expression of all tested fibrosis markers (Figure 
7C�E) without affecting PCKS viability (Figure 7B). To 
exclude the possibility that endogenous prostaglandins 
elicited the anti�fibrotic effects contributed to butaprost 
we performed several experiments in the presence of in-
domethacin, an inhibitor of both COX�1 and COX�2. Our 
results demonstrated that butaprost, in the absence of en-
dogenous prostaglandins, still attenuated TGF���induced 
fibrogenesis (Figure 7F). In addition, fluorescence micros-
copy showed stronger �SMA staining in PCKS exposed to 
TGF��. Administration of butaprost and TGF�� in combina-
tion diminished staining intensity as compared to treatment 
with TGF�� alone (Figure 7G). Thus, butaprost also attenu-
ates TGF���induced fibrogenesis in a human model of renal 
fibrosis.

F I G U R E  3   Impact of UUO and butaprost on EP2 receptor expression in vivo. Mice were subjected to 7�days of UUO and treated with 
butaprost (4�mg/kg). (A) Gene expression was studied by qPCR. Relative expression was calculated using the reference gene 18S (n�=�6�10). (B) 
Cortical EP2 protein expression was studied using western blotting (n�=�6�10). (C) Representative immunohistochemistry images showing EP2 
expression. 20× magnification, scale bar is 50��m. Arrows indicate EP2�positive interstitial cells. Data are presented as mean�–�SEM. *P�<�0.05
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3  |   DISCUSSION

Renal fibrosis plays a pivotal role in the development and 
progression of CKD as well as in renal transplant failure. As 
a result, many strategies have been developed in the hope of 
slowing down or even reversing the fibrotic process. Even 
though several studies have been successful at the pre�clini-
cal level, only limited advances have been made in the trans-
lation of these findings to the level of patient treatment.11 
The search for effective therapies is mainly hampered by the 
absence of relevant translational models of renal fibrosis. 
Here, we investigated the anti�fibrotic efficacy of butaprost, 
a selective EP2 receptor agonist, using various renal fibrosis 
models including a recently developed human model of the 
disease, viz. PCKS.

Using a bottom�up translational approach, we demon-
strated that butaprost successfully mitigated fibrogenesis 
in MDCK cells, UUO mice and human PCKS. To date, 
only a few studies have demonstrated renal protective ef-
fects of butaprost on a cellular level and, to the best of our 
knowledge, we are the first to unveil the positive effects of 
butaprost in a multicellular human PCKS model as well as 
in an in vivo model. On a cellular level, Liu and colleagues 
described that butaprost treatment prevented TGF���in-
duced injury in MPC5 mouse podocytes, as illustrated by 
an increased proliferation and expression of slit diaphragm 
genes (nephrin, podocin and CD2AP), as well as a reduc-
tion in apoptosis.12 In addition, it has been demonstrated 
that butaprost reduced TGF���induced proliferation of 
glomerular mesangial cells, thereby diminishing renal 

injury.13 Evidently, butaprost elicits protective effects in 
various renal cell types.

In our hands, butaprost attenuated TGF���induced EMT 
in MDCK cells. Even though the contribution of EMT to 
fibrosis remains a subject of debate, phenotypic alterations 
reminiscent of EMT, also referred to as epithelial pheno-
typic changes, do play a role in the development of renal 
fibrosis.14-16

The beneficial effect of butaprost is not limited to the 
kidney. Several studies have reported that butaprost also pro-
tects against pulmonary fibrosis. Kolodsick and colleagues 
demonstrated that butaprost attenuated TGF���induced myo-
fibroblast transition of IMR�90 cells.10 In addition, butaprost 
has been shown to inhibit TGF���induced CCN2/CTGF 
expression in lung fibroblasts.17 Furthermore, it has been 
demonstrated that butaprost reduces collagen synthesis in rat 
pulmonary fibroblasts and mitigates differentiation into my-
ofibroblasts.18 Conjointly, these data indicate that butaprost 
appears to be a promising candidate drug for the treatment of 
organ fibrosis.

It is well known that stimulation of the EP2 receptor 
leads to activation of the cAMP/PKA pathway, and also 
in our hands butaprost increased cAMP levels in MDCK 
cells. However, our results indicated that the anti�fibrotic 
effect of butaprost is independent of cAMP/PKA signal-
ling. Interestingly, it has previously been demonstrated that 
cAMP is not necessary for butaprost�mediated aquaporin�2 
membrane targeting, which was thought to be a cAMP�de-
pendent event,19 indicating that activation of the EP2 re-
ceptor might also affect other pathways. Our results further 
revealed that butaprost attenuated fibrosis by hampering 

F I G U R E  4   Expression of the 
EP2 receptor in fibrotic renal tissue. 
Mice were subjected to 7�days of UUO. 
Afterwards, the UUO kidney was harvested 
and used for fluorescence microscopy. 
Representative image of immunolabeling 
for (A) �SMA (green) and (B) the EP2 

receptor (red). (C, D) Representative image 
of co�immunolabeling (�SMA, green; 
EP2 receptor, red) counterstained with 
DAPI (blue). 40× magnification, scale bar 
is 20��m. Arrows indicate EP2�positive 
myofibroblasts. CD�=�collecting duct, 
PT�=�proximal tubule

(A) (B)
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