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Abstract. Upper urinary tract obstruction is a such a problem in urology which can occur
in any phase of human life and can occur along the upper urinary tract. This condition can
lead to hydronephrosis. It can make glomerular endothelial dysfunction and change kidney
structure such as interstitial fibrotic, tubular atrophy and apoptosis and also intestinal
inflammation. Curcumin is one of the bioactive compounds from temulawak (Curcuma
xanthorhiza Roxb) and turmeric (Curcuma longa) which is expected to resolve fibrotic,
this is because the nature of the anti-oxidative and anti-inflammatory suppressing the
expression of MMP-9. This was an experimental study with post test control group design
in 34 adult male wistar rats aged 10-12 weeks were tied unilateral ureter. There are two
treatment groups. The statistical tests using t-test shows significant differences (p< 0.05)
in that a variable. The group of rats without administration of nano curcumin also has more
fibrosis area with score 4 (>81%) about 64,7%, whereas the group of rats which given
nanocurcumin has fibrosis area score 3(51%-80%) about 52,9%. The statistical tests using
Mann-Whitney show a significant difference (p<0.05). TGF-B1 is the main stimulator of
fibroblast activation. It could stimulate fibroblast proliferation too, and we found that
curcumin could inhibit in vitro proliferation respond related with dose and interval of
administration. Curcumin supplementation was significantly reduced fibrosis. In order
hand, different curcumin concentration was inhibited by NRK-49F and stimulated by TGF-
B1. Nano curcumin can suppress the expression of MMP-9 and the extent of renal fibrosis
in rats with unilateral ureteral obstruction.
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1 Introduction

Upper urinary tract obstruction can occur at every phase of human life, and the location at
which it occurs can be along the upper urinary tract. This condition could cause hydronephrosis,
that is the occurrence of pelvic or kidney calyx dilatation. As a result of hydronephrosis, there
is dysfunction on glomerular endothelial and change of kidney structure, such as interstitial
fibrosis, tubular atrophy, apoptosis, and interstitial inflammation.[1]

There are many factors predicted having a role in the occurrence of the process above,
including oxidative stress and inflammation. Increasing of hydrostatic pressure in kidney tubular
will lead to the occurrence of apoptosis, necrosis, and tubular trauma which will cause fibrosis.
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Moreover, it can also lead to loss of kidney nephron main function, activation of interstitial
myofibroblast, and extracellular matrix deposit.[2],[3].

Mechanism of kidney failure on urinary tract obstruction is the occurrence of fibrosis in the
kidney which has that obstruction [4]. This obstruction condition could increase tissue inhibitor
of metalloproteinases(TIMPs) synthesis which can decrease the activity of MMPs and will
increase extracellular matrix cumulation. All this time, MMPs was considered as an
antifibrinolytic because of its ability to degrade and remodel extracellular matrix. MMP-9 which
is also known as gelatinase B is a part of MMPs, which is found in kidney tubular. MMP-9 is
kidney fibrosis because it will break osteopontin, induce epithelial-mesenchymal transition
(EMT), activate fibroblast, pericyte-myofibroblast transdifferentiation, and endothelial-
mesenchymal transition (EndoMT). MMP-9 is the product of kidney tubular TGF- 1 regulation
and macrophage secretion. It will cause increasing of extracellular matrix and myofibroblast
accumulation.[1], [5], [6].

Currently, the treatment given to this condition are from angiotensin-converting enzyme
inhibitor (ACE-i) and angiotensin Il receptor blocker (ARB) group, which both of them are
usually used in hypertension treatment. A study conducted by Wu et al. concluded that
angiotensin Il receptor blocker (ARB and aliskiren could increase kidney protection from
fibrosis and inflammation for 14 days of obstruction in Wistar mice ureter.[7],[8].

Nevertheless, because drugs chemical side effect is still high so that people start turning to
phytopharmacy. Natural substances which are well known to be used for medical treatment is
temulawak (CurcumaxanthorrhizaRoxb.) and turmeric (Curcuma longa). Temulawak and
turmeric are known to have an antioxidative, anti-inflammatory, and antimicrobial effect
because they contain curcumin compound. Curcuminoid in temulawak and turmeric is
composed of 2 compounds, those are curcumin and desmethoxycurcumin, while in turmeric, it
is added by one more compound, that is bisdesmestoxicurcumin. This was reported for the first
time by Lampe and Milobedeska in 1913.[9].

Curcumin can inhibit TGF- B1 by influencing kidney epithelial tubular cell epithelial to
mesenchymal transition (EMT) through ERK-dependent and PPAR- y dependent pathway, so
that fibrosis will be decreased.[10], [11].

Curcumin bioavailability is poor because of lack of absorption (5%), fastly metabolised,
and fastly eliminated. In order to increase the absorption of curcumin, so it is made in nano size.
Nanocurcumin was firstly reported by Bisht et al., by making curcumin in nano size. This nano
size curcumin is not similar to general curcumin, because it is soluble in water. In an in-vitro
study, the amount of curcumin found with nano size curcumin is similar with general curcumin,
but in in-vivo study, the amount of nanocurcumin in mice brain was found increased by 96%
compared with general curcumin. This study will investigate the benefit of nanocurcumin in
compressing MMP-9 expression and fibrosis in kidney led by unilateral ureter obstruction.[12],
[13].

2 Materials and Methods

This is an experimental study with post-test control group design. The population is male,
healthy Wistar mice with age around 3 months and weight between 200-250 gram. They were
divided into 2 groups which each of them contains 17 mice so that the total of mice is 34. The
mice were adapted for 1 week. They were anaesthetized with diethyl ether before undergoing
surgery by slashing the stomach at the midline. Then, the right ureter was identified and tied



using silk 4-0 at the proximal site. After that, make sure the tie was good, there was no urine
leakage after cutting the distal part of the tie. The distal part of the ureter that had been cut was
also tied. The stomach was then closed using silk 3.0 sutures.

After that, all mice were given general food and drank per oral after regaining
consciousness. However, in one group, the intake was added with curcumin in nano size which
is turmeric (Curcuma longa) bioactive compound, produced by Miso N South Korea with 100
mg/kg dose once a day soluted in water. It was given via sonde while the other food was not.
After 28 days, we underwent laparotomy again and took the right mice kidney that had been
tied.[14].

Subsequently, we took the cortex part of the kidney and examined MMP-9 expression in
mice kidney with immunohistochemistry method. We counted MMP-9 producer cell coloured
old brown in 100 cells in immunohistochemistry method (400X). For kidney fibrosis in
histochemistry, we used Masson Trichrome. Kidney interstitial tubular fibrosis distribution
value is quantitative value in percentage (%) of blue intensity distribution or the amount of
atrophy in 100 tubular per visual field of the microscope with 40 times of magnification. The
result was the scored [15], [16].

3 Result

Table 1. The effect of nanocurcumin to mean percentage of MMP-9 expression in the kidney with bilateral
ureter obstruction.

. - . Standard of

Nano Curcumin Administration Mean Deviation P
With nano curcumin 21,47 6,45

MMP-9 Without nano curcumin 12,18 541 0,001

That table showed that the result of t-test analysis to MMP-9 expression with or without nano
curcumin had significant differences (p<0,05).
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Fig. 1. MMP-9 expression in normal kidney cortex (IHK 400X). The cells producing MMP-9 did not
found. There is a glomerulus(f), proximal kontortus tubule (4) and distal tubule (4) with normal
morphology, size, and epitel.



Fig. 2. The MMP-9 expression in kidney cortex with ureteral obstruction (IHK 400X).There is a cell
producingTGF-B1with brown colours (f) There is also glomerulus (4 ), proximal tubule (f) and distal
tubule (4 ) with irregular shape and destroyed epitel.

Table 2. The effect of nano curcumin administration to the percentage of fibrosis area in the kidney with
unilateral ureter obstruction.

Fibrosis Area ( Score )

Group <20% 20%-50% 51%-80% >80% Total p

(1) (2 (3) (4)
Without nano F 0 1 5 11 17
curcumin % 0 59 29,4 64,7 100 0.004
With F 2 3 9 3 17 !
nanocurcumin - % 11,9 17,6 52,9 17,6 100

That table showed that there is a significant difference in fibrosis area of rats with or without
nano curcumin administration as per the result of the Mann-Whitney test (p<0,05)



Fig. 2.1 Histochemistry analysis in normal kidney cortex (MT 400X). There is no fibrosis intertubular
area. The glomerulus (f), proximal tubule (f) and distal tubule (f) had normal morphology, size and
epitel. There is no atrophy tubular.

Fig. 3. Histochemistry analysis in the cortex of kidney with ureteral obstruction (MT 400X)There is wide
fibrosis in interstitial tissue with the blue colour (4). There is a glomerulus () with destroyed epitel.
There is alsoatrophy and irregular morphology in proximal tubule(4 ) and distal tubule (4 ) because of

the suppression from fibrosis tissue in interstitial.



4 Discussion

4.1 The Effect of Nanocurcumin Intake on MMP-9 Expression in Suppressing Kidney
Fibrosis Caused by Unilateral Ureter Obstruction

In recent years, the evidence collected have concluded that curcumin affects inhibiting MMPs
significantly in malignancy, arthritis, and ulcer [17]. The molecular mechanism found in this
study was similar in a blood vessel. Curcumin inhibits EMPRIN, MMP-9, and MMP-13 via
PKC pathway and dependent on AMPK-MAPK in phorbol 12-myristate 13-acetate (PMA) by
induced macrophage cell. Increasing of expression and activation of MMP-13, MMP-9, and
EMMPRIN correlate with advanced lesion followed by broken plaque and myocardial infarct
that can be inhibited by curcumin.[18], [19].

EMMPRIN was reported to be able to stimulate MMP-9 secretion in monocytes and had a
positive correlation with MMP-13 or several MMPs in other cells also activateMMP-9 caused
by plaque. Excessive expression of MMP-9 and EMMPRIN in monocytes will cause plaque
development and destabilisation. The break of the plaque will be considered as the result of
extracellular matrix component degradation which forms a macrophage-derived matrix,
metalloproteinase matrix (MMPs). Curcumin inhibits monocytes adhesion to endothelial cells
and decreases human aortic smooth muscle cells (HASMCs) migration by suppressing MMP-
9 expression through NF- kB down-regulation.[20], [21],[22], [23], [24], [25], [26].

A study by Gupta et al., in prostatic cancer, MMP-9 activation knockdown was correlated
with angiogenesis via regulation of VEGF (vascular endothelial growth factor) and Cancer cell
angiostatin secretion. [27].

The previous study has shown that macrophage has important role in the development of
kidney fibrosis in every form of chronic kidney disease.[28].

4.2 The Effect of Nano Curcumin to The Area of Tubulointerstitial Fibrosis and Renal
Tubular Atrophy due to Unilateral Ureteral Obstruction

Renal fibrosis which characterized by the accumulation of fibroblasts and matrix proteins with
function loss of neurons is the primary pathology of progressive kidney damage.
Tubulointerstitial fibrosis is considered the final process of renal fibrosis. The pathogenesis of
tubulointerstitial fibrosis is a transition of mesenchymal-epithelial (EMT) which is a process of
the epithelial cells transition into mesenkim in phenotypes. TGF- is known as the EMT main
inducer. TGF-p induces EMT via the pathways of Smad-independent and dependent. [29], [30]

The increase in a-SMA expression and plasminogen activator inhibitor-1 (PAI-1) and a
decrease in the expression of E-cadherin is the cause of the IMT on renal tubular epithelial cells,
E-cadherin suppression considered as the initial process the change of TGF-B1 to EMT. a-SMA
is an important fibroblasts marker, have a role in the formation of transfer cells and their capacity
for migration and invasive. PAI-1 is the potent inhibitor of uPA/tPA (tissue plasminogen
activator/urokinase) which played a major role in the accumulation and degradation of the
extracellular matrix (ECM) and was the main picture of the fibrosis process. With the
administration of curcumin, there is a reduction in the levels of a-SMA and PAI-1 induced by
TGF-B1, and the E-cadherin loss is inhibited. [10], [31], [32], [33].

Curcumin is also reported to activate PPAR-y, but the exact mechanism is not yet known
whether it was associated with binding against PPAR-yreceptor or indirect effects (Narula et
al.,2009). Li et al. (2013) in his study suggest that the curcumin can supress TGF-B1 then lowers



the EMT on the renal tubule cell via the ERK-dependent and PPAR-y dependent pathways. [10],
[34].

It was reported that PPAR-y receptor activation could induce the anti-proliferative and
antifibrotic effects by the modulation path of TGF-p1. PPAR-y (Peroxisome Proliferator-
Activated Receptor-v) is a transcription factor nuclear receptor. The bonds of PPAR-y consists
of natural and synthetic. Agonis PPAR-y has a protective effect on kidney disease. [21], [35]

Curcumin triggered the expression of PPAR-y then it will inhibit the phosphorylation of
PPAR-y and helped nuclear translocation of PPAR-yto epithelial cell of renal tubular. Curcumin
can activate PPAR-y but whether there is a bond or not still debated. The mechanism of
curcumin that triggered the expression of PPAR-y is not yet understood. Activation of PPAR-y
by curcumin is essential to inhibit the occurrence of EMT.[36].

Renal fibrosis is primarily characterized by the activation and proliferation of interstitial
fibroblasts, common pathological changes in patients with PGK and is characterized by tubular
atrophy and excessive deposition of extracellular matrix(ECM) including fibronectin and
collagen. On damaged kidney, fibroblasts transformed into myofibroblast cells with phenotype
activation characterized by expression of a-smooth muscle actin (a-SMA) and increased
proliferation and production of ECM. [28], [29], [37].

Curcumin is polyphenol compound which isolated from turmeric (Curcuma longa).
Preceding studies present that curcumin inducted PPAR-y gene expression dramatically that
activated by hepatic stellate cells (HSC) and heart fibroblast in rat and facilitated transactivation
activity, which heading to HSC inhibition and fibroblast proliferation and ECM production
suppression.[38] . The previous study reported that curcumin had an antifibrotic effect such as:
Reduce EMT [39]

Stimulate apoptosis in myofibroblast [37]

Modulate respond inflammation [40]

Block NF-kB signalling, ERK signalling, and Racl / MLK3 / JNK pathway [41]
Oxidative weakening stress [42].

®o0 o

5 Conclusions

1. Nano curcumin supplementation could suppress MMP-9 expression in rat’s kidney that
suffers unilateral ureter obstruction.

2. Nano curcumin supplementation could reduce fibrosis area in interstitial and tubular
atrophy of rat’s kidney that suffers unilateral ureter obstruction.
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