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Abstract

AIM: To determine the effect of pioglitazone, a specific
peroxisome proliferator-activated receptor-y (PPARy)
ligand, on the development of acute pancreatitis (AP) and
on the expression of heat shock protein 70 (HSP70) in
the pancreas.

METHODS: AP was induced in rats by subcutaneous
infusion of cerulein for 5 h. Pancreatic blood flow was
measured by laser Doppler flowmetry. Plasma lipase
activity, interleukin-1p (IL-1p8) and IL-10 were determined.
Pancreatic weight and histology were evaluated and
pancreatic DNA synthesis and blood flow as well as
pancreatic mRNA for IL-18 and HSP70 were assessed in
rats treated with pioglitazone alone or in combination with
cerulein.

RESULTS: Pioglitazone administered (10-100 mg/kg i.g.)
30 min before cerulein, attenuated dose-dependently
the pancreatic tissue damage in cerulein-induced
pancreatitis (CIP) as demonstrated by the improvement
of pancreatic histology, reduction in plasma lipase activity,
plasma concentration of pro-inflammatory IL-1B and its
gene expression in the pancreas and attenuation of the
pancreatitis-evoked fall in pancreatic blood flow. CIP
increased pancreatic HSP70 mRNA and protein expression
in the pancreas and this effect was enhanced by pioglitazone
treatment.

CONCLUSION: Pioglitazone attenuates CIP and the
beneficial effect of this pioglitazone is multifactorial
probably due to its anti-inflammatory activities, to the
suppression of IL-1B and to the overexpression of HSP70.
PPARy ligands could represent a new therapeutic option

in the treatment of AP.
© 2005 The WIG Press and Elsevier Inc. All rights reserved.

Key words: Cerulein-induced pancreatitis; PPARy ligand;
Heat shock protein 70

Konturek PC, Dembinski A, Warzecha Z, Burnat G, Ceranowicz
P, Hahn EG, Dembinski M, Tomaszewska R, Konturek SJ.
Pioglitazone, a specific ligand of peroxisome proliferator-
activated receptor-gamma, protects pancreas against acute
cerulein-induced pancreatitis. World J Gastroentero/ 2005;
11(40): 6322-6329

http://www.wjgnet.com/1007-9327/11/6322.asp

INTRODUCTION

Acute pancreatitis (AP) is associated with high morbidity
and mortality. Approximately 25% of patients develop
severe inflammation with pancreatic and petipancreatic fat
necrosis that requires intensive care. AP is a multifactorial
disease associated with the release of digestive enzymes to
the pancreatic interstitium and to the systemic circulation
as well as with the increased cytokine production and release,
which can ultimately lead to deleterious local and systemic
effects!!l.

In general, the pathomechanism of AP is still pootly
understood. Recently, the modulatory role of peroxisome
proliferator-activated receptors (PPARs) has been proposed
in the inflammatory response of different otgans™. The
PPAR family consists of at least three different isoforms;
PPARa, PPARS, and PPARYP. PPARY is predominantly
detected in adipose tissue, but it is also expressed in other
tissues, including pancreatic tissue. When activated by a
specific ligand, PPARs heterodimerize with retinoid X
receptor and then bind to peroxisome proliferator response
element leading to the change in the transcription of target
genes involved in lipid metabolism, glucose homeostasis,
cell proliferation and differentiation, and inflammatory
response. PPARs are activated by natural ligands such
as fatty acids, eicosanoids, oxidized fatty acids, and by
pharmacological compounds such as glitazones. Pioglitazone
is a member of glitazones and it has been clinically used to
increase the sensitivity to insulin!*l.

Several reports have demonstrated an anti-inflammatory
action of the specific ligands of PPARy. Activators of
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PPARY inhibit the generation of pro-inflammatory cytokines
such as intetleukin-1B (IL-1B), tumor nectosis factor-o
(TNF-a) and interleukin-6®! and this effect seems to be
dependent on the inhibition of nuclear factor-kB (NFkB)
pathwayl®l.

Heat shock-proteins (HSPs) are a group of cytoprotective
proteins that help to maintain the metabolic and structural
integrity of cells. HSPs are produced in many cell types in
response to a variety of stresses, including heat, free radicals,
and toxins. HSPs are highly conserved proteins and play
essential functions in protein folding, transport, translocation,
degradation, and assembly®. In the pancreas, HSPs have
been shown to provide the protection against cerulein- and
arginine-induced pancreadtis®'”. HSP70 (also referred as
HSP72 or inducible HSP70) is perhaps the most well-studied
member of HSPs. However, it is not known whether PPARy
ligands interact with HSP70 and what is the biological
consequence of this potential interaction.

The aim of the present study was: (1) to determine the
effect of pioglitazone, a specific PPARYy ligand, on the
development of acute cerulein-induced pancreatitis (CIP);
(2) to assess the effect of treatment with pioglitazone on
pancreatic expression of HSP70; and (3) to evaluate the
effect of pre-treatment with pioglitazone on pancreatic
synthesis and plasma level of IL-1f.

MATERIALS AND METHODS

Experimental model of pancreatitis

Studies were performed on male Wistar rats weighing
150-200 g, in accordance with the experimental protocol
approved by the Committee for Research and Animal
Ethics of Jagiellonian University College of Medicine,
Cracow, Poland. Animals were housed in cages under
standard conditions, on a commercial pellet chow, at room
temperature with a 12-h light-dark cycle. Prior to the start
of experiments, rats were deprived of food, while drinking
water was available ad /Gbitum. AP was induced by cerulein
that was diluted in saline and infused subcutaneously (s.c.)
for 5 h at a dose 10 pg/kg/h as described eatlier!"!).

To study the effect of pioglitazone on the development
of AP, the rats were divided into following groups: (1) rats
infused with 0.9% vehicle saline s.c. for 5 h (control); (2)
rats infused with 0.9% saline s.c. for 5 h and pretreated
with pioglitazone (10-100 mg/kg i.g., 30 min before saline
infusion); (3) rats infused with cerulein (10 pg/kg/h) s.c. for
5 h; and (4) rats infused with cerulein (10 pg/kg/h) s.c. for
5 h and pretreated with pioglitazone (10-100 mg/kg i.g., 30 min
before cerulein infusion). Animals were anesthetized and
killed after 5 h of saline or cerulein infusion. This particular
dose of pioglitazone 50 mg/kg was used because, in our
previous studies, similar dose was highly effective in speeding
up of the healing rate of gastric ulcer!"?.

Determination of pancreatic blood flow

Following the infusion of saline or cerulein, animals were
anesthetized with ketamine (50 mg/kg i.p., Bioketan,
Biowet, Gorzéw, Poland) and the abdomen was opened.
The pancreas was exposed for the measurement of the
blood flow by laser Doppler flowmeter, using PeriFlux 4001

Master monitor (Perimed AB, Jérfilla, Sweden) as desctibed
previoudy"’!. The pancreatic blood flow was presented as
petcent change from the value obtained in rats infused with
saline.

Determination of plasma lipase, IL-1£3, and IL-10 concentration
Immediately after the measurement of pancreatic blood
flow, the abdominal aorta was exposed and blood was taken
for the determination of plasma lipase activity, and plasma
IL-1PB and I1.-10 concentrations as described before!™.

Plasma lipase activity was determined with a Kodak
Ectachem DT II System analyzer (Eastman Kodak Company,
Rochester, NY, USA). The values of plasma lipase activity
were expressed as units per liter.

The values of plasma IL.-1B and IL.-10 were measured
in duplicate, using the Biosource Cytoscreen rat 11.-1 and
IL-10 kit based on a solid phase sandwich ELISA (BioSource
International Inc., Camarillo, CA, USA) according to the
manufacturer’s instructions. Concentrations were expressed
as picogram per milliliter.

Histological examination

After the collection of blood samples, the pancreas was
dissected out and divided into samples for analysis of
pancreatic mRNA, pancreatic protein, measurement of
pancreatic DNA synthesis, and histological examination.
Samples of pancreatic tissue for histological examination
were fixed in 40 g/L formaldehyde and stained with
hematoxylin and eosin. The histologic grading of edema
was made using a scale ranging from 0 to 3; 0 = no edema,
1 = interlobular edema, 2 = intetlobular edema and moderate
intralobular edema, and 3 = intetlobular edema and severe
intralobular edema. Leukocytic infiltration was graded from
0 (absent) to 3 for maximal alterations (diffuse infiltration
in the entire pancreatic gland). Grading of vacuolization
was based on the appropriate percentage of cell involved;
0 = absent, 1 = less than 25%, 2 = 25-50%, and 3 = more
than 50%.

Determination of pancreatic DNA synthesis

The rate of DNA synthesis in samples of pancreatic tissue
was determined as described previously!"™. Briefly, the
minced pancreatic tissue was incubated at 37 'C for 45 min
in 2 mL of medium containing 8 uCi/mL of [’H]thymidine
([6-*H]thymidine, 20-30 Ci/mmol,; Institute for Research,
Production and Application of Radioisotopes, Prague, Czech
Republic). DNA concentration was determined by the Giles
and Myers!"" procedure. The incorporation of mL [*H]
thymidine into DNA was determined by counting 0.5 mL
DNA-containing supernatant in a liquid scintillation system.
DNA synthesis was expressed as ["H]thymidine disintegrations
per minute per microgram DNA.

Determination of pancreatic mRNA for IL-13 and HSP70

Samples of pancreatic tissue for reverse transcriptase-
polymerase chain reaction (RT-PCR) were snap-frozen in
liquid nitrogen, and then stored at -80 °C until the time of
RNA extraction. Total RNA was extracted from the
pancreatic samples using the extraction kit from Stratagene
(Heidelberg, Germany). Following precipitation, RNA was



6324 ISSN 1007-9327

CN 14-1219/ R World ] Gastroenterol

October 28, 2005 Volume 11 Number 40

resuspended in RNAse-free water and its concentration was
estimated by absorbance at 260 nm wavelength. RNA
samples were stored at -80 ‘C until analysis.

Single stranded cDNA was generated from 5 pg of total
cellular RNA using Moloney murine leukemia virus reverse
transcriptase (Stratagene, Heidelberg, Germany) and
oligo-(dT)-primers (Stratagene, Heidelberg, Germany) in
accordance with the procedure described by our group
previously’l. The resultant cDNA (2 pL) was amplified in
50 pL reaction volume containing 2 U Taq polymerase,
dNTP (200 pmol/L each), 1.5 mmol/L MgCl,, 5 pl. 10X
PCR buffer (100 mmol/L KCI, 20 mmol/L Tris-HClI,
pH 8.3) and specific primers used at a final concentration
of 1 mmol/L (all reagents were obtained from Takara,
Shiga, Japan). The reaction mixture was amplified in a DNA
thermal cycler (Petkin-Elmer-Cetus, Norwalk, CT, USA)
and the incubation and thermal cycling conditions were as
follows: denaturation at 94 “C for 1 min, annealing at 60 C
for 45 s and extension at 72 ‘C for 2 min. The number of
cycles was 28 for GAPDH, 30 for HSP70, and 33 for
IL-1PB. The nucleotide sequence of the primers for GAPDH,
IL-1B, and HSP70 were based on the sequences of the
published cDNAs as described previously"™). The primer
sequence for IL-1P was: sense 5-GCT ACC TAT GTC
TTG CCC GT-3’; antisense 5’-GAC CAT TGC TGT TTC
CTA GG-3’. Primer pair for IL-1B produced a 543-bp
product according to the cDNA sequence. The primer
sequence for HSP70 was: sense 5-GTG AAG ATC TGC
GTC TGC TTG-3’; antisense 5-TTTGACAACAGG
CTGGTG AAC C-5". The expected length of the product
was 590 bp. GAPDH primers were same as previously
published by our group!"”. All primers wete synthesized
by GIBCO BRIL/Life Technologies (Eggenstein, Germany).
PCR products were detected by electrophoresis on a 1.5%
agarose gel containing ethidium bromide. Location of a
predicted product was confirmed by using 100-bp ladder
(Takara, Shiga, Japan) as a standard size marker.

Protein extraction and analysis of pancreatic HSP70 expression
by Western blot analysis

Shock frozen tissue from rat pancreas was homogenized in
a lysis buffer (100 mmol/L Tris-HCl, pH 7.4, 15% glycerol,
2 mmol/L EDTA, 2% SDS, 100 mmol/L. DDT) by the
addition of 1:20 dilution of aprotinin and 1:50 dilution of
100 mmol/L. PMSF. Insoluble material was removed by
centrifugation at 12 000 g for 15 min. Approximately 50 pg
of total protein extracts were loaded on SDS-polyacrylamide
gels and run 40 mA, followed by transfer on nitrocellulose
membrane (Protran, Schleicher & Schuell, Germany) by
electroblotting. Three percent of BSA (Sigma-Aldrich,
Germany) in TBS/Tween-20 buffer (137 mmol/L NaCl,
20 mmol/L Tris-HCI, pH 7.4, 0.1% Tween-20) was used
to block filters for at least 1 h at room temperature. Specific
primary antibody against HSP70 (mouse monoclonal,
1:200 dilution; Stressgen Biotechnologies Corp., Canada),
ot B-actin (mouse monoclonal, dilution 1:5 000; Sigma-Aldrich,
Germany) was added to the membrane, followed by an
anti-mouse-IgG HRP conjugated secondary antibody
(dilution 1:20 000; Promega, USA) dissolved in 1% non-fat
milk in TBS-Tween-20 buffer. Incubation of primary

antibody was followed by washing thrice with TBS-Tween-20
buffer for 10 min. Incubation of the secondary antibody
was followed by five washes for 10 min. Immunocomplexes
were detected by the SuperSignal West Pico Chemiluminescent
Kit (Pierce, USA). Thereafter, the developed membrane
was exposed to an X-ray film (KKodak, Wiesbaden, Germany).
Comparison between different treatment groups was made
by determining the examined protein/B-actin ratio of the
immunoreactive area by densitometry as described
elsewherel™,

Statistical analysis

Comparison of the difference between the mean values of
various groups of experiments was made by analysis of
variance and the Student’s ~test for unpaired data. A
difference with a P value of less than 0.05 was considered
statistically significant. Results ate expressed as mean®SE.

RESULTS

Effects of pioglitazone on the development of cerulein-induced
pancreatitis and pancreatic blood flow

Four criteria were used to confirm the AP in rats infused
with cerulein at a total dose of 50 pg/kg (10 pg/kg/h s.c.
%5 h): macroscopic and microscopic signs of AP, pancreatic
edema leading to the increase in pancreatic weight and the
rise in serum lipase activities. All these criteria were fulfilled
in all rats treated with cerulein.

After the infusion of cerulein, the pancreas was enlarged
with a visible collection of edematous fluid and the pancreatic
mass was almost doubled (Figure 1). At light microscopic
level, profound interlobular and intralobular edema,
vacuolization of acinar cells, and moderate perivascular and
scare diffuse leukocyte infiltration were observed. In rats
pretreated with pioglitazone before the start of cerulein
infusion, the inflaimmatory changes in the pancreas were
significantly less pronounced when compared to changes
observed in rats treated with cerulein alone (Figure 2 and
Table 1). Treatment with pioglitazone alone had no effect
on morphological features of the pancreas.

Plasma lipase activity in control, saline-infused rats,
reached 57.0+6.0 U/L. In rats infused with cerulein, plasma
lipase activity was almost increased eightfold, compared to
the level obtained from control rats infused with saline. In
rats pretreated with pioglitazone before cerulein, a significant
and dose-dependent reduction in plasma lipase activity was

Table 1 Histology findings in the pancreas after treatment with
various doses of pioglitazone alone or in combination with cerulein
infused s.c. to induce pancreatitis

Edema Leukocyte  Vacuolization
infiltration  of acinar cells

Control 0 0 0
Pioglitazone 10 mg/kg 0 0 0
Pioglitazone 20 mg/kg 0 0 0
Pioglitazone 50 mg/kg 0 0 0
Pioglitazone 100 mg/kg 0 0 0
Cerulein 2/3 2 2/3
Pioglitazone 10 mg/kg+cerulein 2/3 1/2 2
Pioglitazone 20 mg/kg+cerulein 2 1 0.5
Pioglitazone 50 mg/kg+cerulein 1/2 0/1 1
Pioglitazone 100 mg/kg+cerulein 1 1 1
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Table 2 Pancreatic DNA synthesis, pancreatic blood flow, plasma lipase activity, and the levels of IL-13 and IL-10 in rats treated with various
doses of pioglitazone alone or in combination with cerulein infused s.c. to induce pancreatitis

Pancreatic DNA Pancreatic blood Plasma lipase Plasma IL-1B Plasma IL-10

synthesis (dpm/ug DNA) flow (% of control) activity (U/L) (pg/mL) (pg/mL)
Control 58.81.6 10042.0 57.0£6.0 70.3+4.2 67.05.0
Pioglitazone 10 mg/kg 61.3+1.9 98.9+1.7 62.315.6 69.743.9 66.9+4.1
Pioglitazone 20 mg/kg 60.9+2.2 99.6+2.1 59.246.7 74.2%55 72.7¢5.1
Pioglitazone 50 mg/kg 61.6+1.1 101.541.7 60.5+4.5 68.2+4.9 73.0£3.0
Pioglitazone 100 mg/kg 57.4+2.1 97.6+2.4 71.86.9 76.815.4 71.945.1
Cerulein 33.8+1.4° 60.9+2.5° 400.3+10.6* 212.048.6* 79.2+3.5
Pioglitazone 10 mg/kg+cerulein 37.6+2.8° 66.2+2.1° 372.1+12.1° 198.445.7° 73.1+3.8
Pioglitazone 20 mg/kg+cerulein 41.6%1.7>¢ 69.3+1.5%¢ 322.4+9.6> 153.246.2%¢ 81.6+7.2
Pioglitazone 50 mg/kg+cerulein 45.941.7°¢ 79.242.2%¢ 288.3+18.0°¢ 131.347.2%¢ 75.1+3.0
Pioglitazone 100 mg/kg+cerulein 39.6%2.3 65.1+2.3 269.3£13.9° 129.346.9° 64.6+3.2
2P<0.05 vs control, °P<0.05 vs cerulein alone.
found (Figure 3 and Table 2). pioglitazone.

In saline-infused control rats, total pancreatic DNA
synthesis reached 58.8+£1.6 dpm/pg DNA (Figure 4).
Treatment with pioglitazone alone did not affect pancreatic
DNA synthesis in animals infused with saline. The induction
of AP by cerulein was associated with a significant fall in
DNA synthesis in the pancteas for about 44%. This effect
was partly, but significantly reversed by the treatment with
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Figure 1 Pancreatic weight in rats with or without CIP pretreated with saline or
pioglitazone at a dose 50 mg/kg. Mean+SE of eight rats in each experimental
group. Asterisk indicates a significant change as compared to the value in rats
infused with saline. Cross indicates a significant change as compared to rats
with CIP alone. 2P<0.05 vs CIP alone.
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Figure 2 Histological changes (edema, infiltration, and vacuolization) observed in
rats with or without CIP and pretreated with saline or pioglitazone at a dose 50 mg/
kg. MeanzSE of eight rats in each experimental group. Asterisk indicates a
significant change as compared to the value in rats infused with saline. Cross
indicates a significant change as compared to rats with CIP alone.?P<0.05 vs CIP alone.

Pancreatic blood flow measured in rats with CIP was
reduced by about 40% as compared to the control group
(Figure 5). Treatment with pioglitazone did not affect
pancreatic blood flow in animals infused with vehicle saline.
In contrast, in rats given a cerulein infusion, pretreatment
with pioglitazone was associated with a significant reverse
in the cerulein-induced fall in the pancreatic blood flow.
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Figure 3 Plasma lipase activity in rats with or without CIP and pretreated with
saline or pioglitazone at a dose 50 mg/kg. Mean+SE of eight rats in each
experimental group. Asterisk indicates a significant change as compared to the
value in rats infused with saline. Cross indicates a significant change as compared
to rats with CIP alone. 2P<0.05 vs CIP alone.
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Figure 4 Pancreatic DNA synthesis in rats with or without CIP and pretreated
with saline or pioglitazone at a dose 50 mg/kg. Mean+SE of eight rats in each
experimental group. Asterisk indicates a significant change as compared to the
value in rats infused with saline. Cross indicates a significant change as compared
to rats with CIP alone. 2P<0.05 vs CIP alone.
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The measurement of plasma level of IL-10 showed
no significant changes in rats with CIP or treated with
pioglitazone as compared to control group (Figure 6). In
contrast, IL-1f was significantly increased in rats with CIP.
Pretreatment with pioglitazone did not significantly affect
plasma IL-1P concentration in rats infused with saline,
but pretreatment with pioglitazone caused a significant and
dose-dependent reduction in plasma level of this important
pro-inflammatory cytokine in animals with CIP.

In tissue samples taken from control pancreas without
CIP, a weak but detectable signal for IL-f1 mRNA was
observed (Figure 7). The expression of GAPDH was well
preserved in all the samples. After the induction of CIP, a
significant increase in IL-13 mRNA was found. This effect
was strongly attenuated in rats pretreated with pioglitazone.

The analysis of mRNA expression of HSP70 showed a
detectable signal of HSP70 in the samples of the pancreas
obtained from control group (Figure 8). After the induction
of CIP, a strong upregulation of mRNA for HSP70 was
observed. Interestingly, the treatment with pioglitazone
caused a further increase in mRNA expression for HSP70.

At the protein level, similar results were observed; a
weak signal for HSP70 in control pancreas, a significant
increase of the signal in CIP, and a further increase in HSP70
expression in rats with CIP pretreated with pioglitazone
(Figure 9).
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Figure 5 Pancreatic blood flow in rats with or without CIP and pretreated with
saline or pioglitazone at a dose 50 mg/kg. Mean+SE of eight rats in each
experimental group. Asterisk indicates a significant change as compared to the
value in rats infused with saline. Cross indicates a significant change as compared
to rats with CIP alone.?P<0.05 vs CIP alone.
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Figure 6 Plasma IL-1B and IL-10 levels in rats with or without CIP and
pretreated with saline or pioglitazone at a dose 50 mg/kg. MeanzSE of eight rats
in each experimental group. Asterisk indicates a significant change as compared
to the value in rats infused with saline. Cross indicates a significant change as
compared to rats with CIP alone.?P<0.05 vs CIP alone.
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Figure 7 Expression of IL-18 mRNA and densitometric analysis of IL-13
mRNA expression (IL-1B/GAPDH ratio) in rats infused with saline without
pancreatitis (control), rats with CIP and rats with CIP pretreated with pioglitazone.
(A,B) Asterisk indicates a significant change as compared to the value in rats
infused with saline. Cross indicates a significant change as compared to rats
with CIP alone.?P<0.05 vs CIP alone.

DISCUSSION

We have reported in this study that the pre-treatment of
rats with pioglitazone, a specific PPARy ligand, significantly
and dose-dependently attenuated the development of CIP.
This result is in accordance with the earlier report that
natural PPARY ligand, 15d-PGJ2, reduced the severity of
CIP™. The mechanisms undetlying the protective effect
of pioglitazone on the CIP remain unclear. First of all, the
beneficial effect of pioglitazone on the pancreas subjected
to acute injury by cerulein over-stimulation could be due
to its local and systemic anti-inflammatory properties.
Previous reports indicated that PPARy agonists exhibit anti-
inflammatory effects both in 2 vitro and in vive studies®"\.

This anti-inflammatory effect seems to be related to mulmple
mechanisms. Ricote ¢# 4/ demonstrated that PPARY
ligands inhibit macrophage activation and inflammatory
cytokine production. Our previous studies showed that
ploglitazone reduces acute and chronic gastric mucosal lesions
due to the inhibition of TNF-a and IL-1f expression('.
Furthermotre, Meiet ¢# a/P", showed that PPARY ligands
exert anti-inflammatory activity by inducing the production
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Figure 8 Expression of HSP70 mRNA and densitometric analysis of HSP70
mRNA expression (HSP70/GAPDH ratio) in rats infused with saline without
pancreatitis (control), rats with CIP and rats with CIP pretreated with pioglitazone.
(A,B) Asterisk indicates a significant change as compared to the value in rats
infused with saline. Cross indicates a significant change as compared to rats
with CIP alone.?P<0.05 vs CIP alone.

of IL-1 receptor antagonist. One of the important mechanisms
by which pioglitazone inhibits the inflammatory reaction is
the reduction in activation of the transcription factor, NFkB,
by the IxkB-dependent mechanism™. Moteover, Imamoto
et alP?, found that pioglitazone exerts a strong inhibitory
effect on the expression of adhesion molecule VCAM-1
on neutrophils and endothelial cells, thus reducing the
leukocyte recruitment in the inflamed tissue. There is also
clinical evidence for the anti-inflammatory effects of
glitazones. Haffner ez 4/, reported that treatment of type
2 diabetes mellitus patients with rosiglitazone resulted in a
reduction of serum concentration of C-reactive protein
and WBCs count. All these reports underline the importance
of PPARYy ligands in the modulation of inflammatory
reaction in different organs, particularly in reducing the
cerulein-induced oxidative stress in pancreatic tissue*.
Our present study confirms and extends previous
findings®*" by showing that inflammatory infiltration
of pancreatic tissue caused by CIP is accompanied by a
significant increase in pancreatic mRNA expression of
IL.-1p and increased release of this cytokine in rats infused
for 5 h with supramaximal dose of cerulein. The new finding
of our present study is that pretreatment with pioglitazone
at a dose of 50 mg/kg significantly suppresses the gene
exptession and plasma level of IL-1f, as well as reduces
leukocyte infiltration of pancreatic tissue in the course of
CIP. This observation indicates that pioglitazone, a specific
PPARY ligand, is a powerful modulator of inflammatory
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Figure 9 Expression of HSP70 protein and densitometric analysis of HSP70
protein expression (HSP70/B-actin ratio) in rats infused with saline without
pancreatitis (control), rats with CIP and rats with CIP pretreated with pioglitazone.
(A,B) Asterisk indicates a significant change as compared to the value in rats
infused with saline. Cross indicates a significant change as compared to rats
with CIP alone.?P<0.05 vs CIP alone.

response.

In contrast to IL-1B, I.-10 is found to be a major anti-
inflammatoty cytokine. It reduces activation of
macrophages and inhibits the production of reactive oxygen
species and pro-inflammatory cytokines?®. Van Laethem
et al.”” showed that administration of IL-10 before and
during the induction of AP decreases the severity of this
pancreatitis. Also, administration of some growth factor
such as hepatocyte growth factorP” or insulin-like growth
factor-11" increases a plasma level of IL-10 and inhibits
the development of AP. In our present study, we did not
observe any alteration in plasma IL-10 concentration
after the development of acute CIP or pretreatment with
pioglitazone at various doses. This result suggests that the
anti-inflammatory action of pioglitazone does not depend
upon the release of 1L-10.

The most important finding of this study is the observation
that pioglitazone increased significantly the expression of
HSP70. HSPs are highly conserved cytoprotective proteins
that have essential functions in protein folding, transport,
degradation, and assembly. HSPs are classified into six major
families (small HSP, HSP40, HSP60, HSP70, HSP90, and
HSP100) depending on their molecular weight™. HSP70 is
the best studied member of HSPs family. Previous studies
demonstrated that both thermal and non-thermal stress
protects against CIP and prevents trypsinogen activation in
the pancteas and this effect is mediated by HSP70P". The
potential protective mechanisms of HSPs on pancreas
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include: stabilization and refolding of damaged proteins,
resistance of the cells to apoptosis or necrosis, decrease in
the level of pro-inflammatory cytokines and antioxidant effects
and interference with intra-acinar zymogen activation' %,
Our results are in accordance with the previous studies
showing an increase of HSP70 at mRNA and protein
level after induction of CIP. The major finding is,
however, the observation of the further increase in HSP70
expression in rats pretreated with pioglitazone. This indicates
that the protective effects of pioglitazone could be mediated,
at least in part, through increased HSP expression. This
issue needs to be clarified in further studies, especially in 7
vitro studies.

Administration of pioglitazone alone did not affect
pancreatic DNA synthesis. Induction of AP by cerulein
caused a reduction in the pancreatic DNA synthesis, that is
in agreement with our previous observation!, and may be
considered as an index of pancreatic damage. In rats with
the induction of pancreatitis by cerulein, the pretreatment
with pioglitazone attenuated the pancreatitis-evoked fall in
pancreatic DNA synthesis. This observation is an additional
evidence of protective effect of pioglitazone against
pancreatic damage in CIP.

It is well known that the development of AP is associated
with the reduction in pancreatic blood flow?**", wheteas
vasodilatation and the improvement of pancreatic blood
flow reduces the development of AP¥l. Our results are in
accordance with these observations. Administration of
cerulein induced acute edematous pancreatitis and reduced
the pancreatic blood flow. Pretreatment with pioglitazone
partly reversed cerulein-induced fall in pancreatic blood
flow, suggesting that the improvement of pancreatic
microcirculation might contribute to the protective effect
of pioglitazone administration. The mechanism of vascular
effects of pioglitazone administration is unclear. Pioglitazone
given alone without cerulein infusion had no effect on
pancreatic blood flow. This observation indicates that
pioglitazone acts indirectly on pancreatic blood flow,
probably by the reduction of cerulein-induced pancreatic
edema and reduction of leukocyte activation.

The fact that pioglitazone strongly inhibits the inflammatory
reaction in CIP, suggests that this compound may offer a
new treatment opportunity, especially in the prophylaxis of
pancreatitis in human beings. This issue should be studied
in the prospective protocol in human beings. Moreover,
the protective effect of pioglitazone should be checked in
other acute and chronic experimental models of pancreatitis.

In summary, our study provides evidence that pioglitazone,
a specific PPARy ligand, ameliorates significantly the
pancreatic damage associated with the CIP confirmed by
the improvement of pancreas histology and the reduction
in plasma lipase activity. Treatment with pioglitazone
significantly inhibited the production and release of IL-1
and enhanced the expression of pancreatic HSP70. These
observations indicate that the treatment with pioglitazone
may offer a new therapeutic option in the treatment or
prophylaxis of pancreatitis.
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