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1 List of abrevations 

B2m beta 2- microglobulin 

CGRP calcitonin gene-releated protein 

CGRPR calcitonin gene-releated protein receptor 

Ct CT is defined as the number of cycles needed for the fluorescence 

signal to reach a specific threshold level of detection 

DM diabetes mellitus 

DNS desoxi-ribo - nucleid acid 

DRG dorsal root ganglia 

ENG elektroneurograf 

EPO erytroprotein 

FPG fasting plasma glucose concentration 

FPI fasting plasma inzulin concentration 

HOMA Homeostasis Model Assessment 

HOMA-IR Homeostasis Model Assessment insulin sensitivity (% 

HOMA-%B Homeostasis Model Assessment  beta cell function (%B 

i.c intracellular 

i.p. intraperitoneli 

L-NAME NG- nitro- L-arginin metil ester  

n. femoralis Nervus femoralis 

n.vagus Nervus vagus 

NaCl Natrium-Clorid 

NANC non-adrenerg, non-cholinerg 

NK1 Neurokinin 1 receptor 

NK2 Neurokinin 2 receptor 

PPT-A Preprotachykinin-A 

QRT-PCR quantitative real-time polymerase chain reaction 

RIA radioimmunoassay 

RNS ribo – nukleic – acid 

S.D. Standard Deviation 

S.E.M. Standard Error of Means 

SOD super-oxid dismutase 

SOM somatostatin 



SP subtance P 

SRIF I, II somatostatin receptor family I, II 

SSTR1, 4 subtypes of Somatostatin receptor 1, 4. 

STZ streptozotocin 

FS field stimulation 

TTX tetrodototoxin 

 



 

2 Introduction 

 

The chapter of sensory neuron pharmacology was lacking for some years ago from the 

pharmacology textbooks. The investigations performed during the last half century led to 

significant results in this field and the goal seems to be delineated and how to influence the 

function of sensory neurons. We are not in the posession of a compound acting selectively ont 

he sensory neurons as an analgesic, but hopefully it will appeare soon. Worthy to metion, that 

the function of sensory neurons covers not only the conduction from periphery to the centers 

(orthodromic conduction), but they have effector function (antidromic conduction) as well 

and can release sensory neuropeptides performing paracrine (and in some cases endocrine) 

regulation. This effector function might play a role in the inflammatory processes and in the 

regulation of the microcirculation. The investigation of this system was boosted enormously 

by the cloning of the capsaicin/vanilloid receptor by the group of David Julius (Caterina et al., 

1997). The first description of receptorial action of capsaicin was described on the basis of 

structure-activity relationships with pharmacological methods (szolcsányi et al. 1975). The 

cloning of the receptor proved these experiments decades later. In our days pharmacutical 

companies (Novartis, SKB, Procter and Gamble etc.) are conducting research intensively to 

discover compounds acting on the sensory neurons selectively. 

The sensory neurons are playing a role in the pathomechanism of some illnesses or the illness 

itself can influence the function of the sensory neurons. Our experiments are focused to the 

function of sensory neurons from that point of view. During the onco-chemotherapy the 

neurotoxic side effect occures very frequently. Similarly the neuropathy as a diabetic 

complication is a problem for the patient and for the medic as well. In these examples not 

only the sensory neurons are effected, but the autonomic nervous system is involved as well. 

We focused our interest to the investigation of the function of sensory neurons in 

experimentally evoked neuropathies because it held a promise to get interesting results. 

 

2.1 Experimental sensory neuropathies 

 

Many diseases, medical treatment, drugs may induce neuropathy. Neuropathy is a 

demonstrable disorder, which clinical symptoms are divided into sensory, autonomic, and 

sensory-motor neuropathies. In our studies we examined the effect of the changes in sensory-

effector functions in experimental conditions. We used experimental models, from their 



results may be drawn direct clinical conclusions. The widely used cisplatin induces sensory 

neuropathy. Diabetic sensory neuropathy is a most common complication of diabetes mellitus. 

These were the reasons, why we used for experimenthal studies the cisplatin- and diabetes 

induced sensory neuropathies. 

 

2.2 Discovery, effect, use and side-effect of cisplatin 

 

The platinum electrodes produced inhibition of E. coli proliferation. Many platinum-

containing compounds were synthetised, but the most active of these subtances were cis-

Diamminedichloro-platinum (II) (cisplatin) 

Cisplatin is a chemotherapeutic agent used for the treatment of several types of cancer. 

Unfortunately, cisplatin’s therapeutic potential is limited by diverse adverse effects such as 

myelosuppression, nephrotoxicity, ototoxicity and neurotoxicity The drug-induced 

neurotoxicity is characterized by a decrease in sensory nerve conduction velocity. 

Neuromorphologic studies by Barajon
.
cisplatin induced changes revealed an accumulation of 

sensory neuropeptides calcitonin gene-releted protein (CGRP), substance P (SP), and 

somatostatin
.
(SOM) in dorsal root ganglia (DRG) with much more severe histological 

alterations in ganglionic cells than those seen in peripheral fibres. These studies also 

suggested an impaired axonal transport of sensory neuropeptides by cisplatin.  

 

2.3 Connection between asthma and diabetes 

 

Insulin dependent diabetes mellitus, results from an insulin insuffiency that when untreated 

leads to hyperglycemia, polydipsia, polyuria and weight loss. Streptozotocin (STZ)-induced 

diabetes in rats produces a condition similar to the clinical form of diabetes mellitus. In 

addition, STZ-induced diabetes results chronic pain, increasing in vascular permeability and 

inflammation. Type I diabetes is associated with a low incidence of asthma. The proposal that 

epithelial damage determines bronchial hyperreactivity presupposes a central role of vagal 

reflexes supported by a range of findings. Manifestations of hyperreactivity in vivo are not 

paralleled by altered sensitivity to spasmogens when strips or rings of isolated airway smooth 

muscle from hyperreactive animals are studied in vitro Furthermore, some forms of 

hyperreactivity can be prevented by sectioning of the vagus nerve. Considering that almost 

90% of the vagal nerve comprises sensory fibers, it is not surprising that capsaicin 

pretreatment can prevent some forms of airway hyperreactivity. Alternatively, infusion of 



sensory neuropeptides induces hyperreactivity in guinea pigs. We have found that the release 

of sensory neuropeptides, such as that of CGRP, SP and SOM, is significantly decreased from 

isolated tracheae of rats with diabetic sensory neuropathy. Given this decrease in sensory 

neuropeptide release together with the welldocumented attenuation of contractile responses of 

tracheal preparations from insulin-deficient rats to field stimulation (FS) in other studies, we 

sought to find whether there would be an association between the two processes in the same 

set of experiments. 

  

2.4 Common features of cisplatin or diabetes induced sensory neuropathy  

 

Diabetes induced hyperglycemia overstimulates the polyol pathway and consequenly 

increases sorbitol formation. Since sorbitol poorly penetrates the cell membrane, its 

accumulation has been suggested to favor osmotic stress and the development of 

morphofunctional abnormalities in nerve, lens, etc. The mRNA levels of preproCGRP, 

preproSP an a preproSOM are significantly reduced in the lumbar 4-6 DRG of STZ induced 

diabetic male rats compared to the untreated controls. The released amount of the sensorial 

neuropeptides from axon terminals is decreased both in cisplatin and diabetes induced 

sensorial neuropathy. So that was the reason for studiing the changes in sensoro-effector 

function in the above mentioned modells. 

 

2.5 Applied methodes in experimental sensory neuropathy 

 

Cisplatin or diabetes induced changes in sensoro-effector function can be studied easiest in 

isolated bronchial preparation. Bronchial tissue is densely innervated by unmyelinated 

sensory fibers containing SP, CGRP and 

SOM. These sensory nerve terminals locate in bronchial mucosa superficially enough to 

release neurotransmitters in response to electrical FS at parameters selective for neural 

elements in sufficient quantities both to be detectable by radioimmunoassay (RIA) and 

measurement of NANC broncho-constrictory responses. In broncial tissue are densely 

expressed the genes alpha and betha CGRP receptor (CGRPR), neurokinin-1 (NK1), 

neurokinin-2 (NK2), and the 4th –type of SOM receptor (SSTR4). The mRNAs of the above 

mentioned neuropeptide receptors can be easily isolated, and the expression pattern of the 

genes can be examined by quantitative real time-polymerase chain reaction (QRT-PCR) 

 



3 Aim 

 

1. Is the FS induced bronchomotility influenced by sensory neuropathy induced by 

cisplatin treatment? 

a. Is the FS induced release of sensory neuropeptides from trachea influenced by 

cisplatin treatment?  

b. Is the plasma levels of neuropeptides (vasoactive intestinal protein (VIP), SP, 

CGRP, SOM) influenced by cisplatin treatment? 

c. Is the transcription level of the mRNAs of neuropeptide receptors (NK1, NK2, 

CGRPR, SSTR4) influenced by cisplatin treatment? 

2. Is there any relation between the attenuation of field stimulation-induced contractions 

of the bronchial rings from diabetic rats and the a deficient release of sensory 

neuropeptide from tracheae in diabetic rats? 

a. Is the plasma SOM level influenced by STZ-idnuced diabetes? 

b. Are FS induced bronchoconstrictions changed by exogene sensory 

neuropeptides? 

c.  Is the antigene induced bronchoconstriction changed in diabetes?  



4 Methodes 

 

4.1 Ethics 

 

The experiments performed in the present work conform to European Community guiding 

principles for the care and use of laboratory animals. The experimental protocol applied has 

been approved by the local ethical boards of the Medical Universities of Pécs and Debrecen, 

Hungary. 

 

4.2 Drugs and medicals 

 

 

Drugs and Medicals Producer Head office of the company 

[Tyr1]- szomatosztatint Bachem Budapest 

125-Ival jelzett tracerek Farmakológiai Int. Pécs, PTE 

Atropin Sigma-Aldrich KFT. Budapest 

B2M, CGRPR, NK1, NK2, 

SSTR4 Primerek 

Sigma-Aldrich KFT. Budapest 

Capsaicin Fluka Buchs 

CGRP Sigma-Aldrich KFT. Budapest 

CGRP, szom antisera Dr. Görcs T. ajándéka SOTE, Budapest 

Cisplatin TEVA- Biogal Debrecen 

EDTA Sigma-Aldrich KFT. Budapest 

Guanetidine Sigma-Aldrich KFT. Budapest 

Inzulin RIA KIT Izinta KFT Budapest 

Inzulin inplantatum Linplant Dánia 

Ovalbumin Sigma-Aldrich KFT. Budapest 

LightCycler RNA Master 

SYBR Green I Kit  

Rosche Applied Science  Budapest 

L-NAME Sigma-Aldrich KFT. Budapest 

Methanol Carlo Erba Limito 

Na2HPO4 Reanal Budapest 

NaCl Fluka Budapest 



Piperin Fluka Budapest 

Polipropilen tubes (RIA) Merck Darmstadt 

Rneasy Mini Kit (Quiagene 

Inc.) 

Kasztel Med. KFT Budapest 

SP Sigma-Aldrich KFT. Budapest 

SP antisera Prof. G.J. Dockray ajándéka  

SP-tracer Bachem Budapest 

STZ (Zanosar) Upjohn Kalamazoo 

Trasylol Bayer Budapest 

TTX Sigma-Aldrich KFT. Budapest 

Tween 80 Reanal Budapest 

Tyr-g-CGRP Bachem Budapest 

 

4.3 Instruments 

 

Instuments Producer Head office of the company 

CWB – 20 water thermostat 

with circulatory pump 

Experimetria Kft. Budapest 

TSZ – 04 multi chamber 

modular tissue bath system 

Experimetria Kft. Budapest 

CRS – SG bridge amplifier 

for force measurement 

Experimetria Kft. Budapest 

Accu Check Roche- Diagnostic Budapest 

LightCycler 1.5r Roche (Magyarország) Kft. Budapest 

Nanodrop BIO-SCIENCE Ltd. Budapest 

 

4.4 Nerve conduction velocity studies  

This series of experiments was carried out to verify/exclude sensory neuropathy. Left 

saphenous nerve conduction velocity was determined in animals from both groups. 

Stimulation intensity suprathreshold for „A” fibres was 0,5 V, 5 Hz, and for „C” fibres was 3 

V, 5Hz. 

 



 

4.5 Isometric tension measurements  

Isolated segments of the main bronchi (2 mm) were mounted horizontally on two small L-

shaped glass hooks of which one was connected to a force transducer for measurement of 

isometric tension. Neural effects on contractile activity of the segments were studied by 

means of FS (100 stimuli at 20 V, 0.1 ms and 20 Hz at an initial tension of 12 mN). To study 

whether the field stimulation protocol applied was selective for nerve-mediated responses, 

some rings underwent a period of 10-min pre-incubation with tetrodotoxin (TTX), a fast 

sodium channel blocker. Stimulation with these parameters failed to elicit any contractile 

response in the presence of 1 µM TTX.  

4.6 The changes in transcription pattern of the mRNA of the neuropeptide receptors 

 

The excised trachea and the main bronchi were immediately placed in RNA Later buffer 

(Qiagen, Inc.) and 

kept at -70ºC till processing. Total RNA was isolated with the RNA isolation kit according to 

the manufacturer 

protocol. Primers were designed by the Primer 3 online program. 

The primers were: 

NK1 forward: tgggcaacgtagtggtgata, reverse: cacggctgtcatggagtaga; 

NK2 forward: ggagagtcaaccggtgtcat, reverse: ccgagcaccattctgttttt; 

CGRP receptor forward: agaacttgaacgccatcacc, reverse: ggatctcaacagcggtcatt; 

SSTR4 forward: gccactgtcaaccatgtgtc, reverse: tcttcctcagcacctccagt; 

Beta 2 microglobulin forward: acttcctcaactgctacg, reverse: tggtgtgctcattgctat. 

 

4.7 QRT-PCR 

 

QRT-PCR was performed by the SybrGreenI detectionmethod. To compare the different 

mRNA transcription levels, CT values were compared directly. CT is defined as the number of 

cycles needed for the fluorescence signal to reach a specific threshold level of detection, and 

is inversely correlated with the amount of specific template nucleic acid present in the 

reaction. Beta 2 microglobulin (b2m) gene was used as internal control. Only those reactions 



were included in the quantitative analysis, which gave a well-defined amplification product 

both by melting curve analysis and agarose gelelectrophoresis. 

 

4.8 Relative quantification of the examined genes (2
-ÄÄC

T) 

 

We compared the RNA transcription of the examined neuropeptide receptor genes with b2m. 

ÄCT was first calculated between the CT values at the 16th and 22nd day from samples from 

cisplatin-treated and control animals. In the second step, we subtracted the changes in RNA 

transcription in samples from control animals from the changes in samples from cisplatin-

treated animals to obtain the ÄÄCT. This indicated changes in RNA transcription caused by 

cisplatin treatment between the 16th and 22nd day normalized to RNA transcription changes 

in the control samples. A high ÄÄCT value, if negative or positive, indicated significant 

changes in the RNA transcription level of the tested gene. A positive ÄÄCT value indicated 

down-regulation of RNA transcription, whereas a negative ÄÄCT indicated an up-regulation 

of the gene’s transcription following cisplatin treatment. 

 

ÄÄCT11day = (CTreceptor-CTb2m)11day – (CTreceptor - CTb2m)control

ÄÄCT22day = (CTreceptor-CTb2m)22day – (CTreceptor - CTb2m)control

 

For normalizing the given data we used the 2
-ÄÄC

t method. 

 

4.9 RIA measurements 

The total amount of sensory neuropeptides (CGRP, SP and SOM) released by FS from rat 

tracheae and the changes of the levels of the sensory neuropeptides (CGRP, SP, VIP and 

SOM) in plasma were examined by RIA, developed in our laboratory.  

 

4.10 Blood glucose and insulin levels 

 

Blood glucose level was determined by means of the glucose oxidase method. Peripheral 

insulin sensitivity and く-cell function was also determined using homeostasis model 

assessment HOMA-IR = (FPI X FPG)/22.5 



and in fasted animals HOMA-%B = (20 X FPI) / (FPG-3.5) (16 h period of fasting preceding 

sampling) as previously decribing. FPG: fasting plasma glucose concentration (mmol/l); FPI: 

fasting plasma insulin concentration (µU/ml). 

 

4.11 Statistical analysis  

 

The isometric tension and nerve conduction velocity data expressed as means ±standard 

deviation (S.D.) were evaluated with analysis of variance (ANOVA) followed by a modified 

t-test according to Bonferroni’s method. The data of the changes in FS induced sensory 

neuropeptide release were evaluated by Student’s t-test for unpaired data. The blood 

chemistry data in cisplatin induced sensory neuropathy obtained from RIA measurements are 

expressed as means of ± standard error of the mean (SEM) and analyzed by ANOVA 

followed by Student’s t-test supplemented with appropriate post hoc evaluation. In case of 

data normalization failure, the possibilities for further statistics were left by using Man–

Whitney’s U-test. The blood chemistry data and sensory neuropeptide levels in STZ-induced 

sensory neuropathy were evaluated by Student’s t-test for unpaired data, and expressed as 

means ± S. D. 

Changes considered significant at pø0.05. Data of QRT-PCR measurements are expressed by 

means of ± SEM. Changes were significant if the expression level differed more than two 

times from corresponding control values.  



5 Exper iments 

 

5.1 Impaired bronchomotor responses to FS in guinea-pigs with cisplatin – induced 

neuropathy 

 

5.1.1 Experimental protocol 

The study was carried out with 16 male guinea-pigs. The animals were random divided into 

two experimental groups. Control: animals treated with the solvent for cisplatin (1 ml isotonic 

NaCl) with 75 mg/kg mannitol i.p. once a day over 6 days; Cisplatin-treated: animals treated 

with 3 mg/kg cisplatin with 75 mg/kg mannitol i.p. once a day over 6 days. The animals in 

each group were anaesthetized for nerve conduction velocity studies 24 h after the last 

cisplatin/vehicle dose. Bronchial rings were then prepared from the same animals for 

isometric tension measurements. 

5.2 Results 

 

5.2.1 Exclusions 

Four cisplatin-treated animals had to be excluded from the experiments, two of them as 

cisplatin failed to produce any decrease in nerve conduction velocity in either A or C fibres, 

one because of respiratory insufficiency due to pneumonia and one because of the 

development of extended skin lesions.  

5.2.2 NCV 

 

At a stimulation intensity supratreshold applied for A and C fibres conduction velocity 

significantly decreased in cisplatin – treated animals. 

 

5.2.3 Changes in isometric tension in response to FS 

 

Field stimulation in tracheal rings from „control” animals evoked a biphasic response, the first 

contractile component of which comprised an initial fast and a subsequent slow reaction. This 

two-phase contraction was followed by a relaxation response. The fast contractile component 

was abolished in Krebs solution containing 4µM guanetidin and 1 µM atropin „NANC 



solution”, whereas the slow one disappeared in tissues pre-exposed to 100 µM capsaicin. The 

NANC relaxation was blocked after a 30-min incubation with 30 µM L-NAME. In rings from 

animals treated with cisplatin, both the amplitude and duration of the field stimulation-

induced contractile phase were significantly attenuated. However, the amplitude of the 

relaxation phase sensitive to L-NAME was augmented. The contractile „spike” left by pre-

incubation with capsaicin, however, was similar in preparations from either group. The 

NANC contractile responses were not influenced by superoxide dismutase in preparations 

from the control. 

 

5.3 Decreased sensory neuropeptide release in isolated bronchi of rats with cisplatin – 

induced neuropathy 

 

5.3.1 Experimental protocol 

 

The study was carried out with 20 Wistar male rats. The animals were randomized into two 

experimental groups. Control: animals treated with the solvent for cisplatin (1 ml isotonic 

NaCl) with 75 mg/kg mannitol i.p. once a day over 5 days; Cisplatin-treated: animals treated 

with 1.5 mg/kg cisplatin with75 mg/kg mannitol i.p. once a day over 5 days. The animals in 

either group were anaesthetized for femoral NCV studies 11 days after the last 

cisplatin/vehicle dose. After completion of these studies, the tracheae with the main bronchi 

were removed. Two-millimeter long segments from the main bronchi were used for isometric 

tension measurements, whereas the rest of the tissues were utilized for neuropeptide release 

studies. 

 

5.3.2 Results 

 

5.3.2.1 Exclusions 

 

Two cisplatin-treated animals had to be excluded from the experiments, one of them died, and 

the other did not show any evidence for the development of sensory neuropathy in response to 

the cisplatin treatment schedule applied.  

 



5.3.2.2 NCV 

 

At a stimulation intensity supratreshold applied for A and C fibres conduction velocity 

significantly decreased in cisplatin – treated animals. 

 

5.3.2.3 Changes in isometric tension in response to FS 

 

The rings from cisplatin -treated rats responded with attenuated contractions to FS compared 

to those from solvent-treated animals. Nevertheless, the relaxation response to the field -

stimulation protocol applied was of higher amplitude and shorter duration in rings from the 

cisplatin-treated animals than in controls. 

 

5.3.2.4 FS induced sensory neuropeptide release from rat tracheae 

 

FS released SOM, CGRP and SP from 0.18 ± 0.01; 0.17 ± 0.01 and 0.86 ± 0.02 to 0.59 ± 

0.02; 1.77 ± 0.04 és 5.96 ± 0.03 fmol/mg wet tissue weight. This was significantly attenuated 

to post-stimulation values of 0.36 ± 0.02; 0.45 ± 0.02 és 4.68 ± 0.24 fmol/mg wet tissue 

weight for SOM, CGRP and SP in animals 11 days after a 5-day treatment period with 

cisplatin.  

 

5.4 Changes in tracheo-bronchial sensory neuropeptide receptor gene expression pattern 

and in plasma sensory neuropeptides level in rats with cisplatin-induced sensory 

neuropathy 

 

5.4.1 Experimental protocol 

 

52 male Wistar rats were used throughout the experiment. Twenty-four animals selected for 

the QRT-PCR and RIA studies were randomized into two experimental groups. Control: 

animalstreated with the solvent for cisplatin, 1 ml isotonic NaCl with 75 mg/kg mannitol, i.p., 

once a day over 5 days. The animals in the „cisplatin-treated group” were given 1.5 mg/kg 

cisplatin with 75 mg/kg mannitol, i.p., once a day over 5 days. Four animals of the Control 

and Cisplatin group were used for studying of the expression pattern of the neuropeptide 



receptors. Total mRNA was isolated 11 and 22 days following cisplatin treatment. Thirty-six 

animals were randomized for the measurement of the nerve conduction velocity studies. 

 

5.4.2 Results 

 

5.4.2.1 NCV 

 

At a stimulation intensity supratreshold applied for A and C fibres conduction velocity 

significantly decreased in cisplatin – treated animals. 

 

5.4.2.2 Plasma somatostatin, CGRP and substance P levels 

 

Plasma somatostatin immunoreactivity significantly increased 11 and 22 days after cisplatin 

treatment. Plasma CGRP level exhibited only a transient increase, whereas plasma substance 

P did not reveal any change. 

 

5.4.2.3 Plasma insulin and glucose level 

 

Both plasma insulin and fasting blood glucose levels remained unaffected by cisplatin 

treatment. In accordance with these results, the HOMAIR and HOMA-%B did not show any 

significant difference between the control and cisplatin-treated group. 

 

5.4.2.4 QRT-PCR measurements 

 

On the 16th day of the experiment the expression of the NK1, NK2 and CGRP receptor 

mRNAs increased 3.22 ± 1.29, 2.78 ± 1.14 and 1.31 ± 0.14 times the control level, 

respectively. On the 27th day of the experiment the expression level of the NK1, NK2 and 

CGRP receptor mRNA decreased to 0.69 ± 0.28, 0.91 ± 0.24 and 0.62 ± 0.07 times to the 

control, respectively (i.e., the difference is non-significant as compared by the 0 day control 

values). On the other hand, the expression pattern of SSTR4 mRNA is completely different 

from the above mentioned neuropeptides receptors mRNA expression pattern. We found a 

significant increase not only at the 16th day, but also at the 27th day as well. The expression 



level of the mRNA of the SSTR4 increased 4.41 ± 2.48 times on the 16th day and 7.72 ± 2.66 

times on the 27th day. 

 

5.5 Feeble bronchomotor responses in diabetic rats in association with decreased sensory 

neuropeptide release 

 

5.5.1 Experimental protocol 

 

The study was carried out with 48 male Wistar rats and 12 male Dunkin-Hartley guinea pigs. 

The control animals were treated with the solvent for STZ, whereas the rats in the second 

group were treated with 50 mg/kg STZ ivto make them diabetic. After 4 week, the STZ-

treated animals were further randomized into two additional groups, one of which comprised 

animals that were supplied with continuous-delivery (4 IU/day) subcutaneous insulin 

implants. This group was referred to as the insulin-supplemented group.  

Treatment with capsaicin. Capsaicin was used to elicit a selective functional deterioration of a 

significant portion of sensory C fibers. Rats constituting subgroups from normal and diabetic 

animals were given capsaicin/ solvent subcutaneously in the sequence of 10, 30, and 50 

mg/kg single daily doses over 3 days on the 8th week of the experimental period. The animals 

pretreated with capsaicin were used for further studies after a 3-day period of recovery to 

avoid nonspecific effects of systemic capsaicin administration. 

Mechanical responses to ovalbumin in isolated tracheae from sensitized normal and diabetic 

guinea pigs. Twelve male Dunkin-Hartley guinea pigs were randomized into two groups. The 

control animals were treated with the solvent for STZ, whereas the second group of animals 

was treated with a single intraperitoneal injection of 180 mg/kg STZ. Four weeks after STZ 

and/or solvent injection, the animals were actively sensitized by two intraperitoneal injections 

of 1 ml/kg 5% (wt/vol) ovalbumin on two consecutive days. The animals were killed after an 

additional period of 4 weak for isolated trachea experiments.  

Eight weeks after treatment with STZ or solvent, the animals were either exsanguinated for in 

vitro experiments and laboratory determinations or used for nerve conduction velocity studies. 

Food was withdrawn 12 h before blood sampling for glucose, plasma insulin, and 

somatostatin measurements. Insulin and somatostatin immunoreactivity were determined by 

means of RIA. The lower third of the tracheae with the main bronchi was then isolated for 

isometric tension measurements and neurotransmitter release studies. Six separate animals per 

group entered the nerve conduction velocity study group. 



 

5.5.2 Results 

 

5.5.2.1 NCV 

 

At a stimulation intensity suprathreshold for A or C fibers, conduction velocity significantly 

decreased in diabetic rats. In the insulinsupplemented animals, conduction velocity for either 

A or C fibers did not differ from those determined in the control group 

 

5.5.2.2 Effects of experimental diabetes on body weight, blood glucose, plasma insulin, and 

SOM levels  

 

The normal animals grew steadily over the 8-wk observation period with an average weight 

gain of 62 ± 4.1 and 58 ± 6.1 g, respectively. The diabetic animals exhibited a marginal 

weight loss (5.0 ± 2.1 g). The insulin-supplemented rats failed to grow during the first 4 wk. 

Insulin supplementation from the slow release implants (~4 IU/day) during weak 4–8 caused a 

significant increase in body weight to a level approaching that seen in normal animals. In 

normal, diabetic, and insulin - supplemented animals, fasting blood glucose levels were 4.4 ± 

0.6, 17.4 ± 5.5, and 5.0 ± 0.6 mmol/l (P ø 0.001 between diabetic vs. normal or insulin 

supplemented), with plasma insulin levels of 11.4 ± 3.2, 2.0 ± 0.4 (P ø 0.001 vs. normal), and 

12.9 ± 3.8 µIU/ml, respectively. Fasting plasma somatostatin level significantly increased in 

diabetic vs. normal animals. In response to insulin supplementation, 

plasma somatostatin level renormalized by the end of the 8-wk period. Sampling for these 

determinations was done at the end of the 8-weak experimental period. The guinea pigs 

receiving the solvent for STZ exhibited a weight gain of 45 ± 6.4 g over the 8-weak 

observation period, whereas body weight of the STZ-treated animals did not show any 

change. 

 

5.5.2.3 Contractile responses to FS 

 

Preparations from normal animals exhibited a biphasic response to FS, i.e., an initial 

contraction was followed by relaxation. The rings from diabetic rats responded with 

attenuated monophasic contractions to FS compared with those seen in preparations from 



normal or insulin- supplemented animals. In rings from normal rats, both atropine (1 µM) and 

capsaicin desensitization significantly decreased contractions produced by FS. In addition, an 

augmented relaxation response was seen after atropine, whereas pretreatment with capsaicin 

abolished the relaxation response to FS. In preparations from diabetic animals, capsaicin 

failed to significantly influence contractions by FS. The inhibitory effect of atropine on FS-

induced contractions was striking. Atropine revealed a weak FS-induced relaxation response 

in preparations from diabetic animals. Preparations from the insulin-supplemented animals 

exhibited essentially similar responses to those seen in preparations from normal rats. 

 

5.5.2.4 Sensory neuropeptide release 

 

FS released SOM, CGRP and SP from 0.17 ± 0.0022, 0.15 ± 0.0022 and 1.65 ± 0.093 to 0.58 

± 0.032, 0.74 ± 0.122 és 5.34 ± 0.0295 in preparations from normal, 0.19 ± 0.016, 0.11 ± 

0.019, and 0.98 ± 0.116 to 0.22 ± 0.076, 0.34 ± 0.099, and 1.84 ± 0.316 fmol/mg wet weight 

in preparations from diabetic rats. Insulin supplementation restored neuropeptide release in 

rings from STZ-treated rats.  

 

5.5.2.5 Effect of sensory neuropeptides on FS-induced contractions 

 

SOM and CGRP were without effect on isometric tension in mechanically precontracted rings 

in the absence of FS in preparations from either normal or diabetic animals. SP, however, 

produced a concentration-dependent increase in tension with maximum contraction of 12.3 ± 

2.7 and 13.6 ± 3.4 mN with -log EC50 of 7.1 ± 0.2 and 7.0 ± 0.1 in preparations from normal 

and diabetic animals, respectively. Therefore, when the effect of SP on FS-induced 

contractions was studied, the initial tension was reset each time to maintain a 12-mN resting 

tension before an FS challenge. CGRP (up to 0.1 µM) and SP (up to 1 µM) augmented the 

contractile response to FS in rings from both normal and diabetic rats. The potentiating effect 

of either neuropeptide on FS-induced increase in tension was significantly elevated in 

preparations from diabetic vs. normal animals. SOM decreased contractions by FS in both 

normal and diabetic preparations with a significantly attenuated inhibitory effect in bronchial 

rings from diabetic animals. 

 



5.5.2.6 Antigen-induced trachea contraction 

 

In tracheal chains from nondiabetic ovalbumin-sensitized guinea pigs, cumulative increases in 

ovalbumin concentration in one-log unit steps produced concentration-dependent contractions 

with maximum values Ã70% of those attained by 1 mM carbachol. The concentration-

response curve for ovalbumin, however, was shifted to the right when the tracheal chains 

were prepared from diabetic animals. The EC50 values for ovalbumin- 

induced contractions were 4x10
-10

 and 6x10
-9 

g/ml in chains from normal and diabetic 

animals, respectively. 

The maximum contractions by ovalbumin were also significantly decreased in preparations 

from diabetic animals. 

 

6 Summary 

 

In experimental conditions we examined the changes in sensory effector function of sensory 

nerves induced by diabetes or cisplatin treatment. The results of the experiments may have 

direct clinical evidences. 

In rings of bronchi from animals suffered from sensory neuropathy FS -induced non –

adrenergic, non –cholinergic (NANC) bronchoconstriction was significantly attenuated, 

however the amplitude of the relaxation phase was significantly reduced in cisplatin – induced 

sensory neuropathy than in case of diabetic neuropathy. 

Cisplatin induces elevated peroxi–nitrit formation. FS induced increase in CGRP, SOM, SP 

release from tracheae, which was significantly attenuated in preparations from animals with 

sensory neuropathy. Fasting plasma SOM level was significantly increased in 

diabetic/cisplatin treated animals. Cisplatin treatment changes the expression pattern of the 

sstr4, induces significant overexpression in the SSTR4 mRNA.  

It is speculated, that enhanced fasting plasma level elevation of SOM evolved desensitization 

to the effect of somatostatin in rings from diabetic rats, causing a decrease in the bronchial 

hyperreactivity. The attenuated bronchomotor response is related to a decrease in sensory 

neuropeptide release in experimental sensory neuropathy, at least in our conditions. 

This change in sensoro – effector function and SOM induced decrease in bronchial 

hyperreactivity may have clinical evidences in treatment of bronchial asthma. Taken the 

SSTR4 overexpression together with hypersomatostatinaemia it is suggested that cisplatin 

might be of particular importance as a therapeutic tool in patients with endocrine tumors. 



 

7 Acknowledgement 

I would like to thanks Prof. Dr. Zoltán Szilvássy, Prof. Dr. János Szolcsányi,  Dr. József 

Németh, Dr. Zoltán Sándor, Dr. Judith Szilvássy, Dr. Zsuzsanna Helyes, Dr. Barna Peitl, Dr. 

Róbert Porszász. 

 



8 List of Publications  

 

Szilvassy, J., Sziklai, I., Racz, T., Horvath, P., Rabloczky, G., Szilvassy, Z., Impaired 

bronchomotor    responses to field stimulation in guinea-pigs with cisplatin-induced  

neuropathy. Eur. J. Pharmacol (3), 259-65. 2000. IF: 2,432 

 

Szilvassy, J., Sziklai, I., Horvath, P., Szilasi, M., Nemeth, J., Kovacs, P., Szilvassy, Z., Feeble 

bronchomotor responses in diabetic rats in association with decreased sensory neuropeptide 

release. Am. J. Physiol Lung. Cell. Mol. Physiol (5) 1023-30. 2002. IF: 4,051 

 

Horvath, P., Szilvassy, J., Nemeth, J., Peitl, B., Szilasi, M., Szilvassy, Z., Decrease sensorial 

neuropeptid release in isoleted bronchi of rats. Eur. J. Pharmacol. (1-3) 247-52. 2005.  

IF: 2,432 

 

Horváth P., Szilvássy Z., Peitl B., Szilvássy J.,Helyes Zs., Szolcsányi J., Németh, J., Changes 

in tracheo-bronchial sensory neuropeptide receptor gene expression pattern in rats with  

cisplatin-induced sensory neuropathy Neuropeptides. (1) 77-83. 2006. 2,494 IF: 2,494 

 

Sandor, Z., Varga, A., Horvath, P., Nagy, B., Szolcsanyi, J., Construction of a stable cell line 

uniformly expressing the rat TRPV1 receptor. Cell Mol Biol Lett. (3) 499-514. 2005.  

IF: 0,495 

 

Sari, R., Nemeth, J., Porszasz, R., Horvath, P., Blasig, I., E.,, Ferdinandy, P., Nagy, I., 

Lonovics, J., Szilvassy, Z., Impairment by lovastatin of neural relaxation of the rabbit 

sphincter of Oddi. Eur J Pharmacol. (1) 91-7. 2001.  

IF: 2,432  

 



9 Publications on which this thesis is based on 

 

Szilvassy, J., Sziklai, I., Racz, T., Horvath, P., Rabloczky, G., Szilvassy, Z., Impaired 

bronchomotor    responses to field stimulation in guinea-pigs with cisplatin-induced  

neuropathy. Eur. J. Pharmacol (3), 259-65. 2000. IF: 2,432 

 

Szilvassy, J., Sziklai, I., Horvath, P., Szilasi, M., Nemeth, J., Kovacs, P., Szilvassy, Z., Feeble 

bronchomotor responses in diabetic rats in association with decreased sensory neuropeptide 

release. Am. J. Physiol Lung. Cell. Mol. Physiol (5) 1023-30. 2002. IF: 4,051 

 

Horvath, P., Szilvassy, J., Nemeth, J., Peitl, B., Szilasi, M., Szilvassy, Z., Decrease sensorial 

neuropeptid release in isoleted bronchi of rats. Eur. J. Pharmacol. (1-3) 247-52. 2005.  

IF: 2,432 

 

Horváth P., Szilvássy Z., Peitl B., Szilvássy J.,Helyes Zs., Szolcsányi J., Németh, J., Changes 

in tracheo-bronchial sensory neuropeptide receptor gene expression pattern in rats with  

cisplatin-induced sensory neuropathy Neuropeptides. (1) 77-83. 2006. 2,494 IF: 2,494 

 


	ﬂS<”™�x
i8wìë‚È"m·÷�‰Gl\Ä1øgÀì€qÀÈÒ�:…ÿ9iÑ�çÉ˙ŽcFR\;�öy4‡QÔÑ�� ‰$¹ÁS"X€
Nç�	ÍÓ�Zõ_3ËÚó,âœ�ıË)�#_á˚&¥"�˛���ıË�Â:ÇX
	vi4=Z¨ﬂb|/Hq�cHåÚ�ü!ñÅA
f�·y��‘� ZG�W–�“vÀò¢1ÝÄ©�$�"Í£tVZÞw4D9&Í4w¸⁄�ÚÑ¤*D˜ˆŠ'
	�}ª‚ß1·˜˘y4$ëZùË×˙v”Z,úßGïłmÎ¤�ZÑçD|×EèúE#|�¤łGû†iØ&‘ıØœÍšT�ÜTŠ‚šf¸Ë�uŁ¸Éà ˘«]2…�çUÍíÖ¥Dà°⁄¦f���ıtŁ^–Kå˜��¬˘È†ÿ�ø®è#ª¤“ä5n?˛Ü”sÙ”~ñ�Î\…‰âR|^sâ²í³¿¦ŠŒ’ëlf��ªº"?Ögr¤X˙_›“no|˜�ÓCg¤�=l8�ü�²»-˛~öâ¾
	cð#@†ß¸üì¹,$ˆ2õ}ë9ûè;TÏÍóNæQK±„†£xIg
�pîì%�„n¶_“(˘™,ýõÅ¬g\»HŒÍ€˘Cf²⁄óO�F´ãLeLQuCÅ<¤�µšZÁ�ÜÎSé?Bæ�łÉ†¯9˝"á¦2g—ÎGþ²Ë‹R{M¤»sÜ(MaÅ˘,MfŠ-ýå+�Ì�¡˜ﬁp,@l�ƒàÝ“â˛�Œä<Ž?1<›�»ÄJÓÛı^05‰%ðÛÙ�:"��ÞM²Þó#…±‹��)��ú[3!Ñ•ÏhùyÚF�Ö€øò^}õÆÜN˙�ﬁÉž¡òÏ
u¯êKjÒ−îòâÀþ¨ÂËFÑv²�C²™#¯¡ÊK�®N˚�ìSáI”c¼wP§_î–Ì˛e³üIÖƒ 0
	¶û©ëê�lï>ôP—í−�6;½‰�óMØ‡ˆ»!�ÈSâm�°í˛�ÿ¼p2Dô*€E¦|Šb3Z�−Á—3…bcÕ#zﬁÂæž¢l]ˆá]4üaD−�×Ÿ2,úh±Œª7›åqÙNÞðwc„?(�‰¿�%ÃÆVóÛ0c˘uð+o–�#à†ˆ�]Ç¥ŒüØ…��oPå��ûÇ�Zf 4}ˆS°ł�ºõY[m�pÜ9�˛é˘�8¡\/Ñhlu�æv'ù÷(½4˜#k7ý4³ò:b��Ÿ�\+{Æ�B¦ˆÿÿåÑi|oêûñT³
	˘Ð‰ýY)ƒó¾)çé(ñéGﬁ¶�zû�©˜IŠ¬L�—™k^ð¸�Ü1<…-ã$Ê4Y(×"ß~<�MGÖ½�“÷ÔN…ÈŽUÕ£´Ñ�á°a=ÑIÕ÷P˘ùÌÄ<ÄÔ@ôNT·Ê&D†zf˚Ažÿbño®Ï˚h~#›·	Ö{ ł�uhÄ˚01ûÖr˛)ˇŒ®7ÿµ–ÐâJ½›�jLv8K÷ﬁJ„�x�_~½°2wÿ(e>æ⁄nÛ%Ý 4hÃ€-#´_ˆbDÈmÒÎŸšðiSàXß\†�ôÂÉ3ôƒTvê�Vv�WpÉ³çÐôiWMG]óZ´�ÊëiOCz�−«yÈFþ‰ŒšÖtä¢àX«°ºH+�Ÿ{¼«›¤P¾–ø£−Ž5£'�žÊR�E»Ó<˛›�¿QR˚˘4ë«ŁÞÒ.ó÷˝— õŽ%–Zœõ-+¹é|×ö��Ç�FãÉ¸Çç†�(Šác†⁄Gw˝b.ûôèƒZ8y�ì2�ª5)ç−À5±äm€⁄ô·ân¿:¾
	M)ã©�ZÝßn§Åˇ�ç-IÍ¸ž±ﬁ«Á��®ÄŽéŒÆìˆùc�ÓäU`•ﬂa&D2C%�*Ð`Æ`s�µ[Ãuðþ{��Ê4è±3c+PÞ´pFQx^i⁄ñÁëﬂß+hÛKÆŸÈŠ��˚ŸF�µu�b[RU°ˇ·˛ÒƒqÓ�I¯VMÕÄ¡_—W:¥Tží”�r˙¾e•ÛU×��⁄˛}R0Â*°C´—cd¹ﬁO�ª©S”��Ý‹v�ÎIð6l*ü]łI£åÜElQO'�za´�ˆÿoðû�ˆà¹`©}/¸Ê�ŒŒ�ı9²íÛÛ¢Ö‡Ð<Õˇí<��,˙/ÉÙËƒ¨â]òM‰Ýw¡X¾�êÌVÃ<g6RòbyOı�˜ñ«ﬂt�úÙ�*ô�ì^á–ë¼wÛ

	Va»„†ð$!öﬂC§Õc-ÁµêÎ%�§âïyÿxÞ—Ó+uÿ
	z¶èŽRp "Ü^}0ÀÉ>>v−Ł[:ÒŸ]ç¨u�‘›�º/L�ûÕˆni�¶f•W�X�¤rÍ−ıBØ��êˇÂhù
	�p¤'§	htV†¡oh�f„°+¾˜]›\7ﬂÕöþÌËR¯˙Hb¹5Ô“~È�;|���€^§Ça³ö§ÉÌÐ
	±Ł7Ì’×#õ¨¢'ëZD/,œSwùÒIž��‹ÆI¸%Ã$°�é¶¥nCÌ=a9†Rë/Ôù‚D}�_2AwÀÌoœ>Í“27™¯Z��O˙Ý¦�Y>—Ã˜gß^'àfªá⁄.Í¥	� ™Ù�-²ô�5�Æ�0zuÝžù8�¯î�
	�)��w£�7ŁÈŸe�dé¡=Ó¡²¨B÷�xù˚T2ﬁ�H%�_³X…Äkž÷1_˘©è¼·½2¥¶~1ýłóW‰ˇëBJ¥¾¬J·°¦ßJ™i7½D�\rÙ‡
	qœø^jûı,³\−©Ã³,Üw*]ãmÎÞjÜ`¤îÇG³h¶3¬J&oÂ(o�S™p<�ëðd³hóZ5ž÷—v!W„¬D+�UÓŁš³_�ø„"��¼¸Ö"O�Ÿ�×Y0�þ’÷Ð&wx¶<ﬂ9…¿T±vtiG£y@�©î’˘ê·óúyË5I¬‚iˇłF%æ�ŠöÆG½ÂûÂ¾äæDA#”s¸»³VÓIt�·N�þ$¦ˇ»@¦:orÊã&rn¯K�&łì¥”�N��uÅMÜÄÃ3<A
	ª]µkvõ®l«+þôHSŒBó¨1DD!B�êÔ¦4`ˇˇ+�Q+Ž[ä�;ŁÏÊ�Â’ÜÑ·š	V
−¶,‹m5'îTõ-�]˚"Õ«°P-Kn$	:pÖ�¼zá$⁄�ª»õýp
ã�Ž|êL��ý,Ý~Æ•R�ê=‰;$8"ÌdÄÄ÷Ù¢$@#Åłﬂ�$/˘Žjò�Ž¦9p@��A3È»—Aì�È‡ÇT#¨!�3®-3�šv
e⁄5à8cøí�²�È˛ı
	u.bæ†~¸˜9ØHdÛíÖñ1Å�ËP€&�%�˚yn,�xuv�¬‚¸$5B�À#˘�Kô£™‡…ýF˝T¹ð±Áˇé‰łÒ°Cj*�ŸÿGAkÌÇà&“§�×‰›—ƒr˚�Ôı4í·wÎø�µ‡�§É÷�‰r;ŽÀ¡Ÿ�IÐþ�˘}Ø'Z·!ußŒıñE-gÑ¢XŽš²òÝ’aZr'Ž2˜¡��Ïó'�nÓêcÇïu+¹]gÍŠ6¡eã]\KBã„˘Óâ
Ä:ìTi<ðe#¡�I_œeòî}:ŸEy•Çµ⁄s#%m³¾ê®àłVÅ¾š9Œ÷6•fJ�xà�§ª�nÎ|…‹î"Æâƒ$ñÆ˜àÂ,¿,QÞ¯1lÒã−ı�é[?�$.�ÆÝ:êýï¤ï·éÅû@]—mÉUè_ÃŠq“¢ý�H”-²º�¿U"á}y…�qìrP±âê¸õi9¾”ZÝÃ†¤•J¶m¢ß6Ìvì-ç	Ëłd²?Â³q2y0ÂÓëÃ�c³BŸ@ÁYOô�š�,b˚ò*r[ŸWÚp¹àˇ5�Tç2¯˘�û�ØK¤Ž�J´�;A@R�PâáŁèM¯
	5A�2;kK˘â
⁄õsz#Ł3–’¬(6Ã¹r�:Ê 	��˘b>�fÑ¹ÑÞÏ`ONó�QÒ²{9c;ëÉà.ÿ)˝!ø
	òŽ�zµ�ïˇ˝ù��g;·¡⁄™ł¤k&£%˜{(¦ñÛ›ß¡f	Ï:ﬂ‰\‘Êý[Þ)¥÷'Y:Ì«)—Rº÷jf"T/¸6›²‰ÑF—Öı�òˆ�¨¦¶¬\Ub�»�ı|4lµ•Ì¤Ł¹�ýhﬁã5%€ˆ½s�è:�vdô®RÂ:U5pË��eS��ôƒDk»ïuÔ›[���xœð•ﬁô9´îê?\×»´CvD‡k-Ç˘�ÝTG@�àÞ<7óððÆ_¸8±I»SÛ?ÂRç#Ý‘ß˜Õˆ6=Tù;Ì˘Ù¸e„ºO[Ì¥†�0Ł�'ö/?ﬁy�⁄*ûS'ïcÈ¬¡t!Æ�ﬂF¥éÉ�–Çaó‘T@�(Ò˝‚6.±2ÏK°�!ëåù°ZŽÈi⁄—ƒÛ�hÔıÍÐ—ßïwñqﬁËÜ$45fý
	Eis1PfÕ���˙xGo0+¦àÕ¿ôüŸ�Ng"��ÀÂú:hšâ4Í}Q
�VxI�⁄‘oáÌ˜é?¤î™.{^Æt0©ô\�ó–Æ¾.�™—o®œ'È��*E¸Ö·§Ò§˘l÷¬¿Ufêöö7õÏ��É[~
	K˛ñWóHéOa�Îéa˛°@×åg}��ê@Y0¾�‚uuS§¤\þÌ"C(¬àldÖ¸�a&9k)sñ7#:PrþªEÈD;�¿ë&ŠRB�Nısˆù±4/�ñü¬2–û$ÓG˛²ãÜ˛�¾�×‘ñ�ã¯H⁄ïtŁˆ¯ª¦À¸&�Bcuwýð«ÑZG�ˇ.˙-�ﬂ˙rŽ�U“Ù®DXä¥8p7;×Ü$ñ�Ž´aÿL}måU9ñŸGÃ"BëiÌ=»¡q·¦H¬£˙i-Ìæ�Ł#¸
	‚y–›ﬁ�Òù�R’ço�(�(²ÅÒ›žºàŸá!1>{�&¢G�8‡b"–¬ŽD†…É3ÆÈ¤Ñ›ƒÊÛ„æKôØ¦†+~YŽHI¹b|Ñbè*�‚³È��⁄ﬁzæÎ^ìöÿA¨·¸�_Õ™•ˆ/"¦g¯9Ûm�ºã@þŽ`Ã×ŁÐ$è−A�Ž×??€yÞ?�„†x<˙

	l¬–ÅW¼öŒIıvw�þ\Ï§Wç�ÒÆ‹p"à®AåR0D��GdI�Ú³ÑÂ'�ˇ˝ÂQÄªÂ±:óòñæÜ…xwøøŽÛ~K¤m8×¿Úú‡Pà‘
	¬U¹ �ö00cb²Ó�Dµ}IÛØ´ÿ—Qﬂ‡˛±v9ŸÐ�5�˝;žõ[0
ZË6V:¨ð‚g⁄���SÅ�.»9Iaå˛t5Â‚WýÙ™0ë9¦Àÿ…Pù3Æ¸`�{y[•wÖXãªþ€Ÿ-RC&=q¨⁄¢�Z}&ÑÚn#Ÿ,Ž¤³�íªàë¿¿z˚å�Ú²ÂÑwé8R+.#ùÚ™ÓjÙ\?ﬁ°Ó)ÚJ�›Fœz«™ÎmW@½cýCàýÿÉÄÌvnM%gd˚H�….áü¨Í!òôB˘nQÂlﬂ˜J¼¯@_ç†`�NÃä9!§\B¯�Žß\¤´�©#Q�ìJ¹iß�3ﬂÊ�eu<›#›��¼7�¹Õ7œú’R—ÈäYl	Łﬂàł�t�¢â�/çšB>�⁄¼ﬁbýÝ{€ﬂ,-ø	N…ﬁ©˛7=wž4�ı�ˆaŽñ�¯<‡×Þ\>Õqz³�˘má˛²4±�ÙŒÜŒ¢Í⁄Öû77€]OŒDŸ½ÞÎJ&ˆ¤üd¤£)ðØhø¡�YŠpb‘�ŽÛ:¿*=ïÙ½´Ú¡¿[Kåd©ˆºz{Wó�†Zá⁄Yæ…VOJ§k›`"Înœ~8Í‚ã�È	•Ko{�`�•yªåº+¢ËÆÈ¹M¯²oÞ>O˜p²Íõ*Ö‘ÅÇ~A5ÿ
	�À5�ñhµ4#ˇ(§˛jWñEK�æd�NªªäîkXÉª”aE¡5žPx‘am�jÖÇ‰6´øô�²%ð}§x−±éy�¨X�«ªYÛÙŁ€Qù�⁄R3ﬁ\3Ÿ@Ûµ·/'õèhh!ÎA.‡¸mRX¡³Þ^�Oha�W%�‚.ù,bâYî’>ö==é&�ç�Û˛L½„ełn{ø

	ï4‡¦þ<½c=Ü©ﬁ,hB˜�ÈÁÆ»ˇ`$*m`{«u‰ý[þ¡NöG+�Z�0<D©¹=dÓ`%�ııºÏÁXÙ:r—
	�³ËOØ¿N`ﬁŠ¢¶á€Õ�ÑtaÑÉY…ÐÙÈÐý#z	Û<�V#e¤&˜ü:‚È?a²‹tàÌ£ÎQ¨ø˘¤�ù"Ù�qP)8wˆÖóòQ¬"<þp�V�Ô‚�3�ý
	@&øWŒ�ÃApºÈ¤º¨Â4łP4Ð»ß˝A�H–´£ºÙÓx�›�´�Û€Ù¾Nr¼R§LÄ×Åû
	®�ÁXþÃæ¾o5éu¡'<�…r(œ&õú~=ÓŸ·GÔö49È�Â��÷—Õ�3nÛ‘ÎÐ9Á±$çt©Ç4ÿﬁâƒàpì$ÓjwwîGHÊN�3ÆR9&·“	A˘,(�9”ê˚¬7ëò§⁄ž�d�%$2Ï
êÈﬁ.j:wüﬂ£èG€êH‰th†íþ+O�ØÆ�)4¡ç �“�ºG�‡"™O1h9Ñ®@�-�…9Þ�!�ýÌ� ‰Fuå¯ˆØF–^Tc;%$Îu«»t�g`ú0|À8ı«ü›¬»I”×ñÎ°ÅÅdﬁ±õæ�^��è–¸ﬁłú	�ﬂÂ¼�ŠÙS˘jþãó�EE�AA:4“��ÍýmóÆ8ÄR �À£łv<˚×ù

	hú�˙ˆ.Ój�fdÎAØ¹gÎ—õ§uE»ðN8é`%`ÇRg¡J®Ð’L¹
7Ë�−	˘�/æp™fC�‘ł3Ê�Õòb&þ}Áh?ï?}Lr\þﬂ‚·ÌîıÂñÖ�òy×´�,7€Õ©dÆÚîã$RîMeA4¬¯ÆN˝þÍ�ØDÞ±¤ˇ–9.¾±˘£=êþçxøƒÓüxCzüà%ç�ÇUA3m�ÀÝ˙Ã`XÈ{ÝN>Í÷¶¶ËB¢ﬂQ�¬”“÷V´Ÿ)˝Üà¼�!x\ÝÈœıœû˙ô:Æýõî1^CI¶�˙aI'�:Ù¦;ð,LŽé˜+%üwaä5Šºóç�T95<¦OLO˝ô«˛Ł[˚ØA�Ï¹l¥¸ˇwh3xÏéø!l�6çı€~ ²Ó/ä−Mł?¯²—��¼á�ñhû«Ðµ¨�Æhuﬁ÷Ï⁄E>Md›&ï¯Þ–¸RÄ,F-�–r˚—¢ÅU¾ºEú˚LU²`#v,F½ÞùØ§«¯˜¦ðłKç}#º™ÈŠìöAÊÝ^ü[˚�˜¢6ªÀlˇﬂ’ì‰�šﬂ¸7î%ã˜AŒD@-�ŠH�Ç()×,łŽŒ�õ‘Tà‰I.ZéüˇÈ˝=}ÏêÌ�ÓÏ;^4ŸD−M‘”ÑÀ‘½ðeâ˝Hšu�š‚ôaßŠa nCI�úUQ~äŁﬂëZ/�]¥÷4�‚à]±R;Î�Er;å÷ae§œ`á°Gì’Å‹�,�"—�óÿÄýqY˘[€=Z�„ç÷U[ÃœMÃéÁÀJ
	GöE!Ÿ5¡UkqìôÚ⁄³î*,"K¥:�!oÓ<y¯Q
úłfÛK™oê�u–l=ÒÀÂš„Ýr$˛þzßön⁄}�Ëm_ª;ø�#�^E4ëÕAþ>T˘À?¥´%�‘Øł;éÍÁ¢×µ�æ@JK†º˘‡C	Ý¬Ïahv–K)˚é•�ŒÊłV0·,tŒýZRPU�m¾€¦Å+)[
	¶!�\a�$I´éWÊÎ�sðî«Š�ﬁÒ˜†l|¦™Ç3b²;4Ä"hı9�4²ø:ò°�9x‚ýùÖGy1�¨|dlÎ?2�ˇf+.a	œ¶
	ˆÛSè~d„¢qá<��th2²¯¾™
D¤ý¥�ýyÿ€Ì‹ló"·ýjk¹õÇŠ{¤ÒXDÀ×�iÒø!¢n€ö5^ﬁ{×HÂ�vˆPÉýY‡�Vø§}&•¼œ¹…Û,\§�éHIˆJèÅw
	Õq
™×æh4„C1ªV�þ�Kâ�ñZ÷V;”z[�ﬁ þ[�¶µ‚Ü�fŁÇh+KÛd%˚áŁ¦ƒk�l�{�§ü˛
	pšÂ˝Ð£âá±˛pwõvX¹LÈ�~èN©éÓ1DÓ�y)^:Y9¦J©ïTÏå{Ø\ùO¨ì*È¾ºÌÏ°ÂÈJLb"´”öÎs]~~ºlßÂ�×Z�6%îÑ�œÓhaºd™°¯V6Ł˜3ºÇR�_¯!ðùﬂºÁtçœˇ\‚=¡wÖ±epÔ¸ÿøC¤8¾Ù©ˇûð×#ém}�‡ZùªpÀM>¤w}„”¹X2˘@g�˘”îŒ5ØÄX¢ýÕáBÖðe�/±�#
�È…ÍÆZ�ÇRà÷$Ú8Ï¹ûT¾‹¯,˘ìÅîÅì¥rı4
cŽŽ«Ú�¡ÏWn�×�Ý{HrfÄì%hZq¾ì¨
lñÕàÌÎQù−‰Æä¤®TæÔ:˙Œ¢ë˛˘Z˜˘êä¤<Tº
	“X¬��ø⁄Fp>»Å"!™QS�}ıﬁ�⁄[�−~˚™üÊM[¤ ë\;lB‚wÖ�(õ{¸ýég(jº{C;ÝóÒ§˜ öÃCp’e³þÉ…	;œKÞÈ`þkßy€S€n˙æÑ˛¶¤”÷Û!
˝¯t⁄gê%b®`k|¿i�‘°Gï©-ªwæ�èþGN�ìRJ®EÓIÄR\��µ¿��)úæìs-a‚�Íu®Õ-»ðﬂ⁄°J0�}ˇ¯ÚŁ¥?Âˆ�W%¦iì`%´˜tNw±¶ƒCT›˛ƒ(ˇ¤*nÃÎ˚´4bþ‚KÿxH·g�ÚÚł¼Ÿ�5Ô¼kIµq�Ž%ßj”žÙ†ÖäJÛ—ł¸éX6ž*Ð²5žOíﬂgÔN…F\³ýÝkZJÆ�Á®¢'rª2ÆC�ô� ·�ç�ódk/÷-«ýÐ8˙‹j™˙¾E™…K@HWªÚ„%D¤Ðå¥j�mÚ¹Œk¡ªÔ˚«


	ŠØ¨ì�$Å…�/⁄ªŽÂð#+s×ùôr>ç‡�Î0˘�wLùï¹�ýU÷ýó–ž¶ÓÉˇ|˘Å®ÁpÆ·�½ˆ‹îfÃuMw¹ñçå˘…]VBx¶w¢/E<HTœ]��qMH¬ıCı,Àè;�ò�…”=¾‹+ì�¸NGÎ'\ÔN�'ñ.ì-díROÂõØÖ��Å±lGŸ¿©<”±ÏéÃú¼6¹M�2þ¼œ!šá“¿ÜZ.¾–X#jpcdÄ,�’�o�¥‰×ùµà˚Ë‰Ho™ºhî¸ÿþ�žÀæ‘ŁÙÇX{ý[Ç"ˇb{�VsòœÊ˝SújÖ¢uR|:¡N‘Ë−WQ£cß[�ÑÜHKp·\ûªÜD´ˆV!QõÏäeuÞBrš'S\W�£÷œÌÜ��óˇF6n¤`�þþ¬›fWV[ıRhŁÕ<(5CG�ªf!ô$.\*&�VýÃz2]<AìﬂÁ�»”Þ>Ã�ùÉì|ãJcË·5÷{¬7:åÐ⁄O%e}5Ü®‘+žƒłÒ�{Ágè3«—(çÊ�á�;ƒø¡�yî´’Q½ê�þ•¦ª�…Ÿ‡\KkzDºéƒ°Íº/−F	TÃ³æü‡��4?aÂ‰—³±Nb¼4>`A0łIûlfú�ßÀ�WÃ)~ëzÎ÷Oè¬Æºá¦’üjZÅ¿MF+Kó}�l�Û���B�Ô=äıu|eHÎMR¹$‡ªØ}-e;LÐT>B¥Þ‡fÂj—x9™Ñˇ*˜r�¡0o/±Dú9þö~Ã5�`-Èš�úá�ð‚‡…ôs#�ðÿ©¨”ò�|”ÄŒZiÓL�a"�ñ'oP1b�”c˜~�)h·ò.\è¢ë�2²Œ@wìÒ°&�õ|ˇ0ﬁK‡äx�)IÃÐ�—ƒ²þ¬†ó%r…\ÿÒRáH�‚ﬁ°öIÏ�emÖ)*˜á9Ø™ˆ¨“m�ÊﬂPNVPPY7ŸÇX�#úäÑ¥Ç¶ÍT8ë½æ2pQ©I€�%)�&~àNÞc>�n¾”ˆTV‚�1S�mæÁó¦6y�ì~x�Éä�ú+î²¶q+sAÿÿJ%×e¹í¤�¿wxÅÃé^3?1MqxF%õa��Œµ7Jç-°eHßRÉ,óQ£Âa�L�Ÿ|®£%gñÛY÷�Um‡ãO
+ƒz)î=²zÃóR¤’�TôﬁEºHBö³§±5í 62ﬂä’l±š;>Ø);#
IÞ���‡	jô˛^|<ﬂ´Í¢Å2�…ž−Eáý�	ﬂì"~
ﬁçZ×��zÜ
	>d�−4ÖÅ®~J�+·Î,QÄÝQeıP•`W⁄n¿â&¯¾�A¡$Î22+*��kÕy�S˙ó¡
/ïÐó�~Ê™Sû$3hÓìøÍTCuá3[�)kì‰Î”Ù’—)Ã�åáÔ�Ž÷�Õﬁ×�óÁÃŁ™n(ì6tsFł�4µU�é¿«0lßžñ²�Þ`ÂJäŠJd�Ł_YïÆ
	ë9æÆ0ˆ£ı‰›?±¿ßw[5m˘‡ÎN�uqŸ#�O½¿�»y¶d±™˘é½¸ﬂ4–à�7−.ÌÉ*g“MÒÄ�ZÓ]TšÅx0ãÆÂ�Ú8
	Ié25è¢AŠeÚR�,á��»ÚM�T⁄5‡ØŒntú�†«�RÄłÂ7�EŒáëj�é=¦:Ï��lfS¸£PB0Üòþ
	$„8§ÿÁ`>¢ÎvüÀå¸®·ºý›−Æú�Q%¾9p&�«oþˆhß–\�ÈtÅè2î�`	:®Ò˘�§gªSç-£#xã	>UÅ@˙“Ëˇ�‚rÒÒi44Âˆﬁo� T�+Jþ�Ç(Î3Ù‰Y–y5÷Õ®1x‚Ø�,˙7	\DæšWò−�Téašk²ıIy¦�2$o¦Jþôšl³ÎI��ÆMáÜ\ł�û¡<¬Q¸ï6ÈÉ÷Œqž÷ûä˜�ú–[�‚2XÖDï/ﬁûq⁄šHØÚ«�ıÍÀ“Ró¾rfûç»G{Ÿó‰�To�lKaç�uÁIł�i-|`�JwÊ_
�Ådoîd†NØ,�:°joF†6¸�ÞëPÎÁªpÔ‰‚ß—¹™˙ü-¬}-Æ$Ð−ÃÆ“áÕ!ãÅ
	˘®�(˙±"OJ/8 –ÏvM/-'/�]ÉÊ�¢X⁄�$Cøþkê“)�ê¹nç=¯öðÒ:½¾‚ŠŸÛ�Èb�ê�õ4©�)Xk©��Ã�%Àw¿ÐúGpl î¯zÖºa�'_6~VY¸½Ä¸¬V�gð}Û\Œó{ØÞ~x�:³�ìoÔW°j@E€!uÔ°Ëd¦ÚzMò“¹éÝ6�£ÑÌÚ¨z�_Ÿ�S~Ä°«j… W	łp⁄¼íîï¼hß´À�>DùıSéÉü«ØÔ{PÃ˚í�Lá¯zý†zÚ~¨Ÿ˙
	�iAaºÅea°u641ƒÄ¡S¥Ò—�ƒ5äŸß�Tê¯S^qÜÆñ÷¶hv�Ûì‚
ˆR��x}i_wCÝ)*�ß¶—�fšt¼°wõ−�%à�÷Íc”Rö�d2X`íW“´˘4Ñ"Gy´N½$çR2T�lôC3ûÁ›O
'h!H¸ñ'��¬z6�PÖ�[@�ëÂg]G�€¯)»Íq)ô


	m©	ﬁ$N��úÀ1Q•1˝+Å�bÿû¦O‡ò�‰`:|�jùö;H�¡u]þ�“Ñµ›™�þtÊZ×’2¡ÉhsÍ,Ü^Ý�fÎôå�C�t�,—Næ^™Øłí±üÕý¡’˙öł€â��KÇì«ÑVlb·X86ÌJ”®ýı�ôI÷%ÝŁ_³:ù™Âƒý�ﬁ�Ä†¾_|�ªÏ�Ç¤i®rL!¬(ˆJ�É¡‹¼ﬁ|¥ã⁄ˇŽßËÅIAŠˆ´º`uºÒ�Ø�!k?!¦˝å¬úì�e&�Z8�öÅËšvS#−Lg˘¾ƒÕæcJ�és¬�‘Íö¬�Á&ì$)-¨¡�Å�µAC4¨�<f|1JÔ�‡>�ak£�w}ø¡ŒˇLF›y	KéJŽ55�ìqäC‡��..>�ç_ÂårO½!Ð¡@í�†ÔÇ´*–¢áQþvÅ‚ò˛¦ñj
Ñ÷¶Qb+Fn;Êá‚�MU3å�°=H²‚UÀ�6³æh��€ùÈPkÎþ⁄c��˚	À•6HåïÍ��ﬁwÏÜ£à�⁄ÂÞlÑRıä\Ôã¶]ÔxÏ\Ł−£8~⁄)²ÍI¤âgXdG�F[�‡LÂ¢×Üjº¶ßfF�êŸœdLÄÍË)ãý÷U�ÝÎ{›Ä†�
Ð7ßîš—qÑâ	ûÕeäUùx°Iø¤Æ‹º6¶	ﬂ�]æª>Þ˙§]½�‰Ÿû�7*( .˜�E°�AK"�)þ;nc{io’DìÔù=KPcù^û�«ä¥s[½=–oøQ�t·9&œú�Z�m‡
	©�ÀñoÜGﬂîr´]Ù|».ﬁQÝ\ßÄâ—ýD{¸ö¥�7÷D44�¬ìÜ™AŠ}ÈfÎäd˜3ÁçFØLš��n{4ıé�ÄE–eÂDnÌ=à£HÄÁS4Š�e^þªÙNä	Z�¾Ú…Êè˝�ÆsïùÙ�FF>3�žÝÀ⁄��b8øäí�L½�ç\Gí+nYÿïÔ%ı’÷�Ø
	bu�˝„4DÔß,ns#�Ë/m˜}®ëùà±L)"é„®G³YîÝﬂO}©iV{NV›ôFWBH<ï¨èJWÍ}Î‰»w·¡�ˆ˝ƒ˝©º�Œ
	CCwÊ¨§öƒ ˘×eD�oµ�o��Gu¡Ôˇ%6ï…�1„�ñﬂ�«ÞI½ÙŸíi�ñ��Ð�§ÈOFë÷cMÕZì~
	 »	�¨µ©(nÇÞò‹øÐD�½5ž�m˜!°G%�fIKs-4,íó˙`�*<ÚC·^ký`›Rq�Ò•+©FOFå>x»ÏÛE��/ýV©B3¯½êﬁ©pgY\ê…z‡•ıJ−€¶¡ÃeŽ1�WF&�,IÜûßN½ç‰˘`T¯fš^^rÔ£�j��ÆÏYãE>#‘sVêB#úäP‹°:A5îłˆ|*�¢ä×ãN¨W�D��á[ÜÒ}k¯ªy›�TÈûìÍs±)«)xøTì���íü�»z˚l	2˚nØ„Slø:AúF�7I−=�†@Ýl”Þ}_üÎA�[î'*ÆÄžª�c7þÃól‹‘gçÅîyP/ä±����\„‘ÃµÝ�INÁóóGëÝÅ.)âëYÞ=$—›¥eØDô2�ÄŒ⁄A6ð÷fÛÛià"î9±eGi8²Þ−³l‚¹¦ñRâ’Rã�ùÜ÷CÕ¿©jÊœ˚ Ł Óeéöˇ��Z…��⁄æ©;YrŠù�õ�ÄôC½§/⁄µﬁxh(¶¼qTbﬂ¸�‚;0ï�Ç~(5)Xr&ô˚	}ü‘‘ 'w¢Ö1xnb¶WS]-æD^ð¢qVEE·,¨_6šw²Ø+ñ�ÞêÎ�¾ç[fçŠ⁄ã`²ú�MÖž"—V32Ù-:˚�Ø>l·�ux˜fMÇbò`#ŸeŁàj˙¾s½È²ÕÜë–ü(w·
(ï“�Cł”?®ŠÄ#¤ŸÄ’ï‘
	ﬂ)ìô¹9Ïg¤Ø�l·Œ²ÐÄ¥-À�Ò�ç¤k�s�×„øäÜ=LéÆ|×m¤™ºóÖZÅ=Ø£−A;‚ı6WáuŽ1¬ã'ˇÓZ�=^å�òt¹ŠG’LÅyÈ		µ<–R)Ä±_Û3‰]�˜œL¢Z\−ñL´=å¸{�r�ƒe+eôH~ˇÈÚÜs‘!Ł£öRÙfOZçug�ƒ‰Òìµ¨ž%øˇòJÝ’¿�.œ±/¬ºËzÀ£SÐx¯Å�\À”¨Z�ﬁ�Kk
	1›æÎÛC®+´Rcp_−HTg%ÄÓgqlmG�Ê“ÿ²òå)a�Š_ñ±úv=ýŸÈî(°zñ3øpµƒúÅ−DfM8Q˝¥UdKAﬁgø˝ƒFúßk¢
cóæëW9…a+ÐlﬁPûptd)�ÅéÉDﬁ?a#ÒYÆ±póŠÝybà0tý�p�—�O�Î�2ë/}·Tü�ˆ(ˇÖF¤£¥{ÿßÓ¯�2›/ˇkuˇm+�Â£Ä•ÚáûeÍ‘U�ƒ˜1ÐH)⁄y�#¾‹š™
	ž�D��÷¤2Ł|¡WOjšv0˛o�žt3——'%.~*j>�,ÐHeÖ;Ñnn`ÒK³Qıð> ¢÷lüI¦´é0°åwáö·nhıæÏ.lÑ²ñõÐ¼VÛ˝˛)_8�S˙¿�Òn¨ZN˚�~Ùúc|Ù›êé˘ŽÃé—0¿ˇÿ!€™M09�çÿ‘¡r7˙ŸDC−h®/IºÈ„ä%ú�§U«ÍŽ™Úˇ¥<łÄr−�Ù¤¯pØÒÒ¥�_+�Ù÷Kç©½—Úa‹‹RDÐ˘ì—ß`<ÏÉëm−òÝN‘_ùÜ¡Ì�ùƒ]xnp€%îpàê�A6¬RãÄ˜\�ÿüÔ÷S¬,ðÉðhZ]"�¨ﬁ‘õ’˙A.²&’)cÊ�ﬁÈ®ÖÍ³žü�gÑØ€|ÎˇÇÌ³=ÕÇn24v}�HÂ‘Øµ%†ÌÃÕì°^[˘Â�˛~_��Ã}ÝShñ\|Ÿ�šÉã	˙í‡��¤y€ìXúéÈ
	ÜK˜¡õEÌúÆmgwÒ|{u9ò¨ó*¨™ªø⁄ﬁ³/®Ï–+,"•1ûk¬Ó�?_.¡ š−^�ôå—œE⁄�Mù�Gˇ`avBüzÇÁ;˛uﬂ«©JGd·ˇ©µ¬cÃxW�øÏ×}Ò°€îr¥¯Û/�wZ³K⁄Á(ˆfTÞ=�/ZÛoköQ˛~WÌæu¼−RCåÌÉ��ÂÃ>â=À�Q C°÷õæ,Ëú��!�ÈwŠ�Ÿ”š0M31W÷)ñˇir��«—Ðq	€ufó¤Ä� ul¿µ€pÇ��ã›lw}ﬂ�š˜÷¶N~�:FDñwﬂc



	!þÐ⁄e�œõûá:m+¸,‘T$˘˛C²9÷�8A{Ô[�L˙TŒCL•¡•üuŁ�éBl$kc�Ø
	�ëO×` |[yhkYx'¾OFX>*�i1ﬁ·�U;…^ZÁSÉR$hèÓ�þQ™�Ûˇ ÃlÝ*í�„Ò`	›KﬂÐG$ŸRþš˚Ÿj«‚:�{�…û�ß¨‡Ÿ¡ˇ¼ûu8pGó“
	��—Ñž8û¯ˆ�lÜ÷(°f¨øÜ�˜ÈäÈ�ú�"\Ïm˘�áoÖ�‰�þiØ´¬Úˇ¼âx’�4iÙ5ZÚµEø°˙Ã©tD]˙ù˛ÎBCN%üÖ��Ž‘$˚&,÷~PjýY�™`:GéÕÎÅVzU™âÕ½›–Ç›�ü!s9?"°|.bAx¿Ó�
	�®÷T�˘¹éÆÖ¯ap2²‡�&�b�ÚÒ¼û@ÿ‰�¹¡¦x'5aä˘¬¶�R>−I�îu•�n_æ¾&_~�2À^«˙+‰È�vÇî`�>ôJ›õØï²J‘HÞR�’X™{ö�žpc4æ�Aﬂ„rcÊ&Q�ˆ^�÷B(¥�˘®&�6IP�ýû˙Ÿìÿ]Aç³rÛd§© ¯€µ€‚!ò“cæø��DPSY¢�]“h3•¸j‡½ƒÝÍ3€ÝOI-�&ç˚ºCÉOæ�c�pYÄół˚;V”Ù.@Þi1X¸wAVæ�_§�Íè�Ö[Ìäº;‹Ü§ł§;‰44"Ùè⁄§±�aPvÓÒ²ˆÔÛ«

