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ABSTRACT

Picrorhiza kurrooa is mentioned in Ayurveda for the treatment of many disorders, but it has not been subjected
to systematic scientific investigations to assess its antidiabetic effect. The oral administration of aqueous and
methanol extracts of P. kurrooa rhizomes (250 and 500 mg / kg body weight / day) for 15 days significantly
reduced blood glucose, glycosylated haemoglobin and increased total hemoglobin, plasma insulin in alloxan-
induced diabetes in albino rats. The treatment also showed significant correction in the level of nitric oxide
radicals, superoxide radicals, peroxynitrite radical, lipid peroxidation, glutathione, glutathione reductase,
glutathione-S-transferase, glutathione peroxidase, superoxide dismutase and catalase in the pancreas of

alloxan diabetic rats.
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INTRODUCTION

It is known that diabetes may be due to damaged pancreas,
insulin resistance due to its receptor defect or altered
peroxidation-oxidation system (1, 2). Many drugs like
sulphonylureas, biguanides, thioglitazones, etc. have many
side effects. So the emphasis now a day is on plants, which
have been in use for diabetes in Ayurvedic system of India
from ancient times. Some plants studied for their use in
diabetes have been reviewed (3, 4). Picrorhiza kurrooa, (Royle
ex Benth.) belonging to the family Scrophuleriaceae and grown
in North-Western Himalayas from Kashmir to Sikkim has been
mentioned in Ayurveda for the treatment of asthma, liver and
infectious diseases (5). But there are no systematic studies
on the antidiabetic and antioxidant activity, which we now
present in this communication.
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MATERIALS AND METHODS

Plant material and extraction : The fresh rhizome of
Picrorhiza kurrooa was collected and the plant was identified
and authenticated by a Botanist from Department of Botany,
Nagpur University, Nagpur. The voucher specimen has been
kept in the Department of Botany, Nagpur University, Nagpur,
India (Acc. No. 5147/C). The rhizomes of P. kurrooa were
washed, chopped, shade dried and powdered in grinding mill.
The powder was successively extracted with methanol and
distilled water using Soxhlet extractor and then extracts were
dried under reduced pressure using a rotary flash evaporator
and kept in refrigerator. The yield of aqueous (AEP) and
methanolic (MEP) extracts was 8.47% and 16.22%
respectively. Both the extracts were administered to the
animals as a suspension in propyleneglycol (100 mg per ml).

Experimental animals : Adult albino rats of Wistar stain of
either sex of 12-16 weeks of age weighing between 120-180
gm were used for the study. The animals were maintained in
well-ventilated room temperature with natural day-night cycle
in large polypropylene cages. They were fed balanced rodent
pellet diet and water ad libitum throughout the experimental
period. The animals were quarantined for one week, prior to
the experiments to acclimatize to laboratory conditions. The
study protocol was approved by the IAEC (Institutional Animal
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Table 1: Antidiabetic effect of aqueous and methanol extracts of Picrorhiza kurrooa rhizomes in alloxan diabetic rats

Healthy Untreated Treatment

Control Diabetes AEP MEP
Parameters (Group 1) (Group II) (Group 1) (Group 1V) (Group V) (Group VI)

250 mg 500 mg 250 mg 500mg

Blood glucose (mg/dL) 72+7.3 282+9.8"* 994 +77* 83+83" 92.7+45* 79.7 £9.1*
Plasma Insulin (i [U/ml) 43.2+3.9 79+28"* 31.8+37* 38.1£38* 35.0+39* 412+27"*
Total haemoglobin (g/dl) 13.9+23 62+18" 99+21"* 121 +£23"* 10122~ 121 +£19*
Glycosylated haemoglobin (Hb %) 5.5+ 1.2 147 +15"* 108+1.1* 73+13"* 98+16"* 69+12"*
Body weight (g) 168 + 18 149 £ 14~ 159 +10* 172 £13* 151 11~ 174 £15*

Values are mean + SD of 7 experiments

Group Il is compared with Group |; Group lll, IV, V and VI are compared with Group II; * P< 0.001.

Ethics Committee, Govt. of India) (Registration No. 414/01/
ab/CPCSEA).

Induction of diabetes: The rats were starved overnight and
diabetes was induced by a single subcutaneous injection of
alloxan monohydrate (Sigma chemical company, St. Louie,
USA) (80 mg/kg body weight), dissolved in freshly prepared
0.15 M sodium acetate buffer, pH 4.5 (6). After seven days,
the animals were stabilized and considered as diabetic, if their
blood glucose level was >200 mg/dL after single subcutaneous
injection of alloxan. AEP and MEP treatment was started after
confirmation of diabetes. Total duration of AEP and MEP
treatment was 15 days.

Experimental design: Animals were divided into six groups
of seven animals each. Group | healthy animals received only
propyleneglycol (5 mi/kg per day p.o.) for fifteen days and
served as control. All the other groups are diabetic animals.

Group Il animals served as untreated diabetic control. Group
Il and IV animals were treated with AEP at a dose level 250
and 500 mg/kg body weight/day p.o. for 15 days. Group V
and VI animals were treated with MEP at a dose 250 and 500
mg/kg body weight/day p.o. for 15 days. All animals were
sacrificed by decapitation under light ether anesthesia after
completion of 15 days treatment. Immediately after sacrifice,
blood was collected from all animals in heparinised vaccutube
and pancreas was dissected out, washed in ice-cold saline,
and the homogenate was prepared in 0.1 M Tris-HCI buffer
(pH 7.4). The homogenate was centrifuged at 1000 rpm for 5
minutes at 4°C and supernatant was collected for different
biochemical assays.

Biochemical determinations: In blood, plasma glucose (7),
total haemoglobin (8), glycosylated haemoglobin (9) and
plasma insulin (10) were measured. Level of glutathione (11),
glutathione reductase (12), glutathione-S-transferase (13),

Table 2: Effect of treatment with aqueous and methanol extracts of Picrorhiza kurrooa rhizomes on
the lipid peroxidation and antioxidant status in the pancreas of diabetic rats

Parameters (Group 1) (Group II) (Group ) (Group 1V) (Group V) (Group VI)
Nitric oxide radicals 5.3+0.78 125+1.05* 8.7+0.96 " 6.4+0.73* 75+0.68"* 6.1+0.78*
(pM of nitric oxide

released/mg protein)

Superoxide radicals 4.85 + 0.51 9.66 + 0.83 * 7.18 £ 0.63 ** 5.99+0.48 " 7.0 +0.39 ** 51+043*
(nM cytochome C

reduced/mg protein)

Peroxynitrite radicals 7.42 £ 0.61 1154 +1.13* 8.97 £ 0.92 ** 778 £0.70 * 8.44 + 0.59 ** 75+037"*
(uM of peroxynitrite

generated/mg protein)

Lipid peroxidation 5.31+0.48 9.64 +0.96 * 7.74 £0.74 ** 550+ 0.55* 7.77 £ 0.47 ** 53+0.81*

(UM of malonaldehyde
formed/mg protein)

The animals of Group | to IV represent the same treatment status mentioned in Table 1; Values are mean + SD of 7 experiments.
Group Il is compared with Group I; Group IlI, IV, V and VI are compared with Group II; * P< 0.001; ** P< 0.01
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Table 3: Antioxidative activity of aqueous and methanol extracts of Picrorhiza kurrooa rhizomes in the pancreas of alloxan diabetic rats

Parameters (Group 1) (Group II) (Group ) (Group 1V) (Group V) (Group VI)
Glutathione 5.59 + 0.09 1.74 £ 0.05 * 3.83+£0.03* 59+0.13* 34+0.13* 56+0.1*
(ng of GSH utilized/mg protein)

Gilutathione peroxidase 289 + 21.7 147 £+ 135" 215+16.3* 279+122* 229 +13.7* 281 +11*
(nM of GSH oxidized/min/mg protein)

Glutathione-S-transferase 292 + 26.5 127 £+ 154 * 199+ 148"~ 271 +16.2* 198 +13.7 * 287 +13*
(nM of CDNB conjugate formed/min/mg protein)

Gilutathione reductase 28.7 +1.68 129+1.11* 19.7+1.15* 27.8+1.21* 19.3+1.21* 279+2*
(nM of GSSG utilized/min/mg protein)

Superoxide dismutase 3.37 £ 0.28 0.76 £ 0.08 * 1.99+03" 3.13+0.16 * 24+0.16 " 32+02"
(Units of activity/mg protein)

Catalase (nM of H,O, 5.15+0.26 1.86+0.11* 35+0.15* 50x+022" 3.8+021" 51+03"*

decomposed/min/mg protein)

The animals of Group | to IV represent the same treatment status mentioned in Table 1. Values are mean + SD of 7 experiments

Group Il is compared with Group |; Group lll, IV, V and VI are compared with Group II; * P < 0.001

glutathione peroxidase (14), catalase (15), superoxide
dismutase (16), lipid peroxidation in terms of thiobarbituric acid
reacting substances (TBARS) (17), nitric oxide radicals (18),
superoxide radicals (19) and peroxynitrite radical (20) and
protein (21) were estimated in pancreas homogenate of all
experimental groups animals.

Histological study : For histopathological study, small pieces
of pancreas were fixed in Bouin’s fluid, dehydrated in graded
alcohol and embedded in paraffin wax. Sections (4-5 pm thick)
were cut and stained with acidified aldehyde fuchsin.

Statistical analysis : Data were analyzed using GraphPad
Prism software (version 4). The results are expressed as mean
+ SD and Student’s ' test was used to assess statistical
significance. P-values < 0.05 were considered as significant.

RESULTS

Significant increase in blood glucose and glycosylated
haemoglobin (HbA, ) observed in untreated alloxan diabetic
rats when compared with control (Table 1). Administration of
P. kurrooa extracts to diabetic rats significantly decreased
blood glucose level and increased body weight gain to near
normal control. The diabetic rats (Group 1) showed a significant
decrease in total body weight, haemoglobin and plasma insulin
level when compared with normal control (Group [). Oral
administration of P. kurrooa rhizomes AEP (Group Ill & V)
and MEP (Group V & VI) extract to diabetic rats restored the
blood glucose, total haemoglobin, HbA, 5, plasma insulin level
and body weight to near normal values (Table 1).
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The pancreas of untreated diabetic animals showed elevated
levels of superoxide, nitric oxide and peroxynitrite radicals and
abnormally high lipid peroxidation (Table 2). The oral treatment
with AEP and MEP extract of P. kurrooa of diabetic rats restored
the oxidant status (Group lllI, 1V, V & VI). In the diabetic
pancreas (Group Il) the levels of the antioxidants namely
glutathione, glutathione peroxidase, glutathione-S-transferase,
glutathione reductase, superoxide dismutase and catalase
were much less (Table 3) when compared with Group | (P <
0.001). The administration of AEP and MEP (Group Il to 1V)
significantly restored in the antioxidant status of glutathione
related enzymes, superoxide dismutase and catalase when
compared with untreated diabetes animals.

Figure 1 shows the histology of normal pancreas.
Histologically, pancreatic necrosis in untreated diabetic rats
with obliteration of 3-cells was noted (Figure 2). AEP and MEP
(500 mg/kg/ day) treatment to such alloxan diabetic rats
showed recovery of the B-cells from necrosis (Figure 3 and
Figure 4, respectively).

DISCUSSION

Oral administration of aqueous and methanol extracts of P,
kurrooa for 15 days to alloxan diabetic rats reduced the
elevated blood glucose and glycosylated haemoglobin
(HbA ) levels. Normally, HoA, . reflects blood glucose status
over the previous 2 to 3 months time. The interesting
observation in the present study that HbA, level returned to
normal level in 15 days could be due to the presence of lectin
like compounds in P. kurrooa (22) which known that lectin like
compounds which are reported to bring down glycosylated
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haemoglobin (13). This along with normal glucose level might
be the reason. The increase of lipid peroxidation (MDA level)
and level of nitric oxide, superoxide and peroxynitrite radicals
seen in the untreated diabetic animals (Table 2) is in conformity
with the earlier report that in diabetes the balance between
peroxidation products (H,O, also) and antioxidant of the body
is disturbed (1). The oral treatment of AEP and MEP to alloxan-
induced diabetic rats showed suppressed free radicals level.
This result indicates that AEP and MEP acts as antioxidant or
free radical scavenger. It is known that the enzymes of the
antioxidant system namely glutathione peroxidase, glutathione-
S-transferase, glutathione reductase, superoxide dismutase
and catalase and the non-enzymatic antioxidants like vitamin
C, reduced glutathione and selenium have a prominent role
in detoxifying H,O, and other lipid peroxides generated during
the metabolic processes of the body (1). In the present study,
there was a decrease of all the antioxidant enzymes mentioned

above (Table 3) in the untreated diabetic animals. Treatment
with AEP and MEP reverse this change and restored the level
of all these enzymes to near normal level. This helps in
maintaining the antioxidant potential of the pancreatic -cell
in order to insure both its survival and insulin secretion. This
view supported by the histological study of the animals. The
architecture of alloxan diabetic pancreas showed considerable
reduction in the islet size along with degenerative changes
and necrosis in some loci. After the treatment with the aqueous
and methanol extract of P, kurrooa rhizomes, diabetic pancreas
showed considerable improvement in B-cell density. The
number of insulin granules and B-cells population was
significantly high in the treated groups of rats. The islet size
was also larger. This may be an indication of the regeneration
and rejuvenation of B-cells leading to increase in insulin
production and secretion (Table 1) seen after treatment with
AEP and MEP. Rhizomes of P, kurrooa contain large quantities

Figure 1: Histology of normal rat pancreas showing islet of Langerhans along with densely populated p-cells (1000x).
Figure 2: Histology of islet of pancreas of alloxan diabetic rat showing degenerative changes along with necrosis in some loci (1000x).
Figure 3: Histology of regenerated pancreatic islets of Langerhans from AEP treated diabetic rat showing densely populated and normal

pancreatic p-cells (1000x).

Figure 4: Histology of the pancreas of diabetic rat treated with MEP showing recovery of B-cells (1000x).
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of a substance called picrorhizin (5). Further studies are
necessary to find out whether picrorhizin and/or lectin like
compounds and some other compounds present in AEP and
MEP are either individually or collectively responsible for the
antidiabetic activity. It can be concluded from our results that
the aqueous and methanol extract of P. kurrooa rhizomes have
the antidiabetic and antioxidant activities in alloxan diabetic
rats. These findings may help its use in the treatment of
diabetes.

REFERENCES

1.

10.

11.

242

Ceriello A. Oxidative stress and glycemic regulation.
Metabolism 2000; 49: 27-9.

Chandra A, Singh RK, Tewari L. Antioxidative potential of
herbal hypoglycemic agents in diabetes — an overview.
SFRR-India Bulletin 2004; 3: 24-6.

Chatterjee TK, editor. Herbal Options-Medicinal plants with
antidiabetic properties, 3ed. India: Book and Allied (P) Ltd.
Calcutta, 2000: 7-72.

Shukla R, Sharma SB, Puri D, Prabhu KM, Murthy PS.
Medicinal plants for treatment of diabetes mellitus. Ind J Clin
Biochem 2000; 15 (Suppl.): 169-77.

Nadakarni KM, editor. The Indian Material Medica, vol. I,
3ed. India: Popular Book Depot, Dhoot Papeshwar, Bombay;,
1954: 953-55.

Sochor M, Baquer NZ, McLean P. Induction of diabetes using
single dose of alloxan monohydrate. Molecular Physiol1985;
7: 51-5.

Cooper GR, McDaniell V, editors. Standard methods of
clinical chemistry, edited by R. P. McDonald. New York:
Academic Press, 1970: 159-64.

Drabkin DL, Austin JM. Spectrophotometric constants for
common haemoglobin derivatives in human, dog and rabbit
blood. J Biol Chem 1931; 98: 719-33.

Nayak SS, Pattabiraman TN. A new colorimetric method for
the estimation of glycosylated hemoglobin. Clin Chem Acta
1981; 109: 267-74.

Yalow RS, Berson SA. Immunoassay of plasma insulin in
man. Diabetes 1974; 10: 339-43.

Beutler E, Duran O, Kelley BM. Improved method for the
determination of blood glutathione. J Lab Clin Med 1963;
61: 882-88.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Dubler RE, Anderson BM. Simultaneous inactivation of the
catalytic activities of yeast glutathione reductase by N-alkyl
meleinindes. Biochemica Biophysica Acta 1981; 659: 70-8.

Habig WH, Pabst MJ, Jocoby WB. The first enzyme step in
mercaptouric acid formation. J Biol Chem 1974; 249:
7130-39.

Necheles TF, Boles TA, Allen DM. Glutathione peroxidase
assay method. J Pedia 1968; 72: 319-23.

Bergmeyer HV, Gawehn K, Grassik M, editors. Method of
enzymatic analysis. In: Bergmeyer HV, Chemie V, Weinhein
S (Eds.). New York: Academic Press, 1994: 348pp.

Misra HP, Fridovich I. The role of superoxide anion in the
autooxidation of epinephrine and a simple assay for
superoxide dismutase. J Biol Chem1972; 247: 3170-85.

Ohkawa H, Onishi N, Yagi K. Assay of lipid peroxidation in
animal tissue by thiobarbituric acid reaction. Analytical
Biochem 1979; 95: 351-54.

Green LC, Wagner DA, Glogowski J, Skipper PL, Wishnok
JS, Tannenbaum SR. Analysis of nitrate, nitrite, and [15N]
nitrate in biological fluids. Analytical Biochem 1982; 126(1):
131-38.

Johnston RB Jr, Keele BB Jr, Misra HP, Lehmeyer JE, Webb
LS, Baehner RL, Rajagopalan KV. The role of superoxide
anion generation in phagocytic bactericidal activity. Studies
with normal and chronic granulomatous disease leukocytes.
J Clin Invest 1975; 55(6): 1357-72.

Beckman JS, Ischiropoulos H, Zhu L, van der Woerd M,
Smith C, Chen J, et al. Kinetics of superoxide dismutase-
and iron-catalyzed nitration of phenolics by peroxynitrite. Arch
Biochem Biophys 1992; 298(2): 438-45.

Lowry OH, Rosebrough NJ, Farr AL, Randall RJ. Protein
measurement with folin-phenol reagent. J Biol Chem 1951;
193: 256-61.

Chauhan S. Pre-clinical trials of certain herbal medicines in
the therapy of type-Il diabetes mellitus. India: Ph.D. Thesis,
Nagpur University, 2002: 105pp.

Nagda KK, Deshmukh B. Hemagglutination pattern of
galactose specific lectin from Pedilanthus tithymaloides in
diabetes mellitus. Ind J Exp Biol 1998; 36: 426-28.





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 215
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.04651
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 215
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.04651
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


