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Abstract: The conditions for identification were determined for four histamine antagonists: clemastine
fumarate, loratadine, cetirizine dihydrochloride and desloratadine by TLC (thin-layer chromatography) method.
The selected chromatographic conditions were used to develop a densitometric method for the content deter-
mination of the histamine antagonists in medicinal products and substances. The statistical data showed ade-

quate accuracy and precision of the developed methods.
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The allergies are one of the four most common
issues for public health along with tumors, cardio-
vascular diseases and AIDS. Each decade, a dramat-
ic rise in allergies is observed in most countries.

A histamine antagonist is a pharmaceutical
drug that inhibits allergy symptoms by blocking his-
tamine receptors H,.

Histamine antagonists competitively and
reversibly bind H, receptors, inhibiting histamine as
a mediator of inflammatory and immunological
reactions. Histamine antagonists inhibit histamine
reaction of virtually every smooth muscle.

In respect of their medical effect, two genera-
tions of this group with different pharmacokinetics
and selectivity are available: standard first genera-
tion drugs and new second generation drugs (1, 2).

Cetirizine, loratadine, desloratadine and
clemastine are histamine antagonists medicines rou-
tinely used in allergy treatment (Fig. 1). Therefore,
these medicines are chosen for this study.

Clemastine (as clemastine fumarate) is the
most commonly used histamine antagonist for sud-
den allergic reactions (1, 2).

Loratadine may be used to prevent allergic
reaction of the respiratory tract and of the skin. Its
active metabolite — desloratadine prolongs effect of
the drug (2).
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Cetirizine (as cetirizine dihydrochloride) is an
active hydroxyzine metabolite. It is used in a symp-
tomatic treatment of allergic reactions, i.e., hay
fever, chronic rhinitis, urticaria, itch, and conjunc-
tivitis (1, 2).

Desloratadine is an active loratadine metabo-
lite. Desloratadine eliminates symptoms of hay
fever, reduces asthma symptoms, and also has an
antipruritic effect (2).

From the literature on the subject it can be con-
cluded that in the last five years, clemastine
fumarate was determined in tablets using spec-
trophotometric method (3) and in plasma using
HPLC method with a mass spectrometry detector (4,
5).

Loratadine was determined in one-component
tablets using HPLC method with UV detection (6)
or in binary pharmaceutical forms with pseu-
doephedrine using spectrophotometric method (6,
7). HPLC method with a mass spectrometry detector
(8, 9) was used for determining loratadine in plasma.
Liquid chromatography LC (10-13) with C8
(10-12) or C18 (13) columns, UV detector (11, 13),
mass spectrometry detector (12) or PDA detector
(10) was used for determining cetirizine dihy-
drochloride. Also a capillary electrophoresis method
(14) was used. Cetirizine dihydrochloride was deter-
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Clemastine fumarate (C,sH;,CINOs, M.w. 459.97)

R-(R*,R*)-2-{2-[1-(4-Clorophenyl)-1-

phenylethoxy]ethyl}-1-methylpyrrolidine fumarate

Loratadine (C,,H,;CIN,O;, M.w. 382.88
4-(8-Chloro-5,6-dihydro-11H-

benzo[5,6]cycloheptal1,2-b]pyridin-11-ylidene)-

piperidinecarboxylic acid ethyl ester

Figure 1. Compounds investigated

mined in combined tablets formulation (with pseu-
doephedrine) (10, 13) and in plasma as a single com-
ponent (11) or simultaneously with pseu-
doephedrine (12).

HPLC or UPLC was the only method for deter-
mining desloratadine in a biological material (8, 15)
and in medicinal products (6, 16, 17). Mass spec-
trometry detector (8, 15), spectrophotometric detec-
tor (6, 16) and PDA detector (17) were used. C18 (6,
8, 15, 16) columns and Aquity BEH C18 column for
UPLC (17) were used. Desloratadine was deter-
mined simultaneously with loratadine in pharma-
ceutical preparation (6) or as an active metabolite in
plasma (8).

Due to a high incidence rate of allergic reac-
tions, histamine antagonists are a widely used group
of compounds. Cost effective and easy methods for
the determination are required as an alternative to
liquid chromatography.

The purpose of the study was to develop a sen-
sitive, simple and cost-effective TLC method for
identification and determination of discussed com-
pounds: clemastine fumarate, loratadine, cetirizine
hydrochloride and desloratadine.
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Cetirizine (C,,;H,sCIN,O;, M.w. 388.89
[2-[4-[(4-Chlorophenyl)-phenylmethyl]-
1- piperazinyl] ethoxy] acetic acid

H
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N

Desloratidine (C,,H,,CIN,, M.w. 310.82
8-Chloro-6,11-dihydro-11-(4-piperidinylidene-
5H-benzo[5,6]cyclohepta[1,2-b]pyridine

EXPERIMENTAL

Materials for analysis and instrumentation

Clemastine fumarate Ref. St. - Ph. Eur., active
substance - Polfa Warszawa, Clemastinum 1 mg
tablets - Polfa Warszawa.

Loratadine Ref. St. - Ph. Eur, active substance
- Biotecpharma, Rotadin 10 mg tablets - Anpharm.

Cetirizine dihydrochloride Ref. St. - Ph. Eur,
active substance - Egis Pharmaceutical, Cet Alergin
10 mg tablets - ICN Polfa Rezszéw

Desloratadine Ref. St. - Schering Plough Ltd,,
active substance - Schering Plough Ltd, Aerius 5 mg
tablets - Schering Plough Ltd.

Analytically pure and high purity reagents for
HPLC by Lab Scan, Merck HPTLC Silica gel 60
F,s, and Merck HPTLC LiChrospher Silica gel 60
RP-18 WF,,,s chromatographic glass plates, Hanau
UV lamp, Camag automatic applicator, Shimadzu
CS 9000 densitometer, Dionex Ultimate 3000 liq-
uid chromatograph or Shimadzu liquid chromato-
graph with SPD-10 AVVP spectrophotometric
detector, SCL-10 AVP autosampler and LC-10 AT
VP pump.
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Qualitative analysis

Standard solutions: clemastine fumarate and
loratadine in trichloromethane — methanol (1:1) as
well as cetirizine dihydrochloride and desloratadine
in methanol of the following concentrations: 1, 0.1
and 0.01 mg/mL.

Quantities of 30, 20, 10, 5, 2.5, 2, 1.5, 1, 0.5,
0.25,0.2,0.1, 0.05 and 0.025 ug of active substances
were put as spots onto Merck HPTLC silica gel 60
F,s, or Merck HPTLC LiChrospher silica gel 60 RP-
18 WF,q,s chromatographic plates (2 cm from the
edge and 2 cm from the bottom) and developed in
selected mobile phases up to 1 cm from the top edge.
The following seven chromatographic systems were
used:

1) Merck HPTLC silica gel 60 F,s, chromatograph-
ic plates and mobile phase: trichloromethane —
methanol — 25% ammonia (90:10:1, v/v/v) with
chamber saturation;

2) Merck HPTLC silica gel 60 F,s, chromatograph-
ic plates and mobile phase: diethyl ether —
diethylamine (40:1, v/v);

3) Merck HPTLC silica gel 60 F,s, chromatograph-
ic plates and mobile phase: methanol — ammonia
25% (100:1.5, v/v);

4) Merck HPTLC LiChrospher Silica gel 60 RP-18
WF,,,s chromatographic plates and mobile
phase: acetonitrile — methanol — acetate buffer at
pH 5.5 (3:2:5, v/v/v);

5) Merck HPTLC silica gel 60 F,s, chromatograph-
ic plates and mobile phase: toluene — ethyl
acetate — 100% acetic acid (16:4:1, v/v/v);

6) Merck HPTLC silica gel 60 F,s, chromatograph-
ic plates and mobile phase: n-hexane — acetone —
25% ammonia (85:14:1, v/v/v),

7) Merck HPTLC silica gel 60 F,5, chromatograph-
ic plates and mobile phase: acetonitrile — water —
ammonia 25% (90:10:1, v/v/v).

The plates were air dried and the spot positions
were determined in 254 nm UV light and developed
in iodine vapors. Rf values were determined. Limits
of detection (LOD) were established for all analyzed
compounds by visual methods.

The results have been presented in Table 1.

Densitometric quantitative analysis

The following systems were used for determi-
nation of analyzed compounds: system II for
clemastine fumarate and loratadine: Merck HPTLC
silica gel 60 F,5, chromatographic plates and mobile
phase: diethylether — diethylamine (40:1,v/v), sys-
tem IV for cetirizine dihydrochloride: Merck
HPTLC LiChrospher silica gel 60 RP-18 WF,q,s
chromatographic plates and mobile phase: acetoni-

Table 1. Rf values and limits of detection for the tested compounds (gray fields refer to the mobile phase selected for the quantitative determination of a given compound).
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Figure 2. UV spectrum of clemastine measured directly from the TLC plate
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Figure 3. UV spectrum of loratadine measured directly from the TLC plate
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Figure 4. UV spectrum of cetirizine measured directly from the TLC plate
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Figure 5. UV spectrum of desloratadine measured directly from the TLC plate

trile — methanol — acetate buffer at pH 5.5 (3:2:5,
v/v/v) and system I for desloratadine: Merck
HPTLC silica gel 60 F,;, chromatographic plates
and mobile phase: trichloromethane — methanol —
25% ammonia (90:10:1, v/v/v) with chamber satura-
tion.

Densitometric analyses were conducted using
Shimadzu CS 9000 densitometer. Chromatographic
plates were placed inside the chamber. Slit dimen-
sions were 0.4 x 0.4 mm. Measurements were made
by zigzag scanning with the following width of
deflection: 12 mm for clemastine fumarate and
desloratadine, 14 mm for loratadine, 16 mm for cet-
irizine dihydrochloride.

Maximum wavelengths were determined for
all analyzed compounds: 215 nm for clemastine
fumarate (Fig. 2), 260 nm for loratadine (Fig. 3),
220 nm for cetirizine dihydrochloride (Fig. 4) and
268 nm for desloratadine (Fig. 5).

Determination of regression curves

Solutions of standards, substances and medici-
nal products with following concentrations were
prepared: 0.25, 0.5, 1, 2 and 3 mg/mL for clemastine
fumarate and Clemastinum tablets 1 mg in
trichloromethane — methanol (1:1, v/v); 0.1, 0.25,
0.5, 1 and 2 mg/mL for loratadine and Rotadin
tablets 10 mg in trichloromethane — methanol (1:1,
v/v), 0.5, 1,2,2.5, 3, 4 and 5 mg/mL for cetirizine
dihydrochloride and Cet Alergin tablets 10 mg in
methanol,; 0.1, 0.2, 0.3, 0.5, 0.7 and 1 mg/mL for
desloratadine and Aerius tablets 10 mg in methanol.
All samples were shaken for 14 min in an ultrasonic
bath and for 30 min in a mechanical shaker and

strained through 0.45 um filters. Portions of 10 uL
of prepared solutions were transferred onto chro-
matographic plates (2 cm from the edge and 2 cm
from the bottom). After the development (up to 1 cm
from the top plate edge), the plates were air dried
and examined in 254 nm UV light and densitomet-
ric measurements were made at selected wave-
lengths determined prior to analysis.

The regression curves were determined for
analyzed compounds, showing the linearity in the
following range: 2.5-30 pg for clemastine fumarate,
1-20 pg for loratadine, 5-50 pg for cetirizine dihy-
drochloride and 1-10 pg for desloratadine.

Correlation coefficients R*> were as follows:
0.9853 for clemastine fumarate, 0.9899 for lorata-
dine, 0.9981 for cetirizine dihydrochloride and
0.998 for desloratadine. Equations of curves for spe-
cific compounds were as follows: y = 12763x +
54593 for clemastine fumarate, y = 21635x + 43580
for loratadine, y = 8229x + 17137 for cetirizine
dihydrochloride and y = 15106x + 17307 for deslo-
ratadine.

Limits of quantification (LOQ) were deter-
mined on the basis of signal-to-noise (S/N) ratio (at
an S/N of 10:1) and were as follows: 2.5 ug for
clemastine fumarate, 5 pg for cetirizine dihydrochlo-
ride, 1 pg for loratadine and desloratadine. The sta-
tistical data obtained for developed densitometric
methods and comparative methods are similar.

Quantitative analysis
Preparation of solutions

The following concentrations of analyzed sub-
stances, standard substances and medicines were
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Figure 6. Densitogram of clemastine at 215 nm
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Figure 8. Densitogram of loratadine at 260 nm

prepared: 1 mg/mL for clemastine fumarate and 1
mg/mL for loratadine in trichloromethane -
methanol (1:1, v/v), 2 mg/mL for cetirizine dihy-
drochloride and 0.5 mg/mL for desloratadine in
methanol.

The samples were shaken for 14 min in an
ultrasonic bath and for 30 min in a mechanical shak-
er. The solutions were strained through 0.45 um fil-
ters.

Determination of the content

Several different mobile phases and different
types of chromatographic plates were tested. The
Merck HPTLC silica gel 60 F,5, or Merck HPTLC
LiChrospher silica gel 60 RP-18 WF,s,s chromato-
graphic plates by Merck were chosen as stationary
phases.

Of the seven chromatographic system tested,
based of the results, system 2, 3 and 7 are the most

[Au] @
1.000

0.800

Figure 7. Densitogram of desloratadine at 268 nm
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1.000

0.800

A1\

Figure 9. Densitogram of cetirizine at 220 nm

suitable for determination of clemastine fumarate.
System 1 can be used to analyze clemastine’s puri-
ty. System 2 is the most suitable for loratadine deter-
mination; system 3 and 5 are recommended to ana-
lyze loratadine’s purity. System 4 and later system 3
and 7 are the most suitable for determination of cet-
irizine dihydrochloride. Systems 1, 2, 5 and 6 may
be used to analyze cetirizine’s purity. System 1, 3 or
4 may be used for determination of desloratadine,
and system 2, 5 and 7 may be used to analyze puri-
ty of this component.

Rf values and broadening of chromatographic
spots were taken into consideration when selecting
system for quantitative analysis of specific compo-
nents.

Finally, the following systems were used for
quantitative analysis: system 2 for clemastine
fumarate and loratadine (Rf = ca. 0.5 for both com-
pounds), system 4 for cetirizine dihydrochloride (Rf
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=0.81) and system 1 for desloratadine (Rf = 0.26).
Automatic application was used to ensure the high-
est precision of the densitometric method.

Conformity of spectra for analyzed substances,
drugs and standard substances was demonstrated
and linearity for all analyzed compounds was
observed.

Cetirizine dihydrochloride, clemastine fumarte
and desloratadine: a 10 pL portions of standard solu-
tions and prepared solutions were applied on Merck
HPTLC LiChrospher silica gel 60 RP-18 WF,q,s
chromatographic plates.

Loratadine: a 5 uL portion of standard solu-
tions and prepared solutions were transferred on
Merck HPTLC silica gel 60 F,5, chromatographic
plates.

After the development (up to 1 cm from the top
plate edge), the plates were air dried and densito-
metric measurements at the selected wavelengths
were made (Fig. 6-9).

Simultaneously, determination of tested com-
pounds in medicinal products and substances using
reference methods was conducted. HPLC method
specified in the USP was applied for determining
clemastine fumarate, loratadine and cetirizine dihy-
drochloride. A method described by El-Sherbing et
al. was applied for determining desloratadine (6).

The results and statistical assessment are pre-
sented in Tables 2 and 3.

CONCLUSIONS

A comparison of the results of quantitative
determination of the four histamine antagonists
showed that the differences in the results of the
HPLC and TLC methods are statistically insignifi-
cant.

The developed densitometric methods are sim-
ple, fast and cost-effective, and may have wide
applications in the analysis of discussed compounds.

REFERENCES

1. Zejc A., Gorczyca M.: Drug Chemistry (in
Polish). p. 398, PZWL, Warszawa 2004.

2. Kostowski W, Herman Z.S.: Pharmacology (in
Polish). p. 194, PZWL Warszawa 2010.

3. Hassan W.S., EI-Henawee M.M., Gouda A.A.:
Spectrochim. Acta 69, 245 (2008).

4. Horvath V., Tolokan A., Egresi A., Pap T.,
Horvai G., Balogh-Nemes K., Klebovich IL.: J.
Chromatogr. B 816, 153 (2005).

5. XieZ., Liao Q.,Li Z., Zhu Ch., Zeng Y., Liu S.:
J. Pharm. Biomed. Anal. 44, 924 (2007).

6. El-Sherbiny D.T., El-Enany N., Belal F.F.,
Hansen S.H.: J. Pharm. Biomed. Anal. 43, 1236
(2007).

7. Culzoni M.J., Goicoechea H.C.: Anal. Bioanal.
Chem. 389, 2217 (2007).

8. Vlase L., Imre S., Muntean D., Leucuta S.E.: J.
Pharm. Biomed. Anal. 44, 652 (2007).

9. Sun J., Wang G., Wang W., Zhao S., Gu Y.,
Zhang J., Huang M. et al.: J. Pharm. Biomed.
Anal. 39, 217 (2005).

10. Karakus S., Kiiciikgiizel I., Kiigiikgiizel $.G.: J.
Pharm. Biomed. Anal. 46, 295 (2008)

11. Kim Ch.K., Yeon K.J., Ban E., Hyun M.J., Kim
JK., Kim M.K., Jin S.E., Park J.S.: J. Pharm.
Biomed. Anal. 37, 603 (2005).

12. Ming, M., Fang F., Yulan S., Shuangjin C., Han
L.: J. Chromatogr. B 846, 105 (2007).

13. Hadad G.M., Emara S., Mahmoud W.M.M.:
Talanta 79, 1360 (2009).

14. Azhaguvel S., Sekar R.: J. Pharm. Biomed.
Anal. 43, 873 (2007).

15. Xu H.R., Li X.N., Chen W.L., Chu N.N.: J.
Pharm. Biomed. Anal. 45, 659 (2007).

16. Qi M., Wang P., Geng Y.: J. Pharm. Biomed.
Anal. 38, 355 (2005).

17. Rao D.D., Satyanarayana N.V., Reddy A.M.,
Sait S.S., Chakole D., Mukkanti K.: J. Pharm.
Biomed. Anal. 51, 736 (2010).

Received: 23. 08. 2011




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>







    /HEB (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


