Chemistry and HPLC Analysis of Phenylurea Pesticides

Reliable Results with Restek Reference Mixes and HPLC Columns
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Phenylurea herbicides are a class of highly effective chemicals for agricultural weed control but when
present in drinking water they are potential endocrine disrupters. GC analysis is not suitable for these
herbicides because they are thermally unstable. Standard methods for determination of phenylurea
herbicides in water samples involve solid phase extraction and high performance liquid chromatography
(HPLC) using US EPA Method 532.

Phenylurea herbicides are light- and heat-sensitive and can degrade to their metabolites under these
influences. The photochemical behavior of phenylurea herbicides in aqueous solution is dependent on
the type and position of the substitution groups. Most of these herbicides have a methyl, halogen, or
methoxy group as the substituent. When there is a methyl group substituent on the urea moiety,
demethylation may occur. Methyl-containing diuron and fluometuron, for example, easily degrade to their
metabolites. This paper discuses the stability of a phenylurea herbicides reference mix and the measures
necessary for its storage. In addition, the solubility of a calibration solution and a surrogate standard for
phenylurea herbicides was studied and the appropriate solvents were determined.

Method 532 requires two HPLC columns, a C18 column and a confirmation column. The C18 phase
column used in this work is a high carbon load packing that offers higher retention. Several other phases
were examined as possible secondary columns. The features and benefits of the columns are discussed
and recommendations are offered for good resolution and fast analyses of phenylurea pesticides. A
confirmation column with an alternate stationary phase and different elution order, relative to the C18
column, was selected.
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Background

Phenylurea pesticides are used to control a wide range of broadleaf weeds, grasses, and mosses, for
both selective and total weed control. While drinking water usually is free of pesticides and herbicides
after treatment, when violations are reported they are mainly due to phenylurea, triazine, or phenoxyacid
pesticides. Phenylurea pesticides in ground or drinking water are potential endocrine disrupters.

The US Environmental Protection Agency developed Method 532 for determining phenylurea compounds
in drinking water. Solid-phase extraction (SPE) cartridges containing a bonded C18 organic phase are
used to extract the pesticides from the sample, the analytes are eluted from the cartridges with methanol,
and the concentrated extracts are analyzed by HPLC with ultraviolet detection. Phenylurea pesticides are
not suitable for gas chromatography because they are thermally unstable.
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Peak List:

. tebuthiuron
thidiazuron
monuron
fluometuron
diuron
propanil
siduron
linuron
carbazole
diflubenzuron
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Figure 1. Phenylurea pesticides resolved in less
than 20 minutes on an Ultra C18 column.

Conc. (ug/mL or ppm)

Materials and Methods

Restek chemists have formulated a calibration solution and surrogate standard for determining target
phenylurea pesticides in the latest version of EPA Method 532. The calibration mix contains 200ug/mL of
each pesticide in acetonitrile, the organic mobile phase in the HPLC assay. Because diflubenzuron has
limited solubility in acetonitrile, and thidiazuron is especially difficult to dissolve, we include a small
amount of acetone in the formulation, to enhance solubility of these two compounds. The early-eluting
acetone does not interfere with any of the analytes. Our surrogate standard contains monuron and
carbazole at 500pg/mL each in 50:50 methanol/acetonitrile (monuron is soluble in methanol, carbazole is
soluble in acetonitrile).

Results and Conclusions

Method 532 requires two HPLC columns: a C18 column plus a confirmation column with a dissimilar
stationary phase. Figure 1 shows an analysis of the phenylurea pesticides and surrogates on Restek’s
Ultra C18 column. The high carbon load of this column ensures excellent retention and selectivity. The
phenylurea mix and the surrogates also are separated well, with one peak reversal on an Ultra Cyano
cyanopropy! stationary phase — our recommendation for the confirmation column (Figure 2).
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Figure 1 Conditions

Column: Ultra C18, 150 x 4.6mm; Particle/Pore Size: 5um/100A
Sample: 20puL; Conc.: see Figure 1; Diluent: acetonitrile

Flow: 1.5mL/min.; Temp.: ambient; Det.: UV @ 245nm

Figure 2. Monuron and thidiazuron reversed on an
Ultra Cyano confirmation column.

Poak List: Gone. (pg/mL or ppm)
1. tebuthiuron
2. thidiazuron
3. monuron
4. fluometuron
5. diuron
6. propanil
7. siduron
8. linuron
9. carbazole

10. diflubenzuron
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Figure 2 Conditions

Conditions: Conditions:

Mobile Phase: A: 25mM phosphate buffer, pH 2.5 Mobile Phase:
B: acetonitrile
Time (min.) %B
0 40 0
8 40 8
14 55 14
18 55 21
19 40 211

Column: Ultra Cyano, 250 x 4.6mm:; Particle/Pore Size: 5um/100A
Sample: 20pL; Conc.: see Figure 1; Diluent: acetonitrile

A: 25mM phosphate buffer, pH 2.5

B: acetonitrile
Time (min.)

Flow: 1.5mL/min.; Temp.: ambient; Det.: UV @ 245nm

LC_0320

%B
30
30
50
50
30

Poster prepared at www.SciFor.com




<<
  /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
  /SyntheticBoldness 1.00
  /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 <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


