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Figure S1. Integrated peak volumes of 11 metabolite standards in 6 mixtures from the 2D 
1H-15N HSQC NMR spectra after 15N-ethanolamine tagging plotted against their original 
concentrations. The integrated signal volume of 1 mM tagged acetic acid (internal 
standard) was used as the unit for the vertical axis. The original concentrations of 
metabolite standards in the six samples were determined by 1D 1H NMR before 
conducting the 15N-ethanolamine tagging reactions. Best-fit lines were generated by 
linear least square regression. The 15N-ethanolamine reagent contained ~1% formic acid, 
and thus background subtraction was done on the integrated signals of tagged formic acid 
in all samples. All 12 compounds (including acetic acid) were quantitatively converted 
into 15N-amides. All the metabolite signals exhibited good linearities with coefficients of 
regression (R2) greater than 0.99. The molar integrated signals (slopes of best-fit lines) 
for metabolites with two identical carboxyl groups were observed to be twice as large as 
for those with one carboxyl group because those metabolite molecules were 
double-tagged. 

(a): Maleic Acid 
 (b): Fumaric Acid 
 (c): Succinic Acid 
(d): Methylmalonic Acid 

 (e): Adipic Acid 
 (f): 3-Hydroxybutyric Acid 
 (g): Propionic Acid 
 (h): Formic Acid 
 (i): 4-Hydroxybenzoic Acid
 (j): Benzoic Acid 
 (k): Phenylacetic Acid 
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Figure S2. 1D 1H NMR spectrum of a human urine sample measured prior to 
15N-ethanolamine tagging. As labeled, signals from only 13 carboxyl-containing 
metabolites are identifiable in the spectrum. Most of the signals are not quantifiable due 
to overlap. The labels correspond to the metabolite label numbers shown in Table 1 of the 
main text.  



 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure S3. DQF-COSY spectrum of the human urine sample used for 15N-ethanolamine 
tagging and 2D NMR detection. The spectrum was acquired on a Bruker DRX-500 
spectrometer at 298 K This 2D homonuclear experiment does not significantly reduce the 
signal overlap and spectral complexity in the 1H dimension and thus it is difficult to 
detect significantly more metabolites than in the 1D spectrum.  
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Figure S4. 1D 1H NMR spectrum of a human serum sample measured prior 
to15N-ethanolamine tagging. As labeled, signals from only 15 carboxyl-containing 
metabolites are identifiable from the spectrum. Most of the signals are not quantifiable 
due to overlap. The labels correspond to the metabolite numbers shown in Table 1.  

 
 
 



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure S5. 2D HSQC NMR spectra of human serum obtained after tagging with 
15N-ethanolamine performed in triplicate reactions. One-to-one matching of the 
metabolite peaks is observed in the spectra. Each spectrum was acquired on a Bruker 
DRX-500 spectrometer at 298 K within 30 min. 
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Figure S6. The concentrations of 9 representative carboxyl-containing metabolites in the 
triplicate reaction and analysis of a split serum sample measured from their 2D signal 
integration volumes. Metabolites from the same split sample are represented by the same 
color.  
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Table S1. Signals of carboxyl-containing metabolites that can be identified from the 1D 
1H NMR spectrum of the human urine sample used in this report before 15N tagging. 
Abbreviations: s: singlet; d: doublet; q: quartet; O: the signal overlap other signals; I: the 
signal is identifiable; Q: the signal is quantifiable.  
 

Label Metabolite 1H (ppm) Multiplicity Shape 
1 Acetic Acid 1.94 s O, I 
4 L-Alanine 1.49 d I, Q 

12 Betaine 3.24 s O, I 
15 Citric Acid 2.58 d I, Q 

  2.71 d O, I 
18 Formic Acid 8.47 s I, Q 
23 Glycine 3.54 s O, I 
26 Hippuric Acid 7.56 t I, Q 

  7.64 t I, Q 
  7.84 d I, Q 

27 L-Histidine 3.18 ABX O, I 
  7.13 s I, Q 
  7.95 s O, I 

28 4-Hydroxybenzoic Acid 6.99 d I, Q 
  7.78 d O, I 

36 L-Lactic Acid 1.34 d O, I 
  4.12 q O, I 

57 Succinic Acid 2.37 s O, I 
61 L-Tyrosine 6.68 d I, Q 

  7.18 d O, I 
62 L-Valine 1.08 d O, I 

  1.13 d I, Q 

 



Table S2. Signals of carboxyl-containing metabolites that can be identified from the 1D 
1H NMR spectrum of the human serum sample used in this report before 15N tagging. 
Abbreviations: s: singlet; d: doublet; q: quartet; O: the signal overlap other signals; I: the 
signal is identifiable; Q: the signal is quantifiable.  

Label Metabolite 　1H (ppm) Multiplicity Shape 
1 Acetic Acid 1.94 s I, Q 
4 Alanine 1.48 d I, Q 

18 Formic Acid 8.47 s I, Q 
27 L-Histidine 7.02 s I, Q 

  7.73 s O, I 
34 Isoleucine 1.00 d O, I 
36 L-Lactic Acid 1.34 d O, I 

  4.12 q I, Q 
38 L-Lysine 1.71 m I, Q 

  1.84 m I, Q 
  3.03 t O, I 

43 L-Methionine 2.14 m I, Q 

49 L-Phenylalanine 7.32 d O, I 

  7.36 m O, I 
  7.42 m I, Q 

54 Pyruvic Acid 2.47 s O, I 
57 Succinic Acid 2.41 s O, I 
59 L-Threonine 3.55 d O, I 

  4.18 m O, I 
60 Tryptophan 7.21 dt O, I 

  7.28 dt O, I 
  7.54 d I, Q 
  7.74 d O, I 

61 L-Tyrosine 6.68 d I, Q 
  7.18 d I, Q 

62 L-Valine 1.08 d O, I 

  1.13 d I, Q  



Supplementary Notes 

15N Tagging Efficiencies 
Most normal carboxyl-containing compounds (having no strong electron-donating or 
withdrawing functional groups at α-carbons) are converted quantitatively into 15N-amides 
or with yields greater than 95% using an excess amount of 15N-ethanolamine. It was 
observed that metabolites with special substitution groups on the α-carbon of the carboxyl 
showed reduced tagging efficiencies. The tagging efficiencies for α-amino acids were 
~30%. Lactic acid which has an α-hydroxyl group showed two signals at (8.40 ppm, 
113.69 ppm) and (8.12 ppm, 112.96 ppm) with 21% and 13% tagging efficiencies 
respectively. Oxalic acid has two conjugated carboxyl groups and showed two signals at 
(8.40 ppm, 116.22 ppm) and (8.73 ppm, 113.89 ppm) with 80% and 20% tagging 
efficiencies, respectively. The tagging of citric acid showed three signals at (8.02 ppm, 
122.59 ppm), (8.16 ppm, 121.70 ppm) and (8.17 ppm, 113.75 ppm) with tagging 
efficiencies of 95%, 67%, and 45%. Assignment of these three signals is still underway.  
 
 
Supplementary Methods 
Serum Deproteination 

Serum samples were mixed with methanol in a 1:2 (v / v) ratio, vortexed and then 
incubated at -20 °C for 20 min. The precipitated proteins were removed after 
centrifugation at 13,200 g for 10 min. The supernatant was dried in vacuum and 
re-dispersed in water. 
 
Evaluation of Detection Linearity  

An evaluation of the linearity of the isotope tagging coupled HSQC detection was 
made by analyzing 12 standard metabolites including 7 compounds each containing one 
carboxyl group (acetic, formic, 3-hydroxybutyric, phenylacetic, benzoic, 
4-hydroxybenzoic and propionic acids) and 5 compounds each containing two identical 
carboxyl groups (fumaric, adipic, maleic, succinic, and methylmalonic acids) in a 
calibration series of 6 mixtures. The integration volumes of the 2D peaks from 11 
metabolites were measured relative to the internal standard (acetic acid with a fixed 
concentration in all 6 mixtures) and plotted against the corresponding concentrations 
measured by 1D 1H NMR before tagging.  

Stock solutions of a mixture of 11 metabolite standards (~5 mM each), 4 mM acetic 
acid (used as the reference) and 1:9 (v / v) 15N-ethanolamine-H2O were first prepared. Six 
calibration samples were then prepared from the stock solutions of the acid mixture and 
acetic acid, keeping the acetic acid concentration fixed at 2 mM. The other 11 acids were 
diluted by 0 X, 2 X, 2.5 X, 3.3 X, 5 X and 10 X in concentration. The samples were then 
reacted with 30 μL 15N-ethanolamine solution and 21 mg DMT-MM. The concentrations 



of the metabolite standards in the calibration samples were determined using integrated 
signals from their 1D 1H NMR spectra and then comparing with those obtained after 15N 
tagging.  

 



<<
  /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
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments 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
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 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
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


