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A Preliminary Study of !>C-Phenylalanine and *C-Dipeptide Breath

Tests in Horses
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This study aimed to establish a standard dose and sample collection time for 13C
phenylalanine and '3 C-Dipeptide breath test in horses. To evaluate dose-dependent effects,
healthy horses received 2.5 mg/kg, 5 mg/kg, and 10 mg/kg '3C phenylalanine dissolved in 1
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ml/kg distilled water and 1.25 mg/kg, 2.5 mg/kg, and 5 mg/kg 13C dipeptide dissolved in 2 ml/
kg distilled water. Tmax was observed during the sample collection time. For '3C
phenylalanine, the standard deviation of Cmax at 5 mg/kg was lower than that of 10 mg/kg.
For 13C dipeptide, the standard deviation of Tmax was the lowest at 5 mg/kg. This study
revealed that an optimal dose for breath tests with 3C phenylalanine and '3C dipeptide may

be 5 mg/kg in horses.
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Equine hepatitis and gastrointestinal (GI) diseases
such as pancreatitis are associated with anorexia and
innutrition, and the resulting unfavorable performance
can lead to economic loss. They may also progress to
serious conditions [1, 10], and establishment of a more
accurate method of diagnosis is important. In recent
years, 13C breath test was established as a diagnosis
method for delayed equine gastric emptying [15] and is
expected to be applied to diagnose other GI diseases.
In humans, '*C phenylalanine and '*C dipeptide are
clinically applied for liver and pancreas function tests,
respectively [3-5, 7] and they appear promising for
equine liver and pancreas function tests. However,
since basic study on equine '3C breath test has not been
adequately conducted, dose finding and sample
collection time finding experiment as well as
establishment of evaluation index are necessary to use
these tests in horses. For these reasons, preliminary
study on 3C breath tests using '*C phenylalanine and
13C dipeptide were conducted.

Six healthy adult thoroughbred horses (1 stallion, 3
mares and 2 geldings), aged 5.7 £ 2.1 years and 485.0 +
40.9 kg body weight were used (mean * SD). The
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horses had no history of GI diseases. They were kept
inside of a horse barn and fed with 1.8 kg oats, 0.6 kg
bran, and 7 kg hay per day, twice a day at 8am and 6pm.
Water was given ad libitum. Reagents were administered
using a retaining stall and breath samples were
collected in the barn. This study was approved by the
Animal Experimental Committee of Obihiro University
of Agriculture and Veterinary Medicine.

Reagents used in this study were '*C phenylalanine
(C6HHCH2CHNH213COOH, molecular weight 166,
Tokyo Gas Chemicals, Japan) and '*C dipeptide (Bz-
Tyr-13C-Ala, molecular weight 379, Tokyo Gas
Chemicals, Japan). For 3G phenylalanine, 3 doses of
2.5 mg/kg, b mg/kg, and 10 mg/kg were tested by
dissolving each dose with 1 mi/kg distilled water and
delivering it with a nasogastric catheter. '*C dipeptide
was tested for 3 doses of 1.25 mg/kg, 2.5 mg/kg, and 5
mg/kg by dissolving each dose with 2 mi/kg distilled
water and delivering it with a nasogastric catheter.

Breath samples were collected via a silicon tube,
which was attached to a plastic plate, inserted into the
horses’ nasal cavity into a breath sampling bag at
expiration (200 m/and 1,300 m! UBit®-specia1ized
breath sampling bags, Otsuka Pharmaceutical, Japan).

Horses were muzzled for fasting from 12 hr before
reagent administration. Breaths collected into five
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Fig. 1.

Changes in L]BCOQ following 13C phenylalanine administration. []: 2.5

mg/kg group, A: 5 mg/kg group, O: 10 mg/kg group. Data are shown
as mean * SD. Rapid /113CO, increases were observed from 0-20 min in
the 10 mg/kg and 5 mg/kg groups. Tmax was observed at 40 min in the

10 mg/kg group.

1,300 m!/ bags before reagent administration was used
as control. Breath samples were collected in duplicate
into 200 m/bags at 5 min intervals from 0-20 min, at 10
min intervals from 20-60 min, at 15 min intervals from
60-180 min, and at 30 min intervals from 180-240 min
after reagent administration. A report by Sasaki et al.
was used as a reference for the timing of breath
sampling [14].

The breaths collected were analyzed using a 1?COg-
infrared spectrophotometry analyzer (POC One®,
A13C0,, the
difference of breath '*COy measured before and after
administration, was calculated [14]. /1'3COy of a
particular timing was defined as the mean value of the
/13COy collected from the 2 samples at that timing.
Tmax (min) was the time the peak A113C0O, was
obtained and Cmax (%o) was the /]*COs at that peak.

Figure 1 shows the results of the 13C breath test using
13C phenylalanine. /]'*COj increased dose
dependently following !3C phenylalanine

Otsuka Pharmaceutical, Japan).

administration. Peak /1'3COy levels were clearly
observed soon after 5 mg/kg and 10 mg/kg
administration, but no clear peak level was observed for
2.5 mg/kg. Cmax for 10 mg/kg and 5 mg/kg were 57.8
1 16.3%o0 and 32.1 £ 11.0%o, respectively, and that of 5
mg/kg was lower than that of 10 mg/kg.

Figure 2 shows the results of the 1C breath test using
13C dipeptide. /1'3COy increased soon after 5 mg/kg

administration and it clearly reached the peak level.
However, no clear peaks were observed when 1.25 mg/
kg and 2.5 mg/kg 13¢C dipeptide were administered.
Cmax of 1.25 mg/kg, 2.5 mg/kg, and 5 mg/kg were 5.6
1 1.1%o0, 11.5 £ 1.1%0, and 23.5 * 2.4%o, respectively,
indicating dose-dependent increase in /J'3CO,. Tmax
of 1.25 mg/kg, 2.5 mg/kg, and 5 mg/kg were 71.7 £
35.9 min, 71.7 £ 23.9 min, and 58.3 £ 13.1 min,
respectively, and that of 5 mg/kg was the lowest.

13C phenylalanine breath test is used to evaluate liver
diseases such as chronic hepatitis and liver functions of
patients with liver cirrhosis in humans. [5, 13]. Orally
administered '*C phenylalanine is absorbed in the
intestine and then delivered to the liver. Phenylalanine
hydroxylase, enzyme that is associated with
phenylalanine metabolism, exists only in the liver. 13C
phenylalanine absorbed in the intestine is metabolized
specifically in the liver and changes from phenylalanine
to tyrosine [6]. When '3C phenylalanine is metabolized
in the liver, the end product 13COs, is produced, which
is excreted into expired air via the lung. Thus, the
difference in breath '3COs levels measured before and
after '3C phenylalanine administration (/1'3COy) can
be used to evaluate liver functions indirectly. Clinical
use of this method has started in human medicine.

Sample collection time used for gastric emptying
evaluation was referred to for the breath sample
collection of the present study. Since peak
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Fig. 2.

Changes in A13co, following 13C dipeptide administration. []: 1.25

mg/kg group, A: 2.5 mg/kg group, O: 5 mg/kg group. Data are shown

as mean + SD.
min in the 5 mg/kg group.

concentrations and subsequently, a course of A1BCO,
decrease were observed within this time frame, the
sample collection time used in this study was
considered appropriate.

Healthy adult thoroughbred horses received '*C
phenylalanine at different doses and the effects were
studied. Tmax was observed clearly when 5 mg/kg and
10 mg/kg were administered, but not for 2.5 mg/kg.
In studies in humans and non-equine animals, unclear
Tmax and decreased Cmax were observed in patients
with liver diseases [2, 8, 11]. Dose 2.5 mg/kg was thus
considered inappropriate for evaluation of liver
diseases. Tmax was observed for 5 mg/kg and 10 mg/
kg, and the standard deviation of Cmax at 5 mg/kg
(11.0%o0) was lower than that of 10 mg/kg (16.3%o).
Therefore, 5 mg/kg was considered an optimal dose
for equine '*C phenylalanine breath test, since the
standard deviation of Cmax and the dose itself were
lower.

3¢ dipeptide breath test has been studied as a
pancreatic exocrine secretion test for humans, and a
correlation with diseases such as chronic pancreatitis,
which accompany exocrine pancreatic insufficiency,
was found [7, 9, 12].
aminobenzoic acid (bentiromide) is used as a substrate
in the BT-PABA method that tests pancreatic exocrine

N-benzoyl-L-tyrosyl-P-

secretion in humans. 3C dipeptide is a substance that
substitutes the PABA of bentiromide with the 13C-
labelled amino acid alanine. In breath tests that use 1*C

1¥CO? markedly increased and Tmax was observed at 50

dipeptide as a reagent, orally administered 13¢
dipeptide is degraded by carboxypeptidase A, a
digestive enzyme in pancreatic juice, and '*C alanine is
released [20]. Free '3C alanine is absorbed in the
intestine, metabolized mainly in the liver, and 13C0y is
produced. In the breath tests that use '3C alanine as a
reagent, no difference was found between patients with
chronic pancreatitis and healthy subjects. The
difference observed between patients with chronic
pancreatitis and healthy subjects in '*C dipeptide
breath test is thought to be associated with exocrine
pancreatic insufficiency [12]. Present study used the
sample collection time for gastric emptying evaluation
as a reference for breath collection. Since peak levels
and subsequently, a course of /1'3COy decrease were
observed, the sample collection time was considered
adequate.

Healthy adult thoroughbred horses received '*C
dipeptide at doses 1.25 mg/kg, 2.5 mg/kg, and 5 mg/
kg and the effects were studied. Clear Tmax was
observed when 5 mg/kg was administered, but no clear
peaks were seen for 1.25 mg/kg and 2.5 mg/kg. In
studies in humans and non-equine animals, unclear
Tmax and decreased Cmax are observed in patients
with pancreatic diseases [7]. Therefore, the dose of 5
mg/kg that produced clear peak levels was considered
an optimal dose for equine '*C dipeptide breath test.
Further, since the standard deviations of Tmax for
doses of 1.25 mg/kg, 2.5 mg/kg, and 5 mg/kg were
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35.9 min, 23.9 min, and 13.1 min, respectively, this
result also supported that dose 5 mg/kg, which had the
lowest standard deviation, may be optimal.

This study demonstrated that the optimal dose for
equine '*C phenylalanine and '*C dipeptide breath test
may be 5 mg/kg.

References

1. Aleman, M., Nieto, J., Carr, E., and Carlson, G.
2005. J. Vet. Intern. Med. 19: 120-122.

2. Aoki, M., Ishii, Y., Ito, A., Khono, T., and
Takayama, T. 2006. J. Surg. Res. 130: 119-123.

3. Driessche, M., Malderen, N., Geypens, B., Ghoos,
Y., and Wauters, G. 2000. J. Pediatr. Gastroenterol.
Nutr. 31: 433-438.

4. FEradi, B., Wright, J., Gibbons, N., Blackshaw, P.,
Perkins, A., Walefield, J., Sithole, J., and Singh, S.
2006. J. Pediatr. Surg. 41: 2062—-2065.

5. Festi, D., Capodicasa, S., Sandri, L., Colaiocco-
Ferrante, L., Staniscia, T., Vitacolonna, E., Vestito,
A., Simoni, P., Mazzella, G., Portincasa, P., Roda,
E., and Colecchia, A. 2005. World J. Gastroenterol.
11: 142-148.

6. Ishii, Y., Asai, S., Kohno, T., Suzuki, S., Ishii, M.,

10.

11.

12.

13.

14.

15.

Hosoi, I., Fujii, M., Iwai, S., and Ishikawa, K. 1999.
J- Surg. Res. 86: 130-135.

Ishii, Y., Kohno, T., Ito, A., Suzuki, S., Kohno, T.,
Takayama, T., and Asai, S. 2007. Transl. Res. 149:
298-303.

Ishii, Y., Suzuki, S., Kohno, T., Aoki, M., Kohno,
T., Ito, A., Takayama, T., and Asai, S. 2003. J. Surg.
Res. 114: 120-125.

Kataoka, K., Yamane, Y., Kato, M., and Kashima, K.
1997. Pancreas 15: 409-415.

Kawaguchi, K., Church, S., and Slocombe, R. 2004.
Aust. Vet. . 82: 619-621.

Kobayashi, T., Kubota, K., Imamura, H.,
Hasegawa, K., Inoue, Y., Takayama, T., and
Makuuchi, M. 2001. Eur. J. Clin. Invest. 31: 356—
361.

Kohno, T., Ito, A., Hosoi, 1., Hirayama, J., and
Shibata, K. 2007. Scand. J. Gastroenterol. 42: 992—
999.

Koeda, N., Iwai, M., Kato, A., and Suzuki, K. 2005.
Aliment. Pharmacol. Ther. 21: 851-859.

Sasaki, N., Aiuchi, H., and Yamada, H. 2005. J. Vet.
Med. Sci. 67: 993-997.

Wyse, C., Murphy, D., Preston, T., Morrison, D.,
and Love, S. 2001. Equine Vet. J. 33: 197-203.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /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 true
  /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 true
  /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 true
  /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 true
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


