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Materials/Reagents/Equipment Vendor
mTEV protease prepared in-house
dialysis buttons Hampton Research
dialysis tubing prepared in-house Spectrum
dialysis tubing closures
50 ml conical tube
buffers prepared in-house
1 —2 L beaker
Procedure

I. Small Scale Trials.

Prior to cleaving a protein with mTEV, small scale trials should be conducted to avert
large scale precipitation. These could involve cleavage with dialysis into various buffers
representing a range of possible salt concentrations or pHs depending on the
characteristics of the protein. If the protein solution is about 2 mg/ml or greater,
precipitation may be seen if the dialysis solution is incompatible with the protein. If the
protein solution is less than 2 mg/ml, the precipitation may not be visible. In all cases,
the protein solution should be centrifuged and the concentration of the supernatant should
be determined by Bradford for comparison (see next paragraph).

Hampton Research dialysis buttons are a convenient small scale method of testing
cleavage/dialysis conditions. By using the 50 ul buttons, a quick 1:1000 dialysis can be
obtained in 50 ml conical tubes.

Determine the amount of mTEV required to cleave the desired mass of protein. This will
depend on the mTEV preparation used. Load the protein/mTEV solution into the button
and seal it with dialysis tubing of the correct porosity cut into ~2 cm x 2 cm pieces and an
o-ring. Put the button in to the 50 ml conical tube containing the dialysis buffer. Seal the
tube and place it on a rocker for 1-2 hours at room temperature. These trials can also be
performed in a cold room if protease degradation is expected. After the incubation
observe the button(s) for precipitation which would indicate an undesirable condition.
The protein solution can be removed from the dialysis button by piercing the membrane
with a pipette tip and aspirating the sample, which can be centrifuged to pellet insoluble
material. The supernatant can be analyzed by the Bradford method for protein
concentration to compare with the starting solution. The buffer condition with the most
soluble protein is the best condition for dialyzing during cleavage with mTEV.
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The following are some suggestions for testing.

1. Reduce the protein concentration to ~ 2 mg/ml if it is too high.

2. Maintain 50 to 100mM Imidazole in the dialysis buffer if the protein is eluted at
>400mM Imidazole. Those proteins that are eluted at high Imidazole concentration tend
to have problems when cutting off the tags.

3. Include a condition with a higher salt concentration in the dialysis buffer, such as 0.3M
or 0.5M.

4. Add 5-10% glycerol in the dialysis buffer.

IT Large scale. Make sufficient buffer selected from the small scale trials to dialyze the
volume that the protein will be cleaved in. A 1:20 ratio should be the minimum. It is
often helpful to first dilute the protein to ~2 mg/ml prior to cleavage in order to reduce
the incidence of post-cleavage precipitation. After addition of mTEV to the protein, place
the solution into a dialysis bag and place the bag in the beaker containing the buffer. Mix
the buffer with a stir bar during the digestion to aid the dialysis.

BSGC Shared/BSGC Methods/PepcDB Methods Folder -2-



	Date:  12/23/04
	Author:  A DeGiovanni


<<
  /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
  /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 <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


