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TOTAL PROTEIN PRECIPITATION USING THE ToPREP KIT
©ITSIBIO2007: Validated BioLab Procedures-0016

IMPORTANT: K-0016-50 is a validated kit and procedure for total
protein precipitation using the ToPREP kit. The kit allows you to
precipitate proteins from 50 preparations. Using the I'TSIBIO ToPREP
kit protein recovery >95% can be achieved. Exercise extreme caution
when working with proteins and protect your protein sample from
breakdown and contamination by wearing gloves and placing tubes on
ice. Work with clean equipment and in a clean/enclosed environment to
prevent the introduction of common airborne contaminants such as
keratin. Depending on the re-suspension buffer used, the precipitated
proteins can be analyzed using many approaches including mass
spectrometry, electrophoresis and western blotting.

Read the procedure completely and assemble all materials needed
before starting.

MATERIALS PROVIDE IN THE KIT (Sufficient for 50 preparations):

Item Size Catalog # Storage
Buffer 1 1x 20mL Cat #: K-0016-50.1 Rm. T.
Buffer 2 1 x 20mL Cat #: K-0016-50.2 Rm. T.
Buffer 3 3 X 1.0mL Cat #: K-0016-50.3 Rm. T.
Buffer 4 1 x 50mL Cat #: K-0016-50.4 4°C
ProPreCip 1 x 300ul Cat #: K-0016-50.5 4°C
Micro Grinder Pestle and Tubes 50 x 1.5mL Cat #: K-0016-50.6 Rm. T.
Procedure

MATERIALS REQUIRED but Not supplied:
1. Refrigerated Centrifuge
2. Ice Bucket
3. Adjustable Pipette (Use recently calibrated adjustable pipettes
to ensure accuracy)
4.  Vortex
5. Ultrapure Distilled/Deionized water
6. —20°C Freezer

PROCEDURE:
Before starting:
= Chill Buffer 1 and Buffer 2 on ice. Place on ice at all
times during the process.
= Chill Buffer 4 at -20°C for at least 30 minutes before
use.

1. Place up to 100uL of sample to be precipitated in the clean

1.5mL micro grinder tube provided. It is important you use

the tube provided because the pestle included in the kit is

designed for the tube (see Step 19). Place the tube on ice.

Add 300uL of Buffer 1 and vortex briefly to mix.

Incubate on ice for 10 minutes.

Add 300uL of Buffer 2 and vortex briefly to mix.

Incubate on ice for 15 minutes.

Centrifuge for 5 minutes at 15,000xg at 4°C.

Carefully remove all the supernatant by pipetting. Do Not

Disrupt the pellet.

8. Re-centrifuge for 30 seconds, and carefully remove any
remaining supernatant.

9. Add 40uL of Buffer 38 and vortex vigorously. Place the tube
on ice for 3-5 minutes.

10. Centrifuge at 15,000xg for 5 minutes at 4°C.

11. Carefully remove the supernatant with a pipette. Avoid
removing the Pellet.
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12. Re-centrifuge for 380 seconds, and carefully remove any
remaining supernatant.

18. Add about 25ulL of ultrapure water. If the level of water is
below the top of the pellet add enough water to cover the
pellet. Vortex vigorously. Note that it may not be possible
re-suspend the pellet at this stage. This will not affect the
process.

14. Add 1mL of chilled Buffer 4.

15. Add 5ul. of ProPreCip. Note that the use ProPreCip is
recommended for maximum recovery.

16. Vortex briefly to mix and incubate for 80 minutes at -20°C
(may be left overnight if that's more convenient). Vortex at
least 2 times during the 30-minute incubation.

17. Centrifuge at 15,000xg for 5 minutes at 4°C. Remove the
supernatant and discard.

18. Allow the pellet to air dry briefly. It will be easier to
redissolve the pellet if the pellet is not allowed to
completely dry out.

19. Re-suspend pellet in an appropriate buffer and use
immediately or store as recommended below. You may use the
pestle provided to help re-suspend the proteins. The re-
suspension buffer of choice should be appropriate for
solubilization of proteins and compatible with the intended
downstream application.

STORAGE:
Store protein isolate in appropriate tubes at —80°C.

*Conditions for use of this procedure/Buffers: This VBP is the intellectual
property of I'TSI Biosciences. Only complete set of reagents provided by ITSI
biosciences should be used when possible because they are compatible with many
downstream steps. Considering that many factors can cause experiments to fail,
I'TSI Biosciences cannot guarantee that the use of this VBP and buffers will lead
to a successful experiment. In no event shall ITSI Biosciences or its distributors
be held liable for loss of samples, failure of experiments or any other damage or
injury associated with the improper use of this procedure or associated materials
and reagents.

General Safety Information: Consider all chemicals as potentially hazardous.
Only trained laboratory personnel familiar with good laboratory practice should
handle this product. Protective clothing should be worn. Use caution to avoid
contact with skin and eyes. If contact should occur, wash immediately with
water. Warning: Intended for research use only, not for use in human,
therapeutic or diagnostic applications. The end user is responsible for all
local, state and federal regulations associated with the use and disposal of
laboratory reagents.

Distributed Exclusively By:

ITSI Biosciences
210 Industrial Park Road, Suite 100
Johnstown, PA 15904, USA
Attention: Product Manager
Phone: 1-814-262-7332 Fax: 1+814-262-7334
Website: www.itsibio.com Email: itsi@itsibio.com

© 2007 ITSI Biosciences, LLC/ Updated: January, 2007




<<
  /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
  /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 <>
    /KOR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee575284e8e9ad88d2891cf76845370524d6253537030028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f0030028fd94e9b8bbe7f6e89816c425d4c51655b574f533002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c9069752865bc9ad854c18cea76845370524d521753703002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f300290194e9b8a2d5b9a89816c425d4c51655b57578b3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


