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CATALOG #18083

THIS PRODUCT INFORMATION SHEET IS PROVIDED FOR USE WITH ROBOSEP°®
(SECTION A) OR THE SILVER “THE BIG EASY” EASYSEP®* MAGNET (SECTION B)

A) FULLY AUTOMATED PROTOCOL USING ROBOSEP® (CATALOG #20000).

This procedure is used for processing up to 4.5 mL of whole blood per separation.

1. Collect whole blood in a heparinized blood collection tube. Transfer a maximum of
4.5 mL whole blood to a 14 mL (17 x 100 mm) polystyrene tube. Cells must be placed
in a 14 mL polystyrene tube to properly fit into the RoboSep® carousel.

Falcon™ 14 mL Polystyrene Round-Bottom Tubes (BD, Catalog #352057) are
recommended.

2. Add 1X EasySep® RBC Lysis Buffer (see Notes and Tips, reverse side) at a ratio of
1 part lysis buffer to 1 part whole blood. Mix well.

3. Select the appropriate RoboSep® protocol:

For most normal samples, select the protocol entitled “Human CD8 WB Positive
Selection 18083-high purity”.

If a modified RoboSep® protocol is required, please contact STEMCELL Technologies’

Technical Support at techsupport@stemcell.com.

4. Load the RoboSep® carousel as directed by the on-screen prompts. Mix EasySep®
Magnetic Nanoparticles before loading to ensure that they are in a uniform suspension
by pipetting up and down vigorously more than 5 times. Vortexing is not recommended.
When all desired quadrants are loaded, press the %reen “Run” button. All cell labeling
and separation steps will be performed by RoboSep™.

5. When cell separation is complete, remove the tube containing the isolated cells from the
magnet. The positively selected cells are now ready for use
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B) MANUAL EASYSEP® PROTOCOL USING THE SILVER “THE BIG EASY” EASYSEP®
MAGNET (CATALOG #18001)
This procedure is used for processing up to 4.5 mL of whole blood per separation.

1. This procedure is used for processing up to 4.5 mL of whole blood per separation.
Collect whole blood in a heparinized blood collection tube. Transfer a maximum of
4.5 mL whole blood to a 14 mL (17 x 100 mm) polystyrene tube. (Cells must be placed
in a 14 mL polystyrene tube to properly fit into the EasySep® Magnet.)

Falcon™ 14 mL Polystyrene Round-Bottom Tubes (BD, Catalog #352057) are
recommended.

2. Add 1X EasySep® RBC Lysis Buffer (see Notes and Tips, reverse side) at a ratio of
1 part lysis buffer to 1 part whole blood. Mix well.

3. Add EasySep® Positive Selection Cocktail at 25 uL/mL whole blood/lysis buffer mixture
(e.g. for 2 mL of whole blood/lysis buffer mixture add 50 pL of cocktail). Mix well and
incubate at room temperature (15 - 25°C) for 156 minutes.

4. Mix EasySep® Magnetic Nanoparticles to ensure that they are in a uniform suspension
by pipetting vigorously more than 5 times. Vortexing is not recommended. Add the
nanoparticles at 25 yL/mL whole blood/lysis buffer mixture (e.g. for 2 mL of whole
blood/lysis buffer mixture add 50 pL of nanoparticles). Mix well and incubate at room
temperature (15 - 25°C) for 10 minutes.

5. If total volume is less than 2.5 mL, add recommended medium to 5 mL, otherwise add
recommended medium to 10 mL (see Notes and Tips). Mix the cells in the tube by
gently pipetting up and down 2 - 3 times. Place the tube (without cap) into the magnet.
Set aside for 5 minutes.

6. Pick up the EasySep® Magnet, and in one continuous motion invert the magnet and
tube, pouring off the supernatant fraction. The magnetically labeled cells will remain
inside the tube, held by the magnetic field of the EasySep® Magnet. Leave the magnet
and tube in inverted position for 2 - 3 seconds, then return to upright position. Do not
shake or blot off any drops that may remain hanging from the mouth of the tube.

7. Remove the tube from the magnet and add 10 mL recommended medium. Mix the cell
suspension by gently pipetting up and down 2 - 3 times. Place the tube back in the
magnet and set aside for 5 minutes.

8. Repeat Steps 6 and 7, and then Step 6 once more, for a total of 3 x 5-minute
separations in the magnet. Remove tube from magnet and resuspend cells in an
appropriate amount of desired medium. The positively selected cells are now ready for
use.
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CATALOG #18083
Components:

For labeling 60 mL whole blood

« EasySep® Human Whole Blood CD8 Positive Selection Cocktail 3x1.0mL
« EasySep® Magnetic Nanoparticles 3x1.0mL
« EasySep® RBC Lysis Buffer 10X Concentrate 10 mL

~EasySep°® 'l‘

REQUIRED EQUIPMENT:
“The Big Easy” EasySep® Magnet (Catalog #18001), or RoboSep® (Catalog #20000).

PRODUCT DESCRIPTION AND APPLICATIONS:

EasySep® Human Whole Blood CD8 Positive Selection Cocktail and EasySep® Magnetic
Nanoparticles label CD8" cells for magnetic separation. These reagents are designed to
positively select CD8" cells (cells expressing the CD8 antigen) from fresh whole blood.

EASYSEP® LABELING OF HUMAN CELLS:

Target cells are specifically labeled with dextran-coated magnetic nanoparticles using
bispecific Tetrameric Antibody Complexes (TAC). These complexes recognize both
dextran and the cell surface antigen (Figure 1). The small size of the magnetic dextran iron
particles allows for efficient binding to the TAC-labeled cells, and does not interfere with
subsequent FACS analysis. Magnetically labeled cells are then separated from unlabeled
target cells using the EasySep® procedure (reverse side).
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NOTES AND TIPS:

EASYSEP® RBC LYSIS BUFFER. Lysis buffer is supplied as a 10X concentrate. Prepare
1X lysis buffer at least 1 hour before use by adding 1 part 10X lysis buffer to 9 parts
distilled or Type 1 water. Mix gently and completely before use.

RECOMMENDED MEDIUM. The recommended medium is RoboSep® Buffer (Catalog
#20104), or Phosphate Buffered Saline (PBS) containing 2% Fetal Bovine Serum (FBS)
(Catalog #07905) and 1 mM EDTA. Medium should be Ca++ and Mg++ free.

DONOR VARIABILITY. Certain donors express one or more soluble serum factors that
can cause cross-linking with magnetic nanoparticles. This may result in visible aggregates
in the enriched cell fraction following positive selection. These aggregates may appear as a
distinct, high side-scatter population on FSC vs. SSC plots during flow cytometry analysis
of the enriched fraction. This population consists solely of particles, with no cells or
platelets present, as determined by staining with fluorescently-labeled antibodies against
dextran, CD41 and CD45.

Potential aggregation can be avoided by washing away the donor plasma. Dilute the
sample 2-fold in the recommended medium, and centrifuge at 300 x g for 10 minutes.
Remove as much plasma as possible without disturbing the white and red blood cells, then
resuspend sample to original volume with recommended medium before beginning the
separation procedure.
If the samples have not been washed, any aggregates can be gated out during flow
cytometry analysis of the enriched fraction based on their FSC vs. SSC characteristics, or
by their lack of CD45 expression.
ASSESSING PURITY. The CD8 Positive Selection Cocktail uses the anti-CD8 antibody
clone RIV11. We recommend one of the following antibody clones to assess purity by flow
cytometry: RPA.T8, HIT8a, B9.11 (no blocking), or LT8, SK1 (Catalog #10405) (partial
blocking). One of the following methods can also be used to assess purity:
1. Use alternate markers after separation: Detect CD3+/4- cells for positive selection of
CD8+ T cells.
2. Use a fluorochrome-conjugated secondary antibody, such as a FITC-labeled sheep
anti-mouse IgG.
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POSITIVE SELECTION

TYPICAL EASYSEP®* HUMAN CD8 POSITIVE SELECTION PROFILE:
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Starting with fresh whole blood, the CD8" cell content of the enriched fraction
typically ranges from 97.1 - 99.7%.

COMPONENT DESCRIPTIONS:

EASYSEP® HUMAN WHOLE BLOOD CD8
POSITIVE SELECTION COCKTAIL

This cocktail contains a combination of monoclonal antibodies purified from hybridoma
culture supernatant by affinity chromatography using Protein A or Protein G Sepharose.
These antibodies are bound in bispecific Tetrameric Antibody Complexes (TAC) which are
directed against CD8 and dextran. The mouse monoclonal antibody subclass is IgG1. This
cocktail is supplied in phosphate buffered saline and contains an antibody against human
Fc receptor. It should be noted that this product is a biological reagent, and as such cannot
be completely characterized or quantified. Some variability is unavoidable.

CODE #18083C.1

EASYSEP® MAGNETIC NANOPARTICLES CODE #18150
A suspension of magnetic dextran iron particles in water.
EASYSEP® RBC LYSIS BUFFER 10X CONCENTRATE CODE #20110

Concentrated buffer used to lyse red blood cells prior to cell labeling and separation.

STABILITY AND STORAGE:
EASYSEP® WHOLE BLOOD CD8 SELECTION COCKTAIL

Product stable at 2 - 8°C until expiry date as indicated on label. Contents have been
sterility tested. Do not freeze this product. This product may be shipped at room
temperature (15 - 25°C), and should be refrigerated upon receipt.

EASYSEP® MAGNETIC NANOPARTICLES

Product stable at 2 - 8°C until expiry date as indicated on label. Contents have been
sterility tested. Do not freeze this product. This product may be shipped at room
temperature (15 - 25°C), and should be refrigerated upon receipt.

EASYSEP® RBC LYSIS BUFFER 10X CONCENTRATE

10X concentrate stable at room temperature (15 - 25°C) until expiry date as indicated on
label. Store at room temperature (15 - 25°C). 1X Lysis Buffer is stable at 2 - 8°C for
3 months. Store at 2 - 8°C. Do not freeze.

Ficol™ and Ficoll-Paque™ PLUS are trademarks of GE Healthcare Ltd.

FOR RESEARCH USE ONLY. NOT FOR THERAPEUTIC OR DIAGNOSTIC USE.

TOLL-FREE F.
F. +33 (0)4 7¢ E;

07 5474 5042 E.

IN NORTH AMERICA TOLL-FREE T. 1 800 667 03
IN EUROPE T. +33(0)4 76 04
IN AUSTRALIA TOLL-FREE T./F. 1 800 060 350 T.

P9 STEMCELL

INFO.EU@STEMCELL.COM

INFO,AUS@STEMCELL.COM ninted on recycled paper

F. 1 604 877 0704 E. INFO@STE

70713

V1.2.0
#28950

JUNE 2009 |




<<
  /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
  /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

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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


