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Notice to purchasers: Limited 1icence
Licences under International Patent Application PCT/GB97/03222, other applications based on that Application,
and patents issuing in response (‘the Patents’), owned by Isis Innovation Limited, Oxford, UK (‘Isis’), and licences under
other intellectual property rights owned by Isis and related to the patented technology, are restricted by reference to the nse
which is made of the patented technology. The purchase price of this product includes limited, non-transferable rights to

ractise the method described in the Patents solely in co
7y

jon with the activities of the purchaser in the diagnosis

measurement, monitoring and assessment of the activity of T-cells in body fluids for research purposes only. No right to
conduct any other activities by means of the method described in the Patents is granted by implication or estoppel.

ELISpot™ for
Human Interferon-y

Product Code: 3420-2A8T-2

CONTENTS:

O Precoated strip plates, mAb 1-D1K (2 transparent plates)
O Empty plate frame for transfer of strips

QO  7-B6-1-ALP conjugate (150 pl)

0  BCIP/NBT-plus substrate (25 ml)

O Positive control anti-CD3 mAb CD3-2 (100 )
STORAGE:

All reagents should be stored refrigerated at 4—8°C. Plates may be

kept at room temperature. Antibodies are supplied in sterile filtered
(0.2 um) PBS with 0.02% sodium azide. Conjugate is supplied in

0.1M Tris buffer with 0.15% Kathon CG®.

To ensure total recovery of stated quantity, vials have been overfilled.
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Guidelines for Human IFN-y ELISpot™*°

(precoated plates and one-step detection reagent)

Preparation and blocking of precoated plate

Assemble the required number of strips in the extra plate frame and wash 4 times
with stetile PBS (200ul/well). Seal the bag with the remaining strips and stote at
room temperature.

Block with medium containing 10% of the same serum as used for the cell
suspensions (200 ul/well). Incubate for > 30 minutes at room temperature.

Incubation of cells in plate

Remove the blocking medium and add the cell suspension including possible
stimulatory agents such as antigen (final volume of 100-150 pl/well). The mAb
CD3-2, included in the kit, is recommended as a positive control for cytokine
production using a final concentration of 100 ng/ml.

Put the plate in a 37°C humidified incubator with 5% CO; and incubate for 12-48
hours. Do not move the plate during this time and wrap the plate in
aluminium foil to avoid evaporation.

Detection of spots

Remove the cells by emptying the plate and wash 5 times with PBS, 200 ul/well.

Dilute the one-step detection reagent (alkaline phosphatase-conjugated detection
mAb 7-B6-1) 1:200 in filtered PBS containing 0.5% fetal calf serum. Add 100 pl
to each well. Incubate for 2 hours at room temperature.

Wash the plate 5 times with PBS, 200 pl/well.

Filter the ready-to-use substrate solution (BCIP/NBT-plus) through a 0.45 um
filter and add 100 pl of substrate per well. Develop until spots emerge; longer
development than 15 min can result in background staining. Stop the colour
development by washing extensively in tap water. Remove the underdrain (the
soft plastic under the plate) and rinse the back of the membranes.

Leave the plate to dry. Inspect and count spots in a dissection microscope (x40)
or in an ELISpot reader.

Store plate in the dark at room temperature.

Hints and comments to the use of ELISpot™™°

These suggestions are based on the detection of antigen-specific immune responses using
human petipheral blood mononuclear cells (PBMC). If using T-cell clones, mixtures of
separated cell fractions etc., other protocols may have to be considered.

Blocking step
The blocking step (A2) can be petformed whilst preparing the cell suspensions. Blocking time
can be prolonged for up to five hours.

Plate washing

For washing with sterile PBS (A1) a multi-channel micropipette can be used. For washing of
plates under non-sterile conditions (C1-C3), PBS can be added by pipetting or by use of a
squirting bottle. A regular ELISA plate washer can be used provided the washing head is
adapted to the ELISpot plates. A vacuum manifold should not be used for washing of precoated
plates.

Cells

Both freshly prepared and cryopreserved cells may be used in the assay with good results.
Triplicates of 250,000 cells per well are often used to assess antigen-specific responses of
PBMC. For polyclonal activators, the cell number may have to be decreased in order to avoid
confluent spot formation. A serum that is good for cell culture and gives low background
staining should be chosen; fetal calf serum is normally recommended.

Cell incubation time

Antigen-specific stimulation of PBMC can result in detectable spots after 12 hours of
incubation. If desired, the incubation time can be extended up to 48 hours. Protocols with
shorter incubation times have to be developed and evaluated by the user.

Assay controls

The number of cells responding to antigen stimulation is often compared to the number of cells
spontaneously producing the cytokine. Spontaneous production is determined by incubating the
same number of cells in the absence of antigen. A polyclonal activator such as the included anti-
CD3 mAb or phytohemagglutinin (1-10 pg/ml) is often used as a control for cell viability and
functionality of the test system.

Substrate development

Mabtech’s recommendation for the duration of the substrate development reaction is to not
exceed 15 minutes of development. Longer development can result in background staining that
interferes with the subsequent analysis of spots.

For further questions on the kit or protocol, please contact Mabtech.



	 
	 Guidelines for Human IFN- ELISpotPRO 
	(precoated plates and one-step detection reagent)
	A      Preparation and blocking of precoated plate
	B      Incubation of cells in plate
	1. Remove the blocking medium and add the cell suspension including possible stimulatory agents such as antigen (final volume of 100-150 µl/well). The mAb CD3-2, included in the kit, is recommended as a positive control for cytokine production using a final concentration of 100 ng/ml.
	2. Put the plate in a 37(C humidified incubator with 5% CO2 and incubate for 12-48  
	C     Detection of spots 



<<
  /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 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 <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


