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BIOSCIENCES

Histo-STAT™ Alkaline Phosphate System w/ Fast Red

No-Wash, 2-STEP Rapid Immunostaining System
Background Free, 30 minutes, 10 minutes STAT Immunostaining System

Technical Data Sheet

Specific Reagents Supplied (500-800 Slides)
0 50 ml of Second Step Reagent
o 30 ml of Fast Red

PRODUCT# IMIO3008E (Alkaline Phosphate System w/ Fast Red)

INTRODUCTION

Immunostaining detection systems are used to determine the presence, localization and the density of cellular
and tissue antigens in building assays. In immunohisto/cytochemistry and in ELISA procedures antigens are
either visualized or measured by enzyme immunochemical assays.

PRODUCT DESCRIPTION

HISTO-STAT Rapid Immunostaining System is a 2-step immunostaining system engineered for high
sensitivity and short incubation periods. This detection system includes two components, the alkaline
phosphatase Second Step Reagent and FAST RED. This staining system is universally applicable to all mouse
and rabbit primary antibodies. This system is also applicable to tissues and cell specimens of all species
source. This system is further applicable to all tissues and cells regardless of their method of processing, e.g.
paraffin sections, cryostat sections, cytocentrifuge preparations or cell smears.

HISTO-STAT Rapid Immunostaining System is an ideal staining system for staining of primary antibodies in
both paraffin and frozen sections. It is free of biotin, avidin and strepavidin. The use of this staining system
offers sensitivity and speed as well as eliminating the need for biotin blocking step in tissues or cells that are
rich in endogenous biotin, its use offers further speed by elimination a reagent incubation step and a
wash step.

INTENDED USE/APPLICATION
This product is intended for immunolocalization of mouse or rabbit primary antibodies in tissue and cell smears
in immunohisto/cytochemical staining and in ELISA procedures.

CONTINUED OVER
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SYSTEM COMPONENT SPECIFICATIONS

Recommended Incubation times for the systems are:

o Primary antibodies (not provided): 30 minutes for paraffin sections, 5-10 minutes for frozen sections and
cell smears.

e Alkaline phosphatase Second Step Reagent: 30 minutes for paraffin sections, 10 minutes for frozen

sections and cell smears.
e Fast Red substrate/ chromogen mixed solution: 10-15 minutes.

INSTRUCTIONS

For Paraffin slides: Deparaffinize slides and rinse in water.

For Frozen sections: Cut frozen sections, fix with fixative of choice.

1. Incubate the section or smear with the primary antibody of choice (not provided) for 30 minutes for paraffin
sections, 5-10 minutes for frozen sections and cell smears

2. Rinse with PBS for 10 seconds. For best and strong staining rinse with Innovex Alk-phos Enhancing wash
buffer (Product # IMIO0592E).

3. Incubate with HISTO-STAT Second Step Reagent for 30 minutes for paraffin sections and 10 minutes for
frozen sections.

4. Rinse for 10 seconds.

Substrate/chromogen mixing protocol

When using Fast Red chromogen, mix prior to use by dissolving one Fast Red tablet to 5 ml of Ready-
to-use substrate buffer in the provided graduated mixing tube.

1. Incubate with mixed Fast Red/substrate for 10 minutes.

2. Rinse in water.

3. Counterstain with an aqueous based hematoxylin when using Fast Red chromogen, mount with permanent
mounting media. Do not mount with xylene or toluene based mounting media.

STORAGE CONDITIONS
Store in refrigerator at 2-8°C through expiration date noted on the vial.
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BIOSCIENCES

Polymer HRP Histo-STAT™

No-Wash, 2-STEP Rapid Immuno-peroxidase staining
of MOUSE and RABBIT primary antibodies
(Biotin Free)

Technical Data Sheet

Specific Reagents Supplied (500-800 Slides)
0 50 ml of HISTO-STAT, 2 STEP Peroxidase Staining System

PRODUCT# IMI03002E (AEC Kit) | PRODUCT# IMI03004E (DAB Kit)

PRODUCT DESCRIPTION

POLYMER HISTO-STAT, 2 Step Staining system is a No wash, No Background staining system formulated for 2-step
immunostaining of primary antibodies raised in mouse and rabbit. The POLYMER, HISTO-STAT, 2-Step is bio-
engineered for high sensitivity and short incubation periods. Innovex HISTO-STAT staining (detection) system includes
two components only, a Multivalent anti rabbit and anti mouse Polymer Second Step- Peroxidase Reagent and a short
incubation and stable AEC OR DAB substrate/ chromogens. This component of Polymer HISTO-STAT staining system is
universally applicable to all mouse and rabbit primary antibodies. This system is also applicable to all species tissues and
cell specimens. This system is further applicable to all tissues and cells regardless of their method of processing, e.g.,
paraffin sections, cryostat sections, cytocentrifuge preparations or cell smears.

POLYMER HISTO-STAT is an ideal IHC staining system for staining of primary antibodies in both paraffin and frozen
sections as well as cytosmears. HISTO-STAT staining system is free of biotin, avidin and streptavidin. The use of this
staining system provides sensitivity and speed as well as eliminating the need for biotin blocking step in tissues or cells
that are rich in endogenous biotin. The use of Polymer HISTO-STAT, 2 Step further provides speed by eliminating one
reagent incubation step and one wash step. “ POLYMER HISTO-STAT” Staining system is designed to eliminate the
need for re-titration of primary antibodies upon the switch over to this system.

INTENDED USE/APPLICATION
This product is intended for immunolocalization of MOUSE and RABBIT primary antibodies in tissue and cell smears in
immunohisto/cytochemical staining and in ELISA procedures.

INSTRUCTIONS

ALL INNOVEX PRODUCTS ARE DESIGNED TO BE IMPLEMENTED AT ROOM TEMPERATURE (NO HEAT IS
REQUIRED).

No protein blocking and NO extensive washes are required when staining with Innovex staining systems
1. Following deparaffinization Quench endogenous peroxidase activity by immersing tissue slides in freshly made

3% hydrogen
2. Peroxide (H202) prepared in distilled water. This step is essential to eliminate red blood cell staining.
3. Rinse with tap water for 1 minute.

CONTINUED OVER
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4. Rinse with PBS or Innovex “Signal HRP Enhancing Wash Buffer” once for 5 seconds prior to application of
primary antibody.

5. Incubate the section or smear for 20-30 minutes with mouse and rabbit primary antibodies (not provided).

Rinse with PBS or Innovex Signal HRP Enhancing Wash Buffer once for 5 seconds.

7. Incubate with POLYMER HISTO-STAT Second Step Reagent for 30 minutes for paraffin sections or 15 minutes
for frozen sections

8. Rinse with PBS or Innovex Signal HRP Enhancing Wash Buffer once for 5 seconds.

9. Incubate with AEC/substrate solution for 10 minutes or DAB/substrate solution for 5 minutes.

10. Rinse with tap water.

11. Counterstain with hematoxylin

12. Mount slides as usual

o

Substrate/chromogen mixing protocol

e When using AEC chromogen, mix AEC by adding_2 drop of AEC chromogen (component 2) to 2 ml of Ready-to-use
substrate buffer (component 1) in the provided graduated mixing tube. Mix by inversion. Left over, mixed AEC
substrate/chromogen solution is stable for two weeks when kept refrigerated and can be re-used within 14 days. This
minimizes the reagent waste and disposal costs and efforts.

o When using DAB chromogen mix DAB by adding_2 drops of DAB chromogen (component 2) to 2 ml of Ready-To-Use
substrate buffer (component 1) in the provided graduated mixing tube. Mix by inversion. Left over, mixed DAB
chromogen solution is stable for two weeks when kept refrigerated and can be re-used within 14 days. This
minimizes reagent waste and disposal costs and efforts.

*Please note that a well-formulated, non-oxidized DAB should produce a brown stain, the formation of a very dark DAB
stain is indicative of DAB oxidation and it causes background. Therefore, when darker DAB stain is desired, apply
Innovex Room temperature Quick DAB Enhancer solution (product# NB308) following the final rinse step of DAB in tap
water. Innovex DAB Enhancer can be applied before or after counterstaining for 1-5 minutes. This DAB enhancer does
not cause any background.

STORAGE CONDITIONS
Store in refrigerator at 2-8°C through expiration date noted on the vials.
IMPORTANT NOTES:

e Innovex STAT-Q (3 step) and HISTOSTAT polymer staining reagents and components are no wash, no background
staining kits, a single 5-10 second washes in between incubation steps will be sufficient rinse.

e Innovex STAT-Q (3 step) and HISTOSTAT polymer staining kits and primary antibodies are free of background; they
contain built -in recombinant protein blocking agents and do not require pre-protein blocking prior to the application of
primary antibody.

e Innovex primary antibodies are engineered to perform at 10 minute for STAT-Q (3-step) and at 30 minutes for HISTO-
STAT (2 step) staining systems. However, when using other manufacturer’'s primary antibodies and rinsing with
Innovex Signal Enhancing Wash Buffers, decrease the recommended incubation time by half or dilute antibody by 2
folds and observe the original manufacturer's recommended incubation time.

e Innovex Staining systems and primary antibodies are engineered to be free of background, however, when
background is encountered due to the nature of the tissue specimen, tissue processing and fixation or mix and
matching of reagents from different sources, the application of Background Buster (product # IMIO1172E) for non-
lymphoid tissues and Fc Receptor Blocker (product# IMIO1565E) for lymphoid tissues is highly recommended for
eradication of background staining.



	INSTRUCTIONS
	INSTRUCTIONS
	STORAGE CONDITIONS




<<
  /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




