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[Introduction]

Dr. Atsushi Miyawaki et al. developed a water-based optical
clearing reagent, Scale, which clears fixed biological samples
without quenching fluorescent protein.

SCALEVIEW-A2, bodily tissues can be cleared of their opacity
to provide a clearly defined image.

[ Additional required materials]
Reagents :

1) Paraformaldehyde (Code No. 160-16061)
) 1 X PBS(-) (Code No. 164-25511)

) Sucrose (Code No. 194-00011)
)

B~ W N

Immersion solution
Please use the immersion solution recommended by micro-
scope manufactures.

Equipments :
1) 50 mL conical centrifuge tube
2) Seesaw shaker (for fragile samples)
3) Recommended fluorescence microscopes and objectives for
SCALEVIEW-A2 treated samples
1. Multiphoton microscope : OLYMPUS, model : FVMPE-
RS
® Multiphoton dedicated objectives :
OOLYMPUS, model : XLPLN25XSVMP : 25 X,
NA = 1.0, WD = 4 mm
O OLYMPUS, model : XLSLPLN25XSVMP : 25 X,
NA = 0.95, WD = 8 mm
OOLYMPUS, model : XLPLN10XSVMP : 10 X,
NA = 0.6, WD = 8 mm
®(Objectives :
O OLYMPUS, model : UPLSAPO30XSIR : 30 X,
NA = 1.05, WD = 0.8 mm

2. Confocal microscope : OLYMPUS, model : FV3000
® Objectives :

O OLYMPUS, model : UPLSAPO30XS : 30 X, NA
= 1.05, WD = 0.8 mm

O OLYMPUS, model : UPLSAPO40XS : 40 X, NA
= 1.25, WD = 0.3 mm

O OLYMPUS, model : UPLSAPO60XS : 60 X, NA
= 1.30, WD = 0.3 mm

OOLYMPUS, model : UPLSAPO100XS : 100 X,
NA = 1.35, WD = 0.2 mm
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[Procedure]

A case for making mouse brain transparent according to refer-

ence (1).

1) Transcardially perfuse an anesthetised mouse with 4 %
paraformaldehyde (PFA)/PBS (pH 7.5~8.0).

2) Remove the whole brain and subject it to post-fixation in 4 %
PFA/PBS at 4C for 10 hrs and cryo-protection in 20%
sucrose/PBS at 4C for 24 hrs.

3) Embed the sample in OCT compound and freeze it with
liquid nitrogen.

4) Thaw and rinse the sample in PBS, and fix it again with 4 %
PFA/PBS for 20 min at room temperature.

5) Clear the sample by incubation in SCALEVIEW-A2 at room
temperature.

More than 30 mL of SCALEVIEW-A2 is required for an
adult mouse brain.

A full week of incubation may be necessary for transparency.
During incubation, stir slowly using an orbital shaker.
Exchanging SCALEVIEW-A2 each day accelerates the
transparency process.

The sample might be expanded 10-30% in one direction
after incubation.

6) Perform deep imaging of the transparent brain using an
appropriate dipping objective lens. Use SCALEVIEW-A2 as
the immersion medium.

If necessary, immobilize the sample to the bottom of the
imaging vessel with agarose.

7) The transparent brain can be stored for a long time in
SCALEVIEW-A2 at 4 C.

[Caution]

1) Ingredients may precipitate on storage at temperatures
below 0C. Staying at room temperature (about 257TC)
returns the agent dissolved without deterioration of perfor-
mance.

2) After the experiments, remove the residual solution from the
objective lens by wiping with gauze moistened with
absolute alcohol.

3) Be aware that the solution may cause metal corrosion (solid
iron, copper, gunmetal, aluminum, etc.).

4) At wavelengths over 1,300 nm images may appear.

[Storage]
Store below 25 C in the dark.

[Package]
500 mL
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[Related Products]

Code No. Description Size

160-16061 Paraformaldehyde 100 g

164-25511 | 1 x PBS(-) 5L

194-00011 Sucrose 100 g
[Reference]

1) Hama, H. et al. : Nat Neurosci, 14, 1481 (2011).

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : + 81-6-6203-3741

Facsimile : +81-6-6201-5964

http://ffwk fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation ~ FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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LD
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O LT VA AU VR ARE SN T H AR
VR
O OLYMPUS, model : XLPLN25XSVMP : 25 X,
NA =1.0, WD = 4 mm
O OLYMPUS, model : XLSLPLN25XSVMP : 25 X,
NA = 0.95, WD = 8 mm
O OLYMPUS, model : XLPLN10XSVMP : 10 X,
NA = 0.6, WD = 8 mm
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O OLYMPUS, model : UPLSAPO30XSIR : 30 X,
NA = 1.05, WD = 0.8 mm

2. EESEEMEE (4 U VS 2HEL FV30007% X))
oYL A s A VA vy a— VL A
O OLYMPUS, model : UPLSAPO30XS : 30 x, NA
= 1.05, WD = 0.8 mm
O OLYMPUS, model : UPLSAPO40XS : 40 X, NA
=1.25, WD = 0.3mm
O OLYMPUS, model : UPLSAPO60XS : 60 X, NA
= 1.30, WD = 0.3 mm
O OLYMPUS, model : UPLSAPO100XS : 100 X,
NA = 1.35, WD = 0.2 mm
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[REE&]
Code No. i £ fo35
160-16061 INGTRIVAT VT R 100 g
164-25511 | 1 x PBS(-) 5L
194-00011 AT H—A 100 g
[Z&3ik]

1) Hama, H. et al. : Nat Neurosci, 14, 1481 (2011).

Wi
L7/ L A MERA ST
ARFARZEEOHN=TH1E25
Tel : 06-6203-3741

2305KA2
—6/6 —





<<
  /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
  /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 <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <FEFFd5a5c0c1b41c0020c778c1c40020d488c9c8c7440020c5bbae300020c704d5740020ace0d574c0c1b3c4c7580020c774bbf8c9c0b97c0020c0acc6a9d558c5ec00200050004400460020bb38c11cb97c0020b9ccb4e4b824ba740020c7740020c124c815c7440020c0acc6a9d558c2edc2dcc624002e0020c7740020c124c815c7440020c0acc6a9d558c5ec0020b9ccb4e000200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee563d09ad8625353708d2891cf30028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f003002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c4fbf65bc63d066075217537054c18cea3002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


