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[Introduction])

Dr. Atsushi Miyawaki et al. developed a sorbitol-based optical clearing
method, Scale S.

SCALEVIEW-S is a high-performance clearing method that blessed with
effective clearing and tissue/signal preservation. It is also noteworthy
that this method is abele to preserve highly fluorescence signal of
fluorescent proteins and ultrastructure of cell membranes.
SCALEVIEW-S is a simple and reproducible method of accurate visual-
ization of biological tissue.

[Kit contents]
This kit includes 6 components.
(1) SCALEVIEW-S0
(2) SCALEVIEW-S1
(3) SCALEVIEW-S2
(4) SCALEVIEW-S3
(5) SCALEVIEW-S4 100 mL X 1 bottle
(6) SCALEVIEW-SMt 100 mL X 1 bottle
Note : This kit needs an optional deScale Solution (Code No. 041-34425).

100 mL X 1 bottle
100 mL X 1 bottle
100 mL X 1 bottle
100 mL X 1 bottle

[Storage]
Store in the dark at 2-10T

[Additional required materials]
Reagents

1) Paraformaldehyde (Code No. 160-16061)
2) 1 x PBS (-) (Code No. 164-25511)

3) Agarose

4) deScale Solution (Code No. 041-34425)

Equipments :
1) 5 mL/15 mL/30 mL/50 mL conical centrifuge tube
2) Culture dish (100 mm, 60 mm, and 35 mm diameter) (for each sample)
3) Seesaw shaker
4) Fluorescence microscope and Recommend Objective lenses for
SCALEVIEW-S treated samples.
1. Multiphoton microscope EVIDENT, model : FEVMPE-RS
@Multiphoton dedicated objectives :
OEVIDENT, model : XLPLN10XSVMP : 10x, NA=0.6, WD=8 mm
OEVIDENT, model : XLSLPLN25XGMP : 25x, NA=1.0, WD=8 mm

2. Confocal microscope : EVIDENT, model : FV3000

@Objectives :
OEVIDENT, model : UPLSAPO10X2 : 10x, NA=04, WD=3.1 mm
OEVIDENT, model : UCPLFLN20X : 20x, NA=0.7, WD=0.8-1.8 mm
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[Procedure]
(Fixation)
A case for making mouse brain transparent according to reference (1).
1) Transcardially perfuse an anesthetised mouse with 4% paraformal-
dehyde (PFA)/PBS (pH 7.6 ~ 7.8).
2) Remove the whole brain and subject it to post-fixation in 4% PFA/
PBS at 4C for 72 hours.
3) Wash the samples in PBS.
4) Prepare vibratome sections (optional, 0.2-3 mm thick)

(Clearing) (1-2 mm brain samples)

5) Transfer the sample into 5 mL of SCALEVIEW-S0 solution and
incubate it with gentle shaking (10 rpm) at 35-40C for 30 min.

6) Transfer the sample into 5 mL of SCALEVIEW-SI solution and
incubate it with gentle shaking (10 rpm) at 35-40C for 30 min.

7) Transfer the sample into 5 mL of SCALEVIEW-S2 solution and
incubate it with gentle shaking (10 rpm) at 35-40C for 30 min.

8) Transfer the sample into 5 mL of SCALEVIEW-S3 solution and
incubate it with gentle shaking (10 rpm) at 35-40C for 30 min.

9) Transfer the sample into 5 mL of deScale Solution and incubate it
with gentle shaking (10 rpm) at 4°C for 3 hours X 2 times.

10) Transfer the sample into 5 mL of SCALEVIEW-S4 solution and
incubate it with gentle shaking (10 rpm) at 35-40°C for 12-24 hours.

11) The transparency can be evaluated by eye at this stage. If the
sample is successfully cleared, the brain sample should look amber
under a light source.

12) Transfer the sample into 5 mL of SCALEVIEW-SMt solution and
incubate it with gentle shaking (10 rpm) at 35-40C for 1 hour.

Figure 1. Transmittance images of 1 mm brain slice before and after
clearing with SCALEVIEW-S.

(Imaging)

13) Mount onto an imaging chamber. Use appropriate amount of SCALE-
VIEW-SMt solution to mount the sample. Observe the SCALEVIEW-S
cleared samples using fluorescence microscopy.

Figure 2. Confocal imaging of adult hemisphere brain (Thyl-YFP-H

mouse).
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Note :

- For thicker brain slices (>2 mm) or hemisphere mouse brain whole mouse
brain, incubation time in each step can become longer and SCALEVIEW-S
solutions in each step can increase amount (e.g., hemisphere brain 25 mL,
whole brain 40 mL each).

- SCALEVIEW-SMt mounted samples will not be solidified. If necessary
Jfor each sample, 1.5% melting agarose can be added to minimize movement
artifacts during imaging.

- You can minimize movement artifacts even more by fixing the agarose
gel and the observation container in place with super glue.

[Related products]

Code No. Description Size

193-18455 | SCALEVIEW-A2 500 mL
196-18521 | SCALEVIEW-SO 250 mL
194-18561 | SCALEVIEW-S4 250 mL
041-34425 deScale Solution 500 mL
29397001 | AbScale-G Solution Kit 1 kit

294-35631 See Through Chamber, 0.3 mm thick 10 set
291-35641 | See Through Chamber, 0.5 mm thick 10 set
295-35661 See Through Chamber, 1.0 mm thick 10 set
292-35671 See Through Chamber, 2.0 mm thick 10 set
299-35681 See Through Chamber, 3.0 mm thick 10 set

[References]

1) Hama, H. et al. : Protocol Exchange (2016).
2) Hama, H. et al. : Nat Neurosci, 18, 1518 (2015).
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(1) SCALEVIEW-S0 100mL x 174
(2) SCALEVIEW-S1 100mL x 14
(3) SCALEVIEW-S2 100mL x 14
(4) SCALEVIEW-S3 100mL x 174
(5) SCALEVIEW-$4 100mL x 14
(6) SCALEVIEW-SMt 100mL x 14

deScale Solution (= — I No. 041-34425) ASBIBUEIR Y £57,
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1) 8K VATV FE F (2— F No. 160-16061)
2) 1 x PBS (22— F No. 164-25511)

3) TAR—A

4) deScale Solution (Z— F No. 041-34425)

A
1) 5mL/15mL/30mL/50mL I =HNVF2—7 (H ¥ T NIEHETHEH)
2) 79 AF v 7 XM)F 4 v ¥a (100mm. 60mm 45 L < 1 35mm %)
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4) SCALEVIEW-S & WHLEEA IV HOGBAMEE & HE3Ee L > X
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QERLT WL v X T EF Y M 2T E L v X
OEVIDENT, model : XLPLN10XSVMP : 10x, NA=0.6, WD=8mm
OEVIDENT, model : XLSLPLN25XGMP : 25x, NA=1.0, WD=8mm

2. JHESBEMED (Y7 MR FV3000 % &)

@ HTREL > Xt T Pk
OEVIDENT, model : UPLSAPO10X2 : 10x, NA=04, WD=3.1mm
OEVIDENT, model : UCPLFLN20X : 20x, NA=0.7, WD=0.8-1.8mm
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71— (10rpm) T 35-40T. 30 MEE 5T %,
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Code No. Description Size
193-18455 | SCALEVIEW-A2 500mL
196-18521 | SCALEVIEW-SO 250mL
194-18561 | SCALEVIEW-S4 250mL
041-34425 deScale Solution 500mL
293-97001 AbScale-G Solution Kit 1kit
294-35631 | See Through Chamber, 0.3mm thick 10set
291-35641 See Through Chamber, 0.5mm thick 10set
295-35661 See Through Chamber, 1.0mm thick 10set
292-35671 | See Through Chamber, 2.0mm thick 10set
299-35681 See Through Chamber, 3.0mm thick 10set
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