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[Introduction]

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

AbScale-G Solution Set is a reagent used for the AbScale-G, an
improved version of AbScale, that is Scale S's three-dimensional
immunohistochemical staining method.

Compared to AbScale, it has improved antibody staining ability
and enables observation using more antibodies and fluorescent
dyes. It can be used immediately by mixing the reagents in the
contents.

It can also be used for non-tissue transparency samples such as
regular tissue sections.

[Set Contents]
(1) Solution A 50 mL x1 bottle
(2) Solution B 2 mL X1 bottle

[Storage]
Store in the dark at 2-10C.

[Additional Required Materials]

Reagents :
Code No. Description Size
193-18455 SCALEVIEW-A2 500 mL
196-18521 SCALEVIEW-S0 250 mL
194-18561 SCALEVIEW-S4 250 mL
041-34425 deScale Solution 500 mL
160-16061 Paraformaldehyde 100 g
164-25511 1xPBS () 5L
215-00611 Urea 100 g

Equipments :

1) 5 mL/15 mL/30 mL/50 mL conical centrifuge tube (for each
sample)

2) 2 mL microcentrifuge tube (for each sample)

3) Culture dish (100 mm, 60 mm, and 35 mm diameter) (for
each sample)

4) Seesaw shaker

5) Fluorescence microscope and Recommend Objective lenses
for tissue clearing samples

[Procedure] (1-2 mm brain samples)

(Fixation)

1) Transcardially perfuse an anesthetised mouse with 4%
paraformaldehyde (PFA)/PBS (pH 7.6-7.8).
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2) Remove the whole brain and subject it to post-fixation in 4%
PFA/PBS at 4C for 72 hrs.

3) Wash the samples in PBS.

4) Prepare vibratome sections.

(Pretreatment)

1) Transfer to 15 mL tube™', add 5 mL of deScale Solution, and
rinse it at room temperature X 2 times.

2) Replaced with 6 mL of SCALEVIEW-S0 and incubate it with
gentle shaking (10 rpm) at 37C for 6 hrs.

3) Replaced with 6 mL of SCALEVIEW-A2 and incubate it
with gentle shaking (10 rpm) at 37C for 6-8 hrs.

4) Replaced with 6 mL of 8M Urea Solution and incubate it
with gentle shaking (10 rpm) at 37C for 6-8 hrs.

5) Replaced with 6 mL of SCALEVIEW-A2 and incubate it
with gentle shaking (10 rpm) at 37C for 34 hrs.

6) Replaced with 10 mL of deScale Solution and incubate it
with gentle shaking (10 rpm) at Room temperature for 6
hrs.

*1---Use tubes that match the size of the sample.

(Antibody staining, Re-fixation, Clearing)

1) Prepare antibody-diluted AbScale-G Solution.

- Add 75 uL of Solution B to 1.5 mL of Solution A.
+ Add antibody and mix well.

2) Transfer the sample to 2 mL tube, add 1), and incubate it
with gentle shaking (10 rpm) at 37°C for 3 days.

3) Transfer the sample to 15 mL tube™? add 5 mL of AbScale-O
Solution™® and incubate it with gentle shaking (10 rpm) at
room temperature for 5 min X 3 times.

4) Replaced with 5 mL of 4% PFA/PBS (pH 7.6-7.8) and incubate
it with gentle shaking (10 rpm) at room temperature for 30
min.

5) Replaced with 8 mL of SCALEVIEW-S4 and incubate it with
gentle shaking (10 rpm) at 37C for 6 hrs.

6) Replaced with flesh SCALEVIEW-S4 and store at room
temperature in the dark.

% 2---Use tubes that match the size of the sample.
% 3---AbScale-O Solution : 0.33 M Urea and 0.1% (wt/vol)
Triton X-100 in PBS (-) Solution

(Imaging)

1) Mount onto an imaging chamber. Use appropriate amount of
SCALEVIEW-$4 solution to mount the sample. Observe the
SCALEVIEW-S cleared samples using fluorescence
microscopy.

(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-S4 mounted samples will not be solidified. If
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necessary for each sample, 1.5-3.0% melting agarose can be
added to minimize movement artifacts during imaging.
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