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Anesthetize the mouse

Transcardially perfuse the anesthetized mouse with PBS + heparin

Heparin
Sigma
H3393
Dissolve 100KU in 5 mL of PBS for a 20KU/mL solution. This is 1000x. Store @ 4 deg C.
Right before perfusions, dilute 1000-fold with PBS. Mix. 

Perfuse PLP fixative with 2% formaldehyde (see page 4)

Dissect out the brain

Rinse away the excess fixative with PBS

Place the brain in a dish with PBS

Bisect the brain then dissect the two sides of the brain to reveal the ventricular wall

Post-fix in PLP fixative with 2% formaldehyde on nutator overnight @ 4 deg C

Rinse the brain with 1-2 changes of PBS

Block with 0.3 M glycine in PBS, pH 7.4 (see page 5) on nutator overnight @ 4 deg C

Store the brain in the glycine in PBS buffer @ 4 deg C

When ready to do the staining, transfer to a dish with PBS, dissect away the excess brain tissue

Permeabilize the brain with Triton X-100 in PBS @ room temperature

Immunostain as described in Nam and Capecchi, 2020 (see page 7)



The original inspiration for my PLP fixative, obtained from the Internet
I do something slightly different, see page 4





Here is what I do to make the fixative in Nam and Capecchi, 2020

Make 2x PB buffer with lysine and sodium metaperiodate, cool on ice
Make 2x formaldehyde in water, cool on ice

Right before the perfusions, I mix the two, then proceed as described on page 1

To make 100 mL of 2x PB buffer with lysine and periodate
Dissolve
2.738 g of lysine (Sigma catalog # L5626)
0.428 g of periodate (Sigma catalog # 71859)
in 100 mL 0.2 M (2x) PB, cool on ice

To make 200 mL of 2x PB Buffer with lysine and periodate
Dissolve
5.476 g of lysine
0.856 g of periodate
in 200 mL 0.2 M (2x) PB, cool on ice

To make 2 L of 0.2 M (2x) PB
Dissolve
8.83 g of sodium phosphate monobasic
45.01 g of sodium phosphate dibasic heptahydrate
in some purified water
Adjust pH to 7.4 with NaOH, add more water to volume, filter, store at room temperature

To make 4 L of 0.2 M (2x) PB
Dissolve
17.66 g of sodium phosphate monobasic
90.03 g of sodium phosphate dibasic heptahydrate
in some purified water
Adjust pH to 7.4 with NaOH, add more water to volume, filter, store at room temperature

To make 100 mL of 2x formaldehyde (4%)
Dissolve
4 g of paraformadehyde
in some purified water
Heat, add NaOH, wait to dissolve, add more water to volume, cool on ice

To make 200 mL of 2x formaldehyde (4%)
Dissolve
8 g of paraformadehyde
in some purified water
Heat, add NaOH, wait to dissolve, add more water to volume, cool on ice



After the post-fix, I block the brains with glycine in PBS buffer

0.3 M glycine in PBS, pH 7.4.

For 2 L, 45 g glycine.

Dissolve glycine in 1/10 volume of 10x PBS and some purified water, pH to 7.4 with NaOH, bring to 
volume with more water. Filter. Store @ 4 deg C.

Glycine
Sigma
ReagentPlus®, ≥99% (HPLC) 
G7126





Nam and Capecchi, 2020 immunofluorescence buffers

Block buffer

Stock Final 500 1000 2000 3000 4000 5000 10000

100% (v/v) NGS 10% NGS 50 100 200 300 400 500 1000

20% (v/v) TX-100 0.1% TX-100 2.5 5 10 15 20 25 50

2% (w/v) BSA in 
PBS

0.5% BSA in PBS 125 250 500 750 1000 1250 2500

1 mg/ml goat anti-
ms Fab

20 ug/ml goat anti-
ms Fab

10 20 40 60 80 100 200

PBS 312.5 625 1250 1875 2500 3125 6250

Antibody buffer

Stock Final 500 1000 2000 3000 4000 5000 10000

100% (v/v) NGS 1% NGS 5 10 20 30 40 50 100

20% (v/v) TX-100 0.1% TX-100 2.5 5 10 15 20 25 50

2% (w/v) BSA in 
PBS

0.5% BSA in PBS 125 250 500 750 1000 1250 2500

PBS 367.5 735 1470 2205 2940 3675 7350

Can also use PBST 
(0.1% TX-100)

Normal Goat Serum 
from Vector Labs

BSA from Jackson 
ImmunoResearch

Goat anti-ms Fab 
from Jackson 
ImmunoResearch
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