Johansen’s Safranin O and Fast Green stain for sectioned Arabidopsis material

To make the final 1% w/v Safranin O solution:

1) take 50ml “2-METHOXYETHANOL” (METHYL CELLOSOLVE)

2) mix with 25 ml 100% ETOH


3) and 25 ml DI water

4) add 1 gram of sodium acetate and dissolve

5) add 2 ml of 37%formaldehyde (formalin) (use in hood)

6) finally add 1 gram of Safranin O powder to make the final 1% w/v Safranin O solution.

To make the Fast Green staining solution

1) Mix 33.3 ml “2-METHOXYETHANOL” (METHYL CELLOSOLVE)

2) with 33.3 ml 100% ETOH

3) with 33.3ml Methly Salicylate

4) finally add 0.05 grams of Fast Green FCF to the 100 ml of the solvent
To make the clearing solution

mix 100 ml methyl salicylate

with 50 ml of 100% ETOH 

with 50 ml of 100% Xylene

To make the ‘used’ (diluted) clearing solution

mix 50 ml of clearing solution

with 25 ml of 100% ETOH 

and 25 ml of 100% Xylene

---------------

other solutions you will need:

 a graded ETOH series from 100% through 70%

95% ETOH  plus four drops Ammonium hydroxide per 100 ml
95% ETOH plus 0.5% picric acid or 0.5% HCL
ddH20

100% xylene -  times 2

plus one xylene 100% with just 2 0or 3 drops of 100% ETOH in it 

Staining of tissue sections:

1) Remove the wax from the sections with 2 times 10 min wash in 100% Xylene.

2) Bring through a graded ETOH series from: 
100% ETOH - 5 min
100% ETOH - 5 min
95% ETOH - 2 min
85% ETOH - 2 min
70% ETOH - 2 min

3) Stain 2 -24 hrs in the 1% w/v Safranin O solution: Let’s try for 2 hrs the first time


4) Rinse the slides in ddH20 for two times 5 minutes with gentle agitation


5) Dehydrate for 10 seconds in 95% ETOH plus 0.5% picric acid or 0.5% HCL.


6) Wash 10 seconds to 1 minute in 95% ETOH  plus four drops Ammonium hydroxide per 100 ml- dont go longer because you will destain the tissue completely. 

7) Dip about 10 seconds in 100% ETOH to finish dehydration


8) Counter stain for just 5 to 15 seconds in Fast Green 0.05%w/v. Test one slide at a time to prevent over-staining by the fast green. Use a minimal amount of time in stain. 

9) Rinse excess Fast green with “used” (diluted) clearing solution. 


10) wash slides in clearing solution by dipping for 10 seconds.


11)  Remocve clearing solution by dipping in the xylene plus 2-3 drops of 100% ETOH


12) Clear in xylene 2 washes of 5-10 minutes each. 


13)  Mount the coverslip with cytoseal or similar xylene based mounting medium.

