Silver Stain

Purpose:   To evaluate the degenerating neurons after anesthetic combination exposure.
Fixative:   4% Paraformaldehyde, Cacodylic fix

Equipment:  Superfrost plus slides, netwells, paper towels, accumount coverslipping medium, spatula, balance, foil, hood, hotplate

Reagents:

Allantoin (0.1%)

0.1     g     allantoin

100 ml     d H20

Borate buffer

Solution A :  0.1 m boric acid

0.618 g      boric acid

100       ml     d H20
Solution B : 0.025m sodium tetraborate

0.954    g      sodium tetraborate

100      ml     d H20

add sol. B to sol. A until ph = 8.5    (approx. 15 ml each sol.)

Cupric Nitrate(1%)—1% Cu(N03 )2
1          g      cupric nitrate

100     ml     d H20

Gelatin solution

4         g       gelatin          gelatin & 200 ml  H20 heat on hotplate until gelatin melts, add 200mls                                      
200     ml     d H20           100%  etoh  under hood.

200     ml     etoh 100% 

Sodium Hydroxide(4%)   NaoH 

4        g       sodium hydroxide

100    ml    d H20 

Potassium ferricyanide (0.3%)  KFeCN

0.45   g      potassium ferricyanide

150    ml   d H20

Sodium thiosulfate (0.33%)

0.5    g       sodium thiosulfate

150   ml     d H20

Etoh

95%

100%

Xylene

Procedure:

1) Obtain sections needed for staining under diseccting scope and place in netwells containing pb   buffer. Fill out stain sheet  as example included with protocol.

2) Wash section x5 di  H20  -  3 min. ea.

3) Pre-incubate with Cupric Silver solution 1 hour in oven temp. 40oC. 

Make solution fresh , lights off in hood, cover dish w/ aluminum foil.

Cupric silver solution:

120     ml d H20 

1         ml 1% CuNO3 
1.05    g AgN03
10       ml 1% allantoin

6         ml  pyridine

12       ml  100%  etoh

6         ml borate buffer 

4) Wash with 150mls acetone for 30 sec.- 3 min. ( do not blot )

5) Place in fresh ammoniacal silver solution 

Ammoniacal silver solution 

12 g AgN03
120     mls di H20 dissolve AgN03 in the H20

30 mls 0.4% Na0H-sol. Will turn brown

15 mls NH40H sol. Will clear completely

                    agitate sections for 35 min. @ rt in dish covered with foil.

6) Blot

7) Without rinsing, transfer sections to reducing bath, and agitate 90 sec. – 5 min.

Reducing bath

135 mls  d H20    

15 mls  100%  etoh

180 µl 37%  w/w formaldehyde 

10.5 mg citric acid  

8) Blot

9) Rinse in d H20 x2 30 sec each

10) Bleach 10 min. 0.3% potassium ferricyanide

11) Blot

12) Wash in d H20 x2 30 sec each

13) Stabilize with 0.33% sodium thiosulfate for 1 min.

14) Blot

15) Wash in d H20 x3 1 min. each,

16) Blot after each step.

17) Place one section in gelatin at a time, mount.

18) Allow sections to dry on slides.

19) Dehydrate and coverslip

       95%  etoh          x2

       100%  etoh        x2

        xylene               x2

 20) Coverslip using cytoseal 60.

