Protocol for CAE Staining (Chloroacetate Esterase)[v1.2]
1) Deparafinnize Tissue

a. 3 changes of Xylene, 8 minutes for each change

b. 2 changes of 100% ethanol, 3 minutes each change or 20-dips
c. 2 changes of 95% ethanol, 3 minutes each change or 20-dips
d. 1 change of 70% ethanol for 3 minutes

e. Rinse/Clear in PBS for 5 minutes on clinical rotator

2) Prepare Chloroacetate Solution
Make sure that you have all your reagents out and ready, and perform this step as quickly as possible.
a. Obtain following pre-prepared solutions: (see notes below)
i. Naphthol-AS-D Chloroacetate

ii. New Fuchsin Solution 
iii. 4% Sodium Nitrite 

b. Make up the Chloroacetate solution:  

i. Per 5ml of 1xPBS [pH 7.2-7.8] quickly perform the following:  
1. Homogeneously Mix 12.5μl of 4% Sodium Nitrite with 12.5μl of New Fuchsin.  (Becomes Hexazotized New Fuchsin)                                   *Should look yellow-brown 
2. Add 225μl of Naphthol-AS-D Chloroacetate to the 5ml of 1xPBS, mix until homogeneous by inversion.
       *Should look translucent as a foggy white (Do not use if clumps form)
3. Add 25μl of Sodium Nitrite/New Fuchsin  mix to 5ml Naphthol/1xPBS mix.                                 

                                        *Solution should go pink
ii. Wipe off excess 1xPBS w/ Kimwipe and add chloroacetate solution dropwise over slides, and let stand at room  temperature for 45 minutes. 

3) Wash, Counterstain, and Coverslip
a. Wash slides in 1xPBS for 3 minutes. 
b. Counterstain tissue in filtered Harris Hematoxylin solution for 30 seconds.  Stain is time dependent, for darker staining allow longer incubations, for lighter stains reduce incubation time. 

c. Wash thoroughly in DI water ~  until solution goes clear.
d. One change of Saturated Lithium Carbonate - 5 dips

e. One change of DI water – 10 dips

4)  Dehydration and Mounting


a.  One change of  70% ethanol – 10 Dips


b.  Two changes of  95% ethanol – 10 Dips each

c.  Two changes of  100% ethanol – 10 Dips each

d.  Three changes of  Xylene – 10 Dips each

e.  Coverslip with Permount or Cytoseal 
Solutions:

•  New Fuchsin Solution:  Dilute 1 gram of New Fuchsin in 25ml of 2N HCL.  Filter. [ light sensitive] protect from light.
•  4%Sodium Nitrite Solution (w : v)(g :ml):  Dilute 1g Sodium Nitrite in 25ml of DI Water.  Filter.  
•  Naphthol AS-D chloroacetate Solution:  Dilute 10mg of Naphthol AS-D Choloracetate with 5ml N-N Dimethyl Formamide.  Store at -20C.
Ordering Information:

Item:

 


Company:




Catalog Number:


Quantity:

Naphthol AS-D choloracetate


Sigma




N0758-250mg


250mg
N-N dimethyl formamide


Sigma




D4551-500ml


500ml
New Fuchsin



Fisher




AC21214-0250


25g
Hydrochloric Acid



Fisher




A144-212



2.5L
Sodium Nitrite



Sigma




237213-100G


100g
Harris Hematoxylin



Poly Scientific



S212-32oz



947ml
10xDPBS




Invitrogen (prev. Gibco)


14200-075



500ml
