Routine PrP IHC staining work sheet – Sequenza and Bench

Purpose of run 
CONJUGATE


ABC @ 1/25



DAB

1/25

LINK
DILUTION(S)


RB V RT @ 1/200



LINK BLOCK(S)
DILUTION(S)


NRB @ 1/66




IHC Run No



ANTIBODY(S)
DILUTION(S)

R145 @ 1/150







BLOCK
DILUTION(S)


NRB @ 1/66


CONTROL SERA
DILUTION(S)

















Initial at each stage 		                                 Time          Initials       Date        Variation            Comments

1
Melt on @ 60°C           Yes     No 
30 mins




2
Dewax, rehydrate and tap water wash @ 19 - 22°C




Varistain checked                                                                                    
3
Epitope unmasking - Formic acid
30 mins



Fume cupboard                                                                                                                                                                                                        
4
Running tap water
15 mins



Fume cupboard                                                                                                                                                                                                        
5
Purified water x 2 rinses





6
Epitope unmasking - Citrated Autoclaving 
Total time from heating up to cooling down
30 mins
+ 2.5 hours



121°- 122°C
Autoclave No
7
Running tap water
10 mins




8
Endogenous peroxidase block – 
3% Hydrogen Peroxide (100 vols) in Methanol
20 mins




9
Running tap water
10 mins




10
Purified water
Room temp.
Overnight 






11
TBST wash 
5 mins




12
Normal Serum Block - 
20 mins



Incubate    @           °C             
13
1° Antibody - 
1 hour



Incubate    @           °C             
14
TBST wash                         
 3 x 5 mins

                                                               


15
Link -
30 mins



Incubate     @          °C             
16
TBST wash                         
3 x 5 mins




17
Conjugate - Vector Elite ABC
30 mins



Incubate    @           °C             
18
TBST wash                         
3 x 5 mins

                                                                                                        


19
DABT check


                                                         


20
DABT
10 mins



Incubate    @           °C             
21
Purified water 
5 mins




22
Running Tap water 
5 mins




23
Mayers Haemalum Counterstain
variable



Time
24
Running Tap water 
10 mins




25
DCM




Varistain & Consul checked                                               
26
Dry 




Fume cupboard 
27
Scrape & label
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