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Experimental Plan 

2 mice saline  I screwed up one control mouse 
2 mice 62.5 ug ASO 
2 mice 125 ug ASO 
2 mice 250 ug ASO   one mouse died the morning aGer injec*on 

On day 8 brains were excised: 
AGer injec*on mice were maintained 8 days 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ID numbers 

For studying distribu*on of ASO, the 
symmetry of ASO distribu*on, and to 
see if we can visualize the site of 
injec*on.  This work is not done, not 
presented here. 

Injec*ons were 7 microliters 
Mice were FVB, about 12 wks old 



qPCR primers 

Primers failed 
(amplified 2 bands 
and never showed 
reduc*on) 

Good primers 

We have a 3rd set in this region 
that we decided not to use aGer 
we found set MAL2 was working   



First qPCR day 

Three wells per sample making up average values. 

ASO dose (micrograms) 

Mouse ID 

Preay convincing dosewise changes.  A second try is always beaer: 



On the second qPCR day we used only mice M3 (control), M5 (62.5), M6 (125), M8 (250) 
and did three replicate trials with replica*on within each trial: 

Individual trials 
Raw data 

Pooled data 
% of control  
(mean and SD) 

“Star*ng quan**es” shown 

SD calculated with N=3 



qPCR suppor*ng data 

M3  M8  M3  M8 

Ac*n  MALAT1 (“set Mal2”) 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M8 didn’t amplify in this run  

Gel analysis of selected samples from the qPCR day 1 experiment 



Immunohistochemical Staining with an2‐ASO 

Coronal cerebellar sec*ons only.   
Each of M3‐M8 stained as follows: 

A)  Rabbit IgG control in place of an*body (matched 1:10,000 dilu*on) 
B)  1:10,000 an*‐ASO 
C)  1:40,000 an*‐ASO 

The results showed the following: 
1—no staining for saline mouse M3 for any of the condi*ons 
2—no staining for the “A” IgG control condi*on for any of the mice  
3—Strong staining for 1:10,000 for mice M4‐M8, strongest for M8 
4—Very clean staining for 1:40,000 for mice M4‐M8 
5—Most Purkinje cells stain throughout the sec*ons 
6—Selected cells deep inside the medulla stained while others did not uptake the ASO 
7—Most staining was punctate.  We were cau*ous and only did the DAB Chromagen 
incuba*on for 3 min. Since controls were en*rely nega*ve we can stain longer for 
beaer signal.   



40 x obj 
1:10,000 ab 

Complete set all shot with same light 

M3  M4 

M5  M6 

M7  M8 



M8, cells in center of the medulla 

M8, the majority of staining is along 
the molecular layer – nuclear layer 
boundary.  Small cells of the molecular layer 
stain and cells in the nuclear layer 

M7, Purkinje cells have punctate 
staining 

M8, IgG control totally nega*ve  M3, saline injected mouse stained  
with 1:10,000 ab totally nega*ve 

100x 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40x 



DraG figure for Na*onal Ataxia Founda*on grant: 


