


FIG 1 

ATXN2 Promoter Luciferase 

  1st  
  ATG 
(+163) 

-1062 in pGL2-5A3 
-5583 in pGL2-L5A3 

+1 3’-UTR end 
(+598 bp  
after stop)  

3’-UTR end 
(+1012 bp  
after stop) 

 5’-UTR 

  2nd  
  ATG 
(+658) 

[ Luc stop — 
   4 ATXN2 bp — 
        ATXN2 stop ]  

(CAG)1  
Luc ATG  CTG 

ATXN2  3’-UTR         Downstream Exon1 



Fig 2A 

pGL2.Enh 

Mock 

pGL2-5 

pGL2b-5-3 

pGL2b-5A3 

pGL2-5A3 CTG-Luciferase 

Vector PolyA 

Vector PolyA 

ATXN2 PolyA 

ATXN2 PolyA 

ATXN2 PolyA 

ATXN2 ---ATG1 

ATXN2 ---ATG1 

ATXN2 ---------ATG2 

ATXN2 ---------ATG2 

ATG-Luciferase 

ATG-Luciferase 

ATG-Luciferase 

ATG-Luciferase 

Out of frame 

Out of frame 

A 



ATXN2 Promoter 

2nd ATG 
(+658) 

1st ATG 
(+163) 

-1062 +1 

B 

Fig 2B 

X 
X  ADD CHART 

CTG-Luciferase 

CTG-Luciferase 

CTG-Luciferase 

ATXN2 Promoter 

2nd ATG 
(+658) 

1st ATG 
(+163) 

-1062 +1 

X  ADD CHART 
CTG-Luciferase 

CTG-Luciferase 



Western blot with ATGs mutated 



Fig 3A 

A -5583 L5A3 

ATXN2 Promoter 

-5583 
Eco RI 

+1 

5A3 

-1062 

Mock 

ADD CHART 



ROI 

Fig 3B 

ATXN2 Promoter 

2nd ATG 
(+658) 

1st ATG 
(+163) 

-1062 
-1045 

-892 
-816 

-620 
-555 

-509 
-493 

-351 
-239 

-55 
+41 

+324 

-1062 

PD-1 
5A3 

PD-2 
PD-3 
PD-4 
PD-5 
PD-6 
PD-7 
PD-8 
PD-9 
PD-10 
PD-11 
PD-12 

Mock 

+1 

B 



ROI C 

Fig 3C 



D 

ADD Chart 

Fig 3D 

1st ATG  
(+163) 

IPD-15 
IPD-16 
IPD-17 

ATXN2 Promoter 

-19 to +86 
+87 to +186 
+187 to +286 

Region Deleted 

5A3 No deletion 

+1 

IPD-20 
IPD-21 
IPD-22 

IPD-25 
IPD-24 

IPD-26 

IPD-23 

IPD-27 
IPD-28 
IPD-29 
IPD-30 
IPD-31 

-29 to +3 
-21 to +37 
+4 to +37 

+279 to +362 
+231 to +314 

+369 to +548 

+44 to +109 

+369 to +578 
+395 to +604 
+409 to +591 
+421 to +630 
+451 to +630 

ROI 



acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 

acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 

acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 
ETSF (‐) 
DICE (‐) 

FKHD (+) 
HOMF (+) 
STAT (+) 
STAT (‐) 

5’-ccgtctgacccctccgactcgaggtaaagagtccc-3’ Primer MutR1 
5’-ccgtctgacccctc--------------gagtccctatccgc-3’ Primer MutR2 

0 

0.5 

1 

1.5 

2 

Mock  5A3  R1  R2 

FI
RE

FL
Y 
/ 
RE

N
IL
LA

 

B 

R1                       51% 
R2                       76% 
IPD‐16               72% 

acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 

acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc
acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 

A 

ETSF & FKHD remain 
All eliminated 

+69  +140 +86, start of IPD‐16 

    % ReducYon  
compared to 5A3 DeleYon 

  “SO7”  acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 
  “WT”  acgttctgcttccgtctgacccctccgacttccggtaaagagtccctatccgcacctccgctcccacccggc 

Fig 4 



EMSA data  



Probe = “WT” 



N
o 
A
nY

bo
dy
 

20
0x
 C
ol
d 
Pr
ob

e 

N
ER

Fc
 A
nY

bo
dy
 

N
ER

Fv
 A
nY

bo
dy
 

ST
AT
3 
A
nY

bo
dy
 

N
o 
A
nY

bo
dy
 

20
0x
 C
ol
d 
Pr
ob

e 

N
ER

Fc
 A
nY

bo
dy
 

N
ER

Fv
 A
nY

bo
dy
 

ST
AT
3 
A
nY

bo
dy
 

10 min cold probe incubaYon  
Then added hot probe and  
Incubated addiYonal 60 min 

10 min cold probe incubaYon  
Then added hot probe and  
Incubated addiYonal 20 min (my usual method) 

The reacYons between 
Lec and right are 
idenYcal but they have 
2.5 Ymes the amount of 
hot probe and 50% 
more nuclear 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ELF2 

NERF  = New ETS related 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the N 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isoform 2 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TACCGGAAGTCG 

From Oefgen et al., 1996, characterizaYon of NERF… 

ATXN2 
TACCTCGAGTCG MutR1 



Expression based on informaYon in the Human Protein Atlas 
www.proteinatlas.org/ 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