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Fluorescence microscopy

Lyse cells

•  Save 5% for Western blot
•  Save 20% for Northern blot

Pellet

Extract Nuclear RNA 
with Trizol

•  Wash 2X
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GGGTGGCTCG CACCTCTAAT CCCgGCACTT TGGGAGGCCA AGGCGGGCgG 150 

ATCgCCTGAg GTTAGATATT CAAAACCGGC CTGGGCAACg TGGTGggATC 200 

CCATCTCTAC TAAAAATACA AAAAAAAAAA AgTTAGCCAG GCATGGTGGC 250 

gGTCACCTGT ggTCCCAGCT ACTCGGGAGG CTGAGGCgGG AGAACCGCTT 300 

GATCCCATGA GGCAGAGGTT GTAGTGAGCC gAGATTGCgT CCTTGCATTC 350
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pEGFP-IRAlus transfected HEK293 cells 



           151                171                 191                211                 231                  251

Genomic DNA  ATCACCATGCCTGGCTAATTTTGTATTTGTAGTAGAGATGGGGTTTCTCCATGTTGGTCAGGCTGGTCTCAAACACCTGACCTCAGGTGATCTGCCTGCC

AK094248 ATCACCATGCCTGGCTAgTTTTGTATTTGTgGTgGAGATGGGGTTTCTCCATGTTGGTCgGGCTGGTCTCAgACACCTGACCTCAGGTGATCTGCCTGCC

Seq. 1        ATCACCATGCCTGGCTAgTTTTGTgTTTGTAGTgGAGATGGGGTTTCTCCATGTTGGTCgGGCTGGTCTCgggCACCTGACCTCgGGTGgTCTGCCTGCC
Seq. 2        ATCACCATGCCTGGCTAATTTTGTgTTTGTAGTgGAGATGGGGTTTCTCCATGTTGGTCgGGCTGGTCTCggACACCTGgCCTCgGGTGATCTGCCTGCC

Seq. 3        ATCACCATGCCTGGCTAgTTTTGTATTTGTAGTgGAGATGGGGTTTCTCCATGTTGGTCgGGCTGGTCTCggACACCTGACCTCAGGTGATCTGCCTGCC

Seq. 4        ATCACCATGCCTGGCTggTTTTGTATTTGTAGTgGAGATGGGGTTTCTCCATGTTGGTCgGGCTGGTCTCggACACCTGACCTCgGGTGATCTGCCTGCC

IRAlus

EGFP polyApEGFP-IRAlus-Nicn1

RT-specific primer

Position in AluSp

%
 e

d
it

in
g

A

B



pEGFP-Nicn1-IRAluSps
IRAlus

EGFP polyA

RT-specific primer

<= 2 editing sites 

> 2 editing sites 

Cyto. Nuc.
0

20

40

60

80

%
 o

f 
c
lo

n
e
s

U6

tRNAlys

T RT + - + - -M

Cyto. Nucl.

TOPO
cloning

39 clones from cyto. fraction
35 clones from nuc. fraction

Northern blot

C N



IRAlus RNA SC35 DAPI

IRAlus RNA PSP1� DAPI

Merge

Merge

a b c d

e f g h



RNA T7-p54nrb Merge +DAPI

pEGFP-Alu-Lin28

pEGFP-IRAlus-Lin28

a b c d

e f g h



pEGFP-IRAlus-ms2

Input
p54nrb

IP

p54nrb

IgG HC

M

Input p54nrb IP Mock IP

IRAlus-ms2

Transfection:  pEGFP-IRAlus-ms2

Input
Mock

IP

ms2EGFP

IRAlus

Primers for RT-PCR

polyA

1 2 3 4 5 6 7

1 2 3 4

A

B C

Western blot

RT+ - + - + -



293  HeLa 293  HeLa

Western Blots

293  HeLa  None 293  HeLa  None

Coomassie-stained gel

PSF

p54nrb

PSP1

hnRNP C

IgG HC

IgG LC

IP p54nrb IP hnRNP C1/C2

IP p54nrb IP hnRNP C1/C2

PSF

p54nrb

PSP1

hnRNP C

A B
M



CREB1

NXN

DHFR

Bicd1

Sept9

ASB8

GAPDH

U2 snRNA

ABHD1

PREB

Nucle
ar

 R
NA

IP
 p

54
nrb

IP
 h

nRNP C
1/C

2
Nucle

ar
 R

NA
IP

 p
54

nrb
IP

 h
nRNP C

1/C
2

IRAlus

+

-

+ RT - RT

A B

0

5

10

15

20

25

30

0-5% over 10%5.1-10%

hnRNP C

Nuclear RNA

p54nrb

Percent Editing

P
er

ce
n

t 
o

f 
C

lo
n

es
-

-

+

+

+

+

+

+

C1/C2


