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fig. S1. Isolation of SMCR8-associated proteins. (A and B) Silver staining analysis of Flag affinity purified 

fractions from cytoplasmic extracts of Flag-GFP and Flag-SMCR8 HEK293 cell lines.  Asterisks indicate 

common contaminants of Flag purification (SKB1, -tubulin and MEP50). Flag-SMCR8 associated proteins as 

identified by mass spectrometry are indicated. (B) Superose 6 gel filtration fractions from SMCR8 cytoplasmic 

flag affinity purification. Fractions were resolved by 4-12% SDS-PAGE and analyzed by silver staining (Top) 

and western blot with corresponding antibodies (Bottom).  

  



 
 

 

fig. S2. Identify C9orf72- or SMCR8-associated Rab GTPases. (A) Individual GFP-tagged Rab GTPase 

constructs were transfected into N2A cells. GTPase proteins were immunoprecipitated (IP) with GFP beads 

followed by western blot analyses using antibodies against C9orf72. (B) Flag-tagged SMCR8 and GFP-tagged 

RAB39B were transfected into N2A cells. SMCR8 proteins were immunoprecipitated (IP) with m2 beads (anti-

Flag) followed by western blot analyses using antibodies against GFP. 

 

 



 
 

 

fig. S3. Characterization of SMCR8 and C9orf72 shRNA constructs. (A) Western blot analysis of SMCR8 

expression in HEK293 cells transfected with control, SMCR8 shRNA1, or SMCR8 shRNA2 constructs. -actin 

serves as the loading control. (B) RT-PCR analysis of SMCR8 mRNA in HEK293 cells transfected with control, 

SMCR8 shRNA1, or SMCR8 shRNA2 constructs. (C) HEK293 cells transfected with control, SMCR8 shRNA1, 

or SMCR8 shRNA1 plus Flag-SMCR8 DNA followed by western blot analyses using antibodies as indicated. -

actin serves as the loading control. (D) RT-PCR analysis of C9orf72 mRNA in N2A cells infected with 

lentiviruses expressing control, C9orf72 shRNA1, or C9orf72 shRNA2.   

  



table S1. Polypeptide composition through Flag-C9ORF72 immunopurification by mass spectrometry. 

 


