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Margherita Lo Bello,1 Francesca Di Fini,1  Antonietta Notaro,1 Rossella Spataro,1 Francesca L. Conforti,2 Vincenzo La Bella, 1*

1 ALS Clinical Research Center and Laboratory of Neurochemistry, Department of Experimental Biomedicine and Clinical Neurosciences, University of Palermo, 90129 Palermo, Italy;  
2 Institute of Neurological Sciences, National Research Council, Mangone, Cosenza, Italy
SUPPLEMENTAL MATERIAL

Revision R1 
Supplemental Data (n° 6 item): TAB. S1, Fig. S1, Fig. S2, Fig. S3, Fig S4, Fig S5





Captions to the supplemental Figures
* Corresponding author: 

Prof. Vincenzo La Bella, MD, PhD

ALS Clinical Research Center

Department of Experimental Biomedicine and Clinical Neurosciences

Via G La Loggia 1 – 90129 Palermo, Italy

Ph: 0039 091 655 5158 – fax: 0039 091 655 5158

e-mail: vincenzo.labella@unipa.it
Supplemental TAB. 1. Clinical and Demographic characteristics of the subjects included in the study
      Subjects
FUS P525L 
         FUS P525              HC                    sALS
          

          
            MC1 (IV-2)            MC2 (IV-5)          (n=2)*                  (n=2)*

Age at onset/testing
 (years)**
  

 22

            27
            38.5 + 19
    67.5 + 3.5

Disease duration

N.A.

         N.A. 

N.A.

    10.5 + 2.1  

from onset (months)


Sex (M/F)


Female
      Female

  2/0

          0/2  


Education (years)

  8

           8
        12.5 + 0.7                 6.5 + 2.1

Disease progression
N.A.

        N.A.

N.A.
       
      1.2 + 0.5

(∆FS)

Site of onset


N.A.

        N.A.

N.A.
                1 Bulbar  












    1 Spinal

HC, healthy controls; sALS, sporadic ALS; ΔFS is the rate of disease progression and is calculated according to the formula of Kimura et al., 2006 [26]. 

* data are expressed as mean + SD;  **age at the genetic testing (for carriers and the healthy subjects); N.A. = not applicable

Captions to the Supplemental Figures

Fig. S1. Pedigree of the ALS Sicilian family with P525L FUS mutation. The black symbols depicts the affected members, including the proband (IV-1). The blue circles indicate the two asymptomatic sisters carrying the mutation; the green square indicate the healthy brother who underwent the genetic testing which was negative.

Fig. S2. A schematic representation of the FUS protein with the peptide region (black) used to raise the polyclonal anti-FUS antibody. The P525L mutation is located at the C-terminus, inside the Nuclear Localization Signal (NLS) domain (yellow).

Fig. S3. Flow chart of the subcellular fractionation of the cultured skin fibroblasts.

Fig. S4. Low-magnification view (10x) of P525L MC1 fibroblasts double stained with FUS and TIA-R after DTT-induced stress
Fig. S5. The stress granules specific marker G3BP1 fully co-localize with FUS and TIA-R in cytoplasmic granules of fibroblasts from a sALS patients. Cellular stress was induced by incubating the dishes with 3mM DTT for three hours. 

A. G3BP1 (polyclonal Ab; 1:1000) and TIA-R (monoclonal Ab; 1:500) co-localization. B. FUS (polyclonal Ab, 1:1000) and G3BP1 (monoclonal Ab, 1:1500) co-localization.
