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Table S1: Genetic and epigenetic data of the three families. 
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Detailed analysis of D4Z4 genotype on chromosomes 4 and 10 (columns Allele 4q-1, Allele 4q-2, Allelel 

10q-1 and Allele 10q-2), D4Z4 methylation (column FseI%) and SMCHD1 mutations for all individuals of 

families Rf1021, Rf1110 and Rf1121. Variant and phenotype data were submitted to the SMCHD1 gene 

variant database (www.LOVD.nl/SMCHD1/) with patient accession numbers 30789 to 30794 (column 

LOVD-ID). The position of the mutation in the SMCHD1 gene is given with respect to chromosome 

(GRCh37, NC_000018.9), transcript (NM_015295) and protein (NP_056110.2). The position of the 

SMCHD1 mutations and the type are also indicated. 

The comprehensive genotype of the D4Z4 region on chromosomes 4 and 10 was based on analysis of 

the size of the repeat arrays by pulsed field gel electrophoresis analysis, single sequence length 

polymorphism (SSLP) analysis at the proximal end of the repeat arrays and determination of the distal 

variation A or B, as previously described1 (see also the Fields Center for FSHD Research Website 

http://www.urmc.rochester.edu/fields-center/ for detailed protocols). The repeat lengths of the FSHD1-

sized D4Z4 repeat arrays was confirmed using Southern blot analysis of genomic DNA digested with 

EcoRI and double digested with EcoRI and BlnI separated by conventional linear gel electrophoresis, 

using a 5 kb ladder as DNA size standard (Biorad, 170-3624). Methylation levels in the proximal D4Z4 

repeat units of chromosomes 4q and 10q was performed as reported.2  

Mutation analysis of the SMCHD1 gene at DNA or RNA level was performed as described in our previous 

study.3 Primer sequences are available on request. 

http://www.lovd.nl/SMCHD1/


Table S2: Genetic data FSHD1 myoblasts in SMCHD1 depletion experiment. 

   Allele 4_1 Allele 4_2 Allele 10_1 Allele 10_2 

sample M/F units haplotype units haplotype units haplotype units haplotype 

FSHD1 a M 6 4A161 11 4A168 16 10A166 23 10A176T 

FSHD1 b F 6 4A161 52 4B168 18 10A166 21 10A166 

FSHD1 c F 4 4A161 13 4B163 9 10A166 19 10A166 

 

Detailed analysis of D4Z4 genotype (number of units and haplotype) on chromosomes 4 and 10 

(columns Allele 4_1, Allele 4_2, Allele 10_1 and Allele 10_2) for three different myoblasts that have been 

used in the SMCHD1 depletion experiment. Gender of the myoblast is indicated in column M/F. 

These unrelated FSHD1 myoblasts were obtained from the Fields Center and grown as previously 

described.3 Genetic analysis identified an FSHD-permissive DUX4-PAS containing 4qA chromosome with 

a repeat size of 6 units (FSHD1a and FSHD1b), or 4 units (FSHD1c). Two individuals (FSHD1b and FSHD1c) 

carry a 4qB haplotype on the non-affected chromosome 4 and therefore DUX4 expression is only 

possible from their FSHD1 allele.  
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