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Figure S1. Gene editing efficiency and frequency of InDels determined using 

the ICE Software. (A) Representation of InDels in the non-edited wt clones 

(X/X); Top: sgRNAs sequences used and percentage of InDels for the mixture 

of sgRNAs. Bo�om left: ICE InDels profiles generated by the sgRNAs. Bo�om 

right: Comparison of the reference non-edited sequence (control in orange) and 

the non-edited wt clone (edited in green). (B) Representation of InDels in the 

edited heterozygous clones (X/A); Top: sgRNAs sequences used and 

percentage of InDels for the mixture of sgRNAs. Bo�om left: ICE InDels profiles 

generated by the sgRNAs. Bo�om right: Comparison of the reference non-

edited sequence (control in orange) and the edited heterozygous clone (edited 

in green). (C) Representation of InDels in the edited compound heterozygous 

clones (A’/A); Top: sgRNAs sequences used and percentage of InDels for the 

mixture of sgRNAs. Bo�om left: ICE InDels profiles generated by the sgRNAs. 

Bo�om right: Comparison of the reference sequence non-edited (control in 

orange) and the edited compound heterozygous clone (edited in green). (D) 

Representation of InDels in the edited homozygous clones (A/A); Top: sgRNAs 

sequences used and percentage of InDels for the mixture of sgRNAs. Bo�om 

left: ICE InDels profiles generated by the sgRNAs. Bo�om right: Comparison 

of the reference non-edited sequence (control in orange) and the edited 

homozygous clone (edited in green). 
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Figure S2. Expression of glycosylated α-DG in the selection of 16 clones. (A) 

Expression of the glycosylated α-DG using IIH6 antibody by western blot from 

the original wt myotubes (wt AB1190), the immortalized LGMDR9 patients 

myotubes (FKRP 17PV), and the edited clones (clone 1, clone 3, clone 5 and 

clone 6). β-DG was used as housekeeping protein. (B) Expression of the 

glycosylated α-DG using IIH6 antibody by western blot from the non-edited 

clone 4 and the edited clones (clone 10, clone 15, clone 16 and clone 28). β-DG 

was used as housekeeping protein. The “x” corresponds to an empty well. (C) 

Expression of the glycosylated α-DG using IIH6 antibody by western blot from 

the non-edited clone 31 and the edited clones (clone 29, clone 40, clone 46 and 

clone 47). β-DG was used as housekeeping protein. The “x” corresponds to an 

empty well.  (D) Expression of the glycosylated α-DG using IIH6 antibody by 

western blot from the non-edited clone 59 and the edited clones (clone 64, clone 

65, clone 69 and clone 70). β-DG was used as housekeeping protein. (E) 
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Quantification of glycosylated α-DG normalized in 4 groups: WT/non edited 

clone (AB1190/clone 4, 31 and 59), FKRP 17PV cell line, edited clones with 

glycosylated α-DG signal (clones 5, 10 and 64), edited clones with no 

glycosylated α-DG signal (clones 1, 3, 6, 15, 16, 28, 29, 40, 47, 65, 69 and 70). **** 

p-value < 0.0001 following an unpaired t-test. 

 

Figure S3. Expression of glycosylated α-DG in WT and FKRP immortalized cell 

lines. (A) Expression of the glycosylated α-DG using IIH6 antibody by western 

blot from the original wt myotubes (wt AB1190) and the immortalized 

LGMDR9 patients myotubes (FKRP 17PV). Two different experiments were 

performed. (B) Quantification and normalization of glycosylated α-DG 

normalized (n=9 per cell lines). ** p-value = 0.0011 following an unpaired t-test. 

 

Figure S4. Myotube differentiation observed by microscopic analysis and 

immunofluorescence staining in edited clones. (A) Brightfield pictures of the 

original wt cells (AB1190), the non-edited wt clones (wt C.31 and wt C.59) and 

the edited wt clones (KO C.6 and KO C.28) at myotube stage. Scale bars = 1,000 

µm. (B) Immunofluorescence staining (α-actinin and MYHC) of the edited 

clones (KO C.6 and KO C.28). Cell nuclei were labelled with DAPI dye. Scale 

bars = 100 µm. 
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Table S1. In silico analysis of off-targets with CRISPOR TEFOR (A) Top 10 locus 

of off-targets for sgRNA1. (B) Top 10 locus of off-targets for sgRNA2. (C) Top 

10 locus of off-targets for sgRNA3.


