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Supplementary table 1. The results of 78 samples. 

 

FP: False positive, FN: False negative, Q: Undecided or unclassified sample.
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Supplementary table 2. The GGGGCC-repeat numbers on 78 samples from 32 families. 
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Supplementary table 3B. List of products and equipment. 

Primers for RP-PCR 

P1 FAM-AGTCGCTAGAGGCGAAAGC 

P2 tacgcatcccagtttgagacgGGGGCCGGGGCCGGGGCCGGGG 

P3 tacgcatcccagtttgagacg 

P4 FAM-tgtaaaacgacggccagtCAAGGAGGGAAACAACCGCAGCC 

P5 caggaaacagctatgaccGGGCCCGCCCCGACCACGCCCCGGCCCCGGCCCCGG 

P6 caggaaacagctatgacc 

P7 FAM-CAAGGAGGGAAACAACCGCAGCC 

P8 ggataacaatttcacacaggGGGCCCGCCCCGACCACGCCCCGGCCCCGGCCCCGG 

P9 ggataacaatttcacacagg 

P10 FAM-AGTACTCGCTGAGGGTGAAC 

P11 cgtacgcatcccagtttgagaGCCCCGGCCCCGGCCCCGG 

P12 cgtacgcatcccagtttgaga 

P13 cacgacgttgtaaaacgaCCCCGGCCCCGGCCCCGG 
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Primers for amplicon-length analysis 

P14 FAM-CAAGGAGGGAAACAACCGCAGCC 

P15 CAAGGAGGGAAACAACCGCAGCC 

P16 GCAGGCACCGCAACCGCAG 

P17 FAM-CAGGTGTGGGTTTAGGAGGT 

P18 CCAGCTTCGGTCAGAGAAAT 

Size standard 

S1 GeneScan 500XL ROX and 500ROX Size Standard (Applied Biosystems, USA) 

S2 GeneScan 500LIZ Size Standard (Applied Biosystems, USA) 

S3 GeneScan 400HD Rox Size Standard (Applied Biosystems, USA) 

S4 GeneScan 600LIZ Size Standard (Applied Biosystems, USA) 

Analysis machine 

M1 3730 and 3730xl DNA Analyzer (Applied Biosystems, USA) 

M2 3130 and 3130xl Genetic Analyzer (Applied Biosystems, USA) 

M3 3500 Genetic Analyzer  (Applied Biosystems, USA) 

Analysis software 
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A1 Peak Scanner Software v1.0 or v2.0 (Applied Biosystems, USA) 

A2 GeneMapper Software v4.0 or v4.1 (Applied Biosystems, USA) 

A3 Geotyper v4 (Applied Biosystems, USA) 

A4 Agarose gel 

A5 In-house developed Tracl genotyping software 
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Supplementary table 4. The definitions of an expansion of the GGGGCC-repeat in 

C9orf72 as used in 13 laboratories. 

GGGGCC-repeat number (4 laboratories) 

 
> 24 repeats 
≥ 30 repeats 
> 30 repeats (2 laboratories)  

RP-PCR shape (2 laboratories) 

 
Clear saw-tooth sloping pattern 

GGGGCC-repeat number + RP-PCR shape (1 laboratory) 

 
 >30 repeats + Stutter profile in RP-PCR  

GGGGCC-repeat number + RP-PCR shape + Amplicon-length analysis result (1 laboratory) 

 
Saw-tooth pattern over 460 bp (30 repeats) in RP-PCR  + One amplicon in 

amplicon-length analysis 

RP-PCR shape + Amplicon-length analysis result (1 laboratory) 

 
Saw-tooth pattern in RP-PCR + One amplicon in amplicon-length analysis 

RP-PCR shape + Amplicon-length analysis result + Southern blot result (4 laboratories) 

 
Saw-tooth pattern with concave shape in RP-PCR + One amplicon in amplicon-length 

analysis + Expanded band in Southern blot 
One amplicon in amplicon-length analysis + Saw-tooth profile in RP-PCR + Expanded 

band in  Southern blot 
One amplicon in amplicon-length analysis + Long stutter in RP-PCR + Expanded band in 

Southern blot (2 laboratories) 
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Supplementary table 5. Summary of the Southern blot methods of three laboratories. 

 
Laboratory I Laboratory II Laboratory III 

Labelling Radioisotope Radioisotope DIG system 

Dose of gDNA 10 µg 10 µg 6-10 µg 

Probe primer-F TGACACACCAAGCGTCA

TCT 
TATTAAGGTTCGCACAC

GCTA 
AGAACAGGACAAGTTGCC 

Probe primer-R CACTGTGGGAGCAGTGT

CAT 
GACGGCTGACACACCAA

G 
AACACACACCTCCTAAAC

C 

Probe length 1000bp 210 bp 241 bp 

Restriction enzyme Xba I and Hind III Xba I and Hind III Xba I 
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Supplementary Figure 1a,b,c,d 
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Supplementary figure 1a.b.c.d (cont.) 

 

 

 

Supplementary figure 1. Detailed analyses of the results of the three samples with mutations. 

(A) The Rp-PCR and amplicon length analysis of sample 8.1. In RP-PCR there are four peaks before 

the wild-type allele peak at 290 bp. In amplicon-length analysis there are two peaks at 129bp 

(wild-type allele) and 131bp (the mutant allele), respectively and the two peaks are close together. 
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Saw-tooth pattern of 
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131bp: Peak of mutant allele with 6 repeats. 
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As a consequence, four laboratories interpreted this sample as having one amplicon. 

(B) The sequence of sample 8.1. The wild-type allele has two GGGGCC-repeats and the mutant 

allele has six GGGGCC-repeats with a complex 15 deletion/17bp insertion mutation. Sample 8.1 

and Sample 8.2 both carries this mutation. 

(C) The RP-PCR and amplicon length analysis results of sample 32.1. In RP-PCR there are four 

peaks before the 290bp peak (mutant allele) and a saw-tooth pattern peaks (expanded allele). In 

amplicon-length analysis there is one peak at 131bp (mutant allele) with 6 repeats. 

(D) The sequence of 32.1 illustrating the mutant allele which has six repeats with a complex 15bp 

deletion/17bp insertion mutation. 
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Supplementary Figure 2 

Laboratory I 
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Supplementary Figure 2 (cont.) 

Laboratory II 

 

Supplementary Figure II (cont.) 

Laboratory III 
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Supplementary Figure 2. The Southern blot results in three laboratories. 

Laboratory III ran out of DNA from one individual (sample 31.1). This laboratory therefore only 
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performed SB on 77 samples. 

PC: Positive control, NC: negative control, +: sample with large repeat expansion, - :sample without 

large repeat expansion. 


