Additional File 3

Figure A

Fragment analysis of breakpoint PCR of the familial 801-bp deletion encompassing
part of exon 6 of the PAH gene.

Figure shows an agarose gel with the deleted allele amplified in the proband. Size
ladder (Invitrogen 1 KB plus) is in the lane labeled as 1 kb+, while wild-type DNA in
lane 1, proband DNA in lane 2, and water in lane 3. The expected size of fragment
generated from normal wild type allele is 1134 bp. The size of the amplicon
generated from deleted allele is 344 bp. Asterisks highlight the bands sequenced.

Figure B

Sequence from the deletion locus of the familial 801-bp deletion encompassing
part of exon 6 of the PAH gene.

Sequence shows the breakpoints in relation to the adjoining sequence; repeat
elements, SNPs, exons, and primers. Sequence coordinates are listed according to
UCSC hg 18 build (March 2006), and the two interruptions demarcate the
breakpoints. Nucleotides in bold and capitalized font represent exons. Nucleotides in
bold and underlined font correspond to the primers used in breakpoint PCR.
RepeatMasker are highlighted with blue font, SNPs (130 build) are highlighted in red
font, and microhomology at breakpoints is shown boxed.

Figure C

Fragment analysis of breakpoint PCR of the familial 267-bp deletion encompassing
part of exon 1 and all of exon 2 of the EMD gene.

Figure shows an agarose gel with the deleted allele preferentially amplified in the
proband. Size ladder (Invitrogen 1 KB plus) is in the lane labeled as 1 kb+, while wild-
type DNA in lane 1, proband DNA in lane 2, and water in lane 3. The two alternative
reverse primers used in amplification are labeled as Ra and Rb. The expected sizes of
fragments generated from normal wild type alleles are written on top of the gel and
the sizes of the amplicons generated from deleted alleles are highlighted with an
arrow on the left. Asterisks highlight the bands sequenced.

Figure D

Sequence from the deletion locus of the the familial 267-bp deletion encompassing
part of exon 1 and all of exon 2 of the EMD gene.

Sequence shows the breakpoints in relation to the adjoining sequence; repeat
elements, SNPs, exons, and primers. Sequence coordinates are listed according to
UCSC hg 18 build (March 2006), and the two interruptions demarcate the
breakpoints. Nucleotides in bold and capitalized font represent exons. Nucleotides
that are underlined correspond to the primers used in breakpoint PCR. RepeatMasker
are highlighted with blue font, SNPs (130 build) are highlighted in red font, and
microhomology at breakpoints is shown boxed.
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Additional File 3, Figure B

chrl12:101,772,301-101,773,450

ttgtttttgctaaattaacatcctecttgacagaaagagtaacacccattt
Cacctggatatactgtacagagaggcttgcgactcaatgtactta
(Breakpoint @ chrl2:101,772,399 in intron 6)

)

at
taagctactcagatttcaattcagtccaaattcactgaatacctgctgta
tatgcaagactgtgctggttgtttccatatgcagcaccttacttcattcet
cataatttccctatgggaaaagctaaagagttgatacagtgtccatttga MIRDb
cagatgacaaaactgaggcaggtttactcagctggagaggattgaaggca
ggattcataccagatgcacagactcagagctcagggctcttggcaccatc
cccgaaaatagcacatttcttacacaaacacacactcctaactcataaca
cagcaggaactacagggcaaacaaaacaaaacaaaacaaaaaaaaacctc
agtgaagcaccttgggctttaagtgtgaaagaaaatacttttcagggaca
ggtacacggcaaaatccacagcctcaggtgtttgattgaatgaaagtgga
taaacacagtaggggctggagggaaggcagagcacagtgaaatttagttc
ttcctggaggaatcaacctgcatgcattcctacaagcacatgctttcata
cttgcctccacatacttgtcttccecttececctetectcectgectcaatect
cccccaactttcectgecagggecattgaccctgatgtggacttacTCTGCAG
GAACTGAGAAACGTCTTCCAGCTGGGGAATGTTATCTTCATGGAAGCCAC Exon 6
AGTACTTTTCAAGAAGTGGAAAAATGTGATTGTACTCATAGCAAGCATGG
GTTTTATACAAGGACTTCAGAGTCTTGAACACTGTGCCCCATGTTTTE:]
(Breakpoint @ chrl2:101,773,199 in exon 6)

T
TTCTTCCTCCATGTATTCCACTCGAGGGATGGGCTGCCCActagaataca
ggcacaaaataggtgtctcaagcagggcaggggcacagcagaacgcaggt
taggttagcagagggagtcggggaccagaacctgtgagctgccatcactt
gctacagtgaatttcatacattatttgaaagagaaaaattccacatcttg
atataggaaacattgttgttttgatttcccacatgaaagggtgatttggt

=)
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Reverse Primer Ra Rb
Expected band size in bp 480 677
1 2 3 1 2 3 1 kb+

310 bp

113 bp
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chrX:153260901-153261700
aacgattcggctgtgacgcgagcgcggccgctcecccgatgegetegtgecg
ccceegecgtgcetecteggecagecgt tgetCGGCCGCTTTTGGTAGGCCC
GGGCCGCCGCCAGGCCTCCGCCTGAGCCCGCACCCGCCATGGACAACTAC Exon 1
[EC
(Breakpoint @ chrX:153,261,053 in exon 1)
AGATCTTTCGGATACCGAGCTGACCACCTTGCTGCGCCGGTACAACAT
CCCGCACGGGCCTGTAGTAGgtacgcggcggcgggcgggacccctteecgg
gcccceccectectegtgetcecgectecgegaccteccecgectgecctececcegege
gccttcceccececggeccgeggecctgaccgeccegtgteccggecagGATCAAC
TCGTAGGCTTTACGAGAAGAAGATCTTCGAGTACGAGACCCAGAGGCGGC
GGCTCTCGCCCCCCAGCTCGTCCGCCGCCTCCTCTTATAGCTTCTCTGQt
gagagcctcgcctgtggggacagcctgggacgcggggaggatggggtegce
Gagggtgtggcaggggggc]
(Breakpoint @ chrX:153,261,419 in intron 2)
cggtcgagagcggcactggagaaaggggagdg
gaagtctgggggggcaaacagttctgtctcctecctttcaatccagACTTG
AATTCGACTAGAGGGGATGCAGATATGTATGATCTTCCCAAGAAAGAGGA
CGCTTTACTCTACCAGAGCAAGGgtaaggcaggggttgggtgggcacgct Rp
ggcaccttcacccgacttcgtcagggaccccgctcacagggaggacctga o
gacctcagtcccaaccactccagcagcecttaggagggagaaactgttaca

Exon 2




