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Primer sequences

Applications Forward (5'-3") Reverse (5'-3')

Methylation analysys
Bisulfite sequencing & COBRA

LAPTM5-region-l TGGTAGTGTTTITTTTAGTAAGT AAAAATTCTTTCATTTATAAAAAA
LAPTM5-region-ll GTTAAATGGTTGGGGGTATTITG AACTTCACAAATTACCCAACAA
RAP1GA1 TTAGTTGTTGTTAAGAT AAAACCCTCCTCCAAAACCTA
Ms-SNuPE
Primer for extension (19 mer) TGTTTC/TGTTTTAGTTGTGA
MS-PCR
Smal-1 TTAACCACAGGCCCTGAGTC GCTTCCAGCTCAGTCAAACC
Smal-2 CAGAGAGGTGGAGAGCAGGA CCCCTTCAGTGTCTCAGAGG
No.1 TAGCAAAGGGTCCTGAAGTT GCTCACTGCAAGCTCCGCCT
No.2 AGACAGACGGGGGCCCCCTT CCACACATCATATGCAGGTG
No.3 CCTCCAGTGAGATGTGCATT TGCCTGGGGTGTCCTTTCAC
No.4 TGGCTTCTCTCCTCCATCCT GACCCCTGGCTGCCTCTTTC
No.5 GCCACCAGGGGCTCACTTGG AGACGTCTGGCTGGCCAGGC
No.6 ACACACCAAAGCCTGCCTGG GCTGCAGTGAGCGATGAGCC
No.7 CCAGACACACCCCCTCCCACC TCCCTTAAGCCCCTCACCTC
No.8 CAGGGCCAGGACTCAGGATT CTGTGTCCAGTGGGGCTAGG
No.9 ACAATGCCCACCTTCTGGGC CGCCAGGAAAACGGCGTGAA
No. 10 GCTCACTGCAAGCTCCGCTT GCAGGACGTGTCTGCGCGGG
No. 11 GGTCGCACAGCCAGGCGGCA ACCCAGCCCCGGCCGGGCCT
No. 12 AACCTTAACAGCCCCACAGT CAGATGGGGCCTGCGGTGAC
No. 13 GGGTGGGCCAAGCAAGGGCT GTCTTGGGCAAGTCACAGTG
No. 14 GCAGAGGGGCAGCCTTGGCC CCATGTGGTGAGTGTGCGGG
No. 15 CAAGAGGCCCAGGACACCAT TGGTGTTGCAGCCCGGAACC
No. 16 GCTCACTGCAAGCTCCACCT GGGCTTGAGATCCCGAGAGG
Expression analysis
Quantitative RT-PCR
LAPTM5 GTCCCTGCAAATCATGGACT AGGTGGGCACTTCCATGTAG
TagMan Probe 6-CCGTGCTAGCTCCTCCAAGTTCC-TAMRA
Standard RT-PCR
RAP1GA1 CTACCGGAAGCACTTTCTCG CACACACCAACTTTGCCATC
USP48 AACTCATTTGTGGGCCTGAC TTGAGCATCCTGCTGTTGTC
FLJ10420 TTCAGGCAGCAGTGTTCATC TAAACCAAGCAACCCTGGAC
KIAA1922 AAGCACAATCACCTGCTCCT GTCCGTGTTGACCTGATCCT
LAPTM5 GTCCCTGCAAATCATGGACT AGGTGGGCACTTCCATGTAG
MATN1 ATCGAGAAGCTGTCCAGGAA GGATCCGTCAATGAGGAAGA
ChIP assay
region-1 CCTCAGTTTCTTCATCTGTA CCAGGACTGTTACCAAGCCC
region-2 CTTCCAAAGTTGGTAGTGTT CCTGCCCCTTAGACAGGCAG
region-3 AAGGAAGTGAGGAGGGCAGC TTCACACTCACACAAGCACG
region-4 TGTCTGCGGTGACCCGTCAT ACAGAGGCAGAAACGGAGCC
region-5 GTGAGGTCGGCCGCAGACAC CCAGTGACAGCCGTGACTTC
MDM2 AGCCTTTGTGCGGTTCGTG CCCCCGTGACCTTTACCCTG
Construction

Expression vector

GFP-LAPTMS Xhol/EcoRlI
pAXCAwtit-LAPTMS

CCGCTCGAGATGGACCCCCGCTTGTC
ATGGACCCCCGCTTGTCCAC

CCGGAATTCTCACACCTCTGAGTAT

TCACACCTCTGAGTATGGG
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Relationship of LAPTM5-associated degeneration with patient and
tumor characteristics

INSS stage Cases Positive (%)? pb
Mass screened NB 1 25 22
2 17 13
3 6 5
3 (MYCN amp.) 1 0
4 0 0
4 (MYCN amp.) 1 0
4S8 4 2
Total 54 42 (77.8%)
Clinically detected NB 2 1 1
3 1 0
4 4 0
4 (MYCN amp.) 11 0
Total 17 1(5.9%) < 0.000001

a; the number indicate a number of NB tumors with LAPTM5-positive degeneratic
b; Comparison was made of the proportions of positive cases between mass
screened NB and clinically detected NB, and the difference was tested by X?-
test. NB; neuroblastoma, INSS; International Neuroblastoma Staging System

oooooao
oooao

Summary of copy-number aberrations for MYCN, LAPTMS5, and 1p35 region in 10 NB cell lines

Copy-number aberrations (by array-CGH & CGH analysis)®

Copy-number (by FISH analysis)h

No. cell lines MYCN amplification 1p35 loss 418B22 (LAPTMS) puC1.77
1 GOTO yes yes 1 3
2 IMR32 yes yes 3 5
3 SJ-N-CG yes no 1 6
4 CHP134 yes no 3 2
5 MP-N-MS yes yes 1 2
[} KP-N-RT yes yes 1 2
7 SK-N-AS no no 2 3
8 SH-8Y5Y no no 2 2
9 SK-N-8H no no 2 3

10 SJ-N-KP no no 2 3

a; Copy-number status for MYCN gene locus and 1p35 region was determined by array-CGH and conventional CGH analysis. "yes" indicates the
presence of MYCN amplification or 1p35 loss, and "no" indicates the absence of them.
b; Two probes were used for FISH analysis. 418B22 (BAC clone), spotted on 1p36-contig array, is mapped on 1p35 and contain LAPTMS5 gene locus.

The pUC1.77 (plasmid) as a control is mapped on the pericentromeric region of chromosome 1.
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