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Neurocan, an extracellular chondroitin sulfate proteoglycan,
stimulates neuroblastoma cells to promote malignant
phenotypes

SUPPLEMENTARY MATERIALS

Supplementary Table 1: Patients’ information

Number Sex! Age’ Risk? Stage* MYCN?
#1 F 9m low 1 NA
#2 M 0 low 1 NA
#3 M Im intermediate 4 NA
#4 F Im intermediate 3 NA
#5 F ly high 4 AMP
#6 F ly high 4 AMP
#7 F 2y high 4 AMP

'sex: F, female; M, male

age: y, year; m, month; 0, less than 1month

*Risk: according to histological checking

“Stage: according to INSS stage system

SN-myc amplification status: NA, non-amplication; AMP, amplification



Table 2: Primer information

Forward primer sequence 5'-3’

Reverse primer sequence 5'-3'

RT-qPCR primers

Mouse Gapdh ggtggtgaagcaggceatetg ggaggccatgtaggecatga
Mouse TH gcccagttetcgeaggacat cacgaagtagacgggctggt
Human MYCN cgaccacaaggccctcagta cagccttggtgttggaggoag
Mouse Ncan ctggtggtceccatggatga ccatgcaggcaggggttgtt
Mouse Vcan ggctetggtgatgegcettet ccgggatcccagtggcaaaa
Mouse Ptprzl cccccagtgttggtgtgtca ccctagecaccagcagagaa
Mouse CD44 cceccggaccagtgtatgaca gcaaggcccctaggaaggaa
Mouse Cspg5 ggacctggectcaggagaaa gccacgceacatcacctggaa
Human CDK2 caagcctcctgetgecacaa ggggactggggccaatcatt
Human CDK4 gagcacagctgetgetggaa ggaccctccatagectcaga
Human CDKNI1B ctgegtaggggcgetttgtt cgttctccaagteececgggtt
Human CDKN2C ggtggtggagttectggtga ggagceccteeecacgtttat
Human NSE cceccagggtgeccagaactt cctgacgctcccatcacaga
Human GAP43 gcctgatgaggececggeaaa cteettggetggggcatctt
Human TrkA ctgggggagctgagaaacct ggcacaccacagctggceatt
Human MYC gcccagtgaggatatetgga atcgcagatgaagctctggt
Human OCT4 ggtgcctgeccttetaggaa ctgceeccaccectttgtgtt
Human SOX2 cgaactggaggggggoagaaa ccaccctcececaggttttct
Human KLF4 ggaaggagcccagecagaaa cctcceeccaactcacggatt
Human NCAN cagccaccccagacctgttt agggctggtctccecagttt
Mouse Myc ctetgggctcteccatgeat caggccaggctcctgatcaa
Mouse Oct4 ccgacgettggegggaaaaa ccegetgeaatgggcaaagt
Mouse KIf4 cctggecatcggacctactt gtcctccggagtecgaagaa
Human B-ACTIN cctggeacccageacaatgaa ctaagtcatagtccgcctagaagea
Human CD133 ggctgtecgggaactecttt cagccccaggacacageata
Human CD114 gaggctcggaaggtgttgea gcccaagtcaggctgeagtt
Human ABCG2 gagggccaggagtccagtaa ccaggagtggtcagattcct
Human Nestin geatgggggoaggoagtcgttt agctctgccacctggcetact
Human LGRS ctgetgggtggcageaagta gcaggaagtgggactaccac
Mouse CD133 gccteteectectggtgatt ggctgtcgecatggecttaa
Mouse CD114 ctgectgatgggacccaaga cgggggatggagcagttgtt
Mouse ABCG2 cctggtectetecetgettt ggcctcagtgagatgcagea
Mouse nestin gccgageaggecactgaaaa ggcaagggggaagagaagga
Mouse Lgr5 ccaggcecgtetgtgatcagt cagggaaggacgacaggaga

in situ hybridization

probel ggaattcgetggggatcaggacacaca cgggatccgtagcagagcettaggegaca
probe2 ggaattcgcettcagagagtgaccagag cgggatccgtggtctgaaatggggtttc
plasmid

Full length agtcctcgaggaacagggcacacaggatatce agtctctagatcagcagaaattcecttegteett
G1 domain agtcctcgaggaacagggeacacaggatatc agtctctagatcacgtggggtgatgagetcggaa
CS domain agtcctcgagtcacaacatggagacctagag agtctctagatcatgagtgcacctectccgeace
G3 domain agtcctcgaggatccctgtgagaacaaccct agtctctagatcagcagaaattcecttcgtectt
G1CS domain agtcctcgaggaacagggcacacaggatatce agtctctagatcatgagtgcacctcctecgeace
CSG3 domain agtcctcgagtcacaacatggagacctagag agtctctagatcagcagaaattcecttegteett
signal peptide ctagctagcatgggggceccegtttgtetg ccgcetegageccagecacaaagageagea
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The anchorage-independent colony format

Supplementary Figure 2
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Supplementary Figure 3: Representative images of TNBI1 cells treated with conditioned media containing each version of
AP-fused NCAN summarized in Figure 4E. Scale bars: 100 uM.
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Supplementary Figure 4: The knockdown of NCAN in adherent NB cell lines inhibit their proliferation. (A) The knockdown of
NCAN in mouse Neuro2a cells. RT-qPCR for NCAN to make sure the knockdown results by three different shRNAs (left). The resazurin fluores-
cence values (right). (B) The same patterns of experiments as (A) using human SH-SY5Y cells. "p <0.01.



1000+ 1.0-

&~ 800- 0.8-
£ 5

E 6001 = 0.6
g S

S 400- 5]

[e) =

z S

5 200-

(@)

£ s

3 et

-— 0_ .

Supplementary Figure 5: Quantification of allograft tumor volumes (left) and weights (right) shown in Figure 6G.



