Long noncoding RNA DICER1-ASL1 functions in methylation regulation on the
multi-drugresistance of osteosarcoma cells via miR-34a-5p and GADD45A


https://www.ncbi.nlm.nih.gov/pubmed/31199203

Supplementary Fig. 1

The sequence of primers and probes of DICER1-AS1:
hDICER1-AS1 F: 5-TGGGATTACGGGCGTGAG-3’
hDICER1-AS1 R: 5'-CCTGGGCACTCCTTCAGC-3’
hDICER1-AS1 P: 5'-CY5-CACCGTACCCAGCCTGCTTCCTG-3’

The sequence of primers and probes of GADD45A:

hGADD45A F: 5-CCCCGATAACGTGGTGTTGT-3’

hGADD45A R: 5'-GATGTCGTTCTCGCAGCAAA-3’

hGADD45A P: 5-FAM-CTCTGCAGATCCACTTCACCCTGATCCA-3’

The sequence of si-DICER1-AS1:

si-DICER1-AS1 001 GGAATAACTTCCAACAAGT
si-DICER1-AS1 002 GACGATTGTCTAAGGATGA
si-DICER1-AS1_003 CACATTTCCTTACTCCATA

The sequence of si-GADD45A:
si-GADD45A-1
GCGAGAACGACAUCAACAUTT
AUGUUGAUGUCGUUCUCGCTT
si-GADD45A-2
CCUGCCUUAAGUCAACUUATT
UAAGUUGACUUAAGGCAGGTT
si-GADD45A-3
CCGAAAGGGUUAAUCAUAUTT
AUAUGAUUAACCCUUCCCGGTT

The sequence of sh-DICER1-AS1:
DICER1-AS1-shRNA(GGAATAACTTCCAACAAGT)

TATGTTTTAAAATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGAT
TTCTTGGGTTTATATATCTTGTGGAAAGGACGCGGGATCCCGGAATAACTTC
CAACAAGTTTGATATCCGACTTGTTGGAAGTTATTCCTTTTTTCCAAAAGCT
TAAGTTTAAACCGCTGATCAGCCTCGACTGTGCCTCTAAATAGTATCATTGG

GC

The sequence of hsa-miR-34a-5p inhibitor:

ACAACCAGCTAAGACACTGCCACGATACAACCAGCTAAGACACTGCCATC

ACACAACCAGCTAAGACACTGCCA

The sequence of hsa-miR-34a-5p-O/E:
TGGCAGTGTCTTAGCTGGTTGT

The sequence of hsa-miR-34a-5p NC-O/E:
TTCTCCGAACGTGTCACGT



The sequence of DICER1-AS1-O/E:
ATGTTGGCCATGATGGTCTCGATTTCTGACCTTGTCATCCGTCCGCCTTGG
CCTCCCAAAGTGCTGGGATTACGGGCGTGAGCCACCGTACCCAGCCTGCT
TCCTGTTTTAACAGACGAAGAAATGGAATAACTTCCAACAAGTTGGAGCT
GAAGGAGTGCCCAGGCTGCGGATGGAGGAAGGACGTGCTCGGGAGAAGG
TGAAGATGGGAGAGAAGCAAGATCTTCTGTGTTTGGACCAAGGACACATT
TCCTTACTCCATAGCAGCTGTGGTCAGTGGCTTAGCTCGGACAAGGAGAT
GAGAGCCCATGTGTTGTGAGGGTTCTTCTGGGAACTCTGAGAAGGCAGGA
GCCGCCCCCGCCCTTCACTGCCTCTCTTCCATTCTGCAGCATGGAATATGG
ATGTGTGGTCTGGATGTACAGACACCATTTTGGACCATAAAGACAAGGAC
GATTGTCTAAGGATGACACAGCCAGAGCACTGAGAGTGGCGAGAAGGAC
AGGGGAGCTGCTGTGCCAAGCAGGACTGTCTCTCTTAAGAGAAAAATAA

The sequence of DICER1-AS1-BSP primers:
DICER1-AS1-F5" TATTTGGGTTTGTAGTAGT 3
DICER1-AS1-R5 AAACCAATAAAATTCTCCA 3

The sequence of DICER1-AS1-wit:
CTCGAGCGGATGGAGGAAGGACGTGCTCGGGAGAAGGTGAAGATGGGAG
AGAAGCAAGATCTTCTGTGTTTGGACCAAGGACACATTTCCTTACTCCATA
GCAGCTGTGGTCAGTGGCTTAGCTCGGACAAGGAGATGAGAGCCCATGTG
TTGTGAGGGTTCTTCTGGGAACTCTGAGAAGGCAGGAGCCGCCCCCGCCC
TTORGRGEE 1CTCTTCCATTCTGCAGCATGGAATATGGATGTGTGGTCTGGA
TGTACAGACACCATTTTGGACCATAAAGACAAGGACGATTGTCTAAGGATG
ACACAGCCAGAGCACTGAGAGTGGCGAGAAGGACAGGGGAGCTGCTGTG
CCAAGCAGGACTGTCTCTCTTAAGAGGCGGCCGC

The sequence of DICER1-AS1-mut:
CTCGAGCGGATGGAGGAAGGACGTGCTCGGGAGAAGGTGAAGATGGGAG
AGAAGCAAGATCTTCTGTGTTTGGACCAAGGACACATTTCCTTACTCCATA
GCAGCTGTGGTCAGTGGCTTAGCTCGGACAAGGAGATGAGAGCCCATGTG
TTGTGAGGGTTCTTCTGGGAACTCTGAGAAGGCAGGAGCCGCCCCCGCCC
TTERGREGATCTCTTCCATTCTGCAGCATGGAATATGGATGTGTGGTCTGGA
TGTACAGACACCATTTTGGACCATAAAGACAAGGACGATTGTCTAAGGATG
ACACAGCCAGAGCACTGAGAGTGGCGAGAAGGACAGGGGAGCTGCTGTG
CCAAGCAGGACTGTCTCTCTTAAGAGGCGGCCGC



Supplementary Fig. 2
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Drug resistance profiling of nine osteosarcoma cell lines.

(A-E).ICsq values of the five indicated chemotherapeutics for nine osteosarcoma cell
lines. The cell survival rates were calculated as percentages relative to the mock
treatment and plotted against Ig M of drug. (F).The ICs (-fold) values relative to
those of the most sensitive cell line (143B) are presented in the table. Judged by the
fold difference over the lowest ICsg, in this manuscrpt, G-292 and 143B regard as the
multi-drugsensitive cell lines, while SISA-1 and MNNG/HOS as the resistant cell

line.

Supplementary Fig. 3

ICCCAAATTAAAATGGACTAACTGTIC TCTTCTTAAAACAGCATTITGGTGC
CGTGAGTAAATCTATAAACCTATGTTACCATGATCAATGT TTATAGTGACC]
ATGTTAAAAGCAATCTITAGTTITITGTITITITATCTATTGAGTI TITATGG
AATATGCCC TAAAATGAAGTTT TGAAATAATIGTGTATGTATGTGCATGTA] oo
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AAAGATTCAGAATATTCGAAGACAGAAGCATAGGCGTCCAAGTGATCCTC] WAL — - -
TTTCATCAGATGAATGTTTTTAAAACCTGAAAGTCCTAAGAACACTTACTT! C

ATCGTGTAGACCAGTAACGTGTCCCTTTAACCACAACTCTCTCCACAAAA
GCACGGAGTTAACACTACACAAATAGGACCCTCCAACTCATCTCCACGTT
TCCGCGGATCTICAGGTTCCTAAGGACACACTCAGTGGTTTGCTGGCTCTG DICER1-AS1-BSP ([48 bp)
ACCTCCAGGCAGAGCCATCAGGGCAACTCAGCTTTIC TGGACAATCTACA
GAAATCTGATGTGCTAACTTAAAACATACACTGATTTCCCCAAAATCAAA 4 1
AACCCTGAAGAAAGGGTCCTCCGCAGGGTCTAGGCATTTTGGCACAAAAA DICERI 'AS I'BSP'F J TATTTGGGTTTGTAGTAGT 3
oocoCCAATCTOOTeCCETOACAGT A TEACACAGoAcccToecacoa0|  DICERI-AS1-BSP-RS' AAACCAATAAAATTCTCCA 3'
GGACCGAGAGCCCAGCTTCGTCCCCTOCOOGCACOGCACAGCGACCCCAT )

CAGAGGAGGGCCCCAGGGTGCTCCGGCAGGTC AGGCGCGCGTCTCCACCT]
CCOCTGCTCCCGCGCCACC TTAGCGCGOGTGACGGGACCTGTCAAGAGCC | )
[CCAGGCCTCGCCAGGCCGGGGAGTGGACAGGCGCCGGCATCCCCCACCAC
GCCACGOCGOCCCOGAAAGTCTCCCAGGOCTGCCTCACOGGGAGACACE
(GGGGTCCGOGCCCAGGAGCAGAGCCGAGGCGGGC AGACGCCGGGTCCAC| g
AGGCCGCGCTGTGCGGGACGACGAGGCAGGCGAGOC COCGCCCTTCGTC
 AGCGCCCGCCAGGCCCGGACGCGCGGCTCGGGGCCATGGCCGGCACGC

CGGGGCGC COCGGGCC TTCGAGAACCATCGGACCCCGCTCCGGC GCGCGC]
GTCACAGCCCAGGCCTCCCGRAGCCGOC COGCGCCACCGCCCCCGCCGC
ATTTCCTCGCGCTCGCCGTCGOCTCGTOCCCGCTGTCAGGT TACTCCATTC
ACCTGGGCCTGCAGCAGCCTACGCCGORCCTCCGCCTCGACCCCTCCCGE
CGGCGCCTGCGGAGACTGCGC AGCGCOCGGCTGGCCGGCAGCCAGCGCA
CGGCCCOCGGCAACGGCGCACAGCCGCTTGOAGAATCCCACTGGCTOCCG
CACCGCCCCTCCGCGCCCCCACGCTCCAUTC GCCCCGTGGCGGCATGAGA
(GCGAGCCTGTGATTGGACAGGGCCTGGCGGTGAAAGGTTAATCCCGGCCC
CCCAGCCACTCAGGAGCAGGGAGACAGCGGGCGCGCGCGCGGAGGCCGG
AG

The promoter region, CG sites, BSP primers and the results of sequence of each
site in four OS cell lines. (A).The 2000bp promoter region of DICER1-AS1, the PCR

amplification sequence riched in CG island was marked with bold and underline.



(B).The information of DICER1-AS1 in UCSC (http://genome.ucsc.edu/). (C).The

BSP primers of DICER1-ASL. (D).The results of each site in four OS cell lines.

Supplementary Fig. 4

The full-length gels of the Fig 3E and Fig 3F western analyses used in the revised
manuscript.
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The full-length gels of the Fig 4C western analyses used in the revised
manuscript.
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The full-length gels of the Fig 4D western analyses used in the revised
manuscript.

The full-length gels of the Fig 6C and Fig 6D western analyses used in the revised
manuscript.


http://genome.ucsc.edu/

34 5p mimi 1438 |

R 30 5p mimic | G-292

c
miR-

LESE o
ZEzE FEZ

- -~ ‘GADD4SA  GAPDH
it casta GADDASA. GAPDH [ADDsA GAPDH
o SISA1 MNNGHOS
SISA1 MNNGHOS G292 1438 SI5A-1 MANGROS e dew
5 ] ¥ % H 2 H 5
z i 1 - 3 k] ] i
- E s H s & 2
H ; $ i 3 3 3
i H i g & y & o 6 u d
2 5 ¢ 2 9% % £ 2 & L
100 049 100 041 lInl) 125 100 236 1.00 105 100 ﬂJ'] 100 091 100 123
36 KDa ) ]* KDa GAPDH |36 xDa - KDa
100 100100 .",,] To0 160 100 106 100 100 100 1.00 100 L0o 100 100

| —
0 LS 2009085

IASI
ACVRIB-ASI

ADAMTSY-ASL

LINGO2TL
CACNAIG-AS
BSN.ASY
REPLIS
C200r03
FAM2SB
LINCO242
RAPGEF4AS1

SISA-1 G292

SJSA-1 G-292

(A).Hierarchical clustering analysis of RNA-seq IncRNAs that were differentially
expressed between G-292 and SJISA-1 cells, the coordinates on the right represent the
expression of the Ig(fpkm+1). (B).Hierarchical clustering analysis of RNA-seq
IncRNAs that negatively correlates with miR-34a-5p, the coordinates on the right

represent the expression of the Ig(fpkm+1).
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Using pathway enrichment with Kegg data base to screen the IncRNA genes (the

ratio>2) related to miR-34a-5p, which is our previous focused.

Supplementary Fig. 7
1

The associated genes analysis of GADD45A in cells by pathway enrichment with

Kegg data base.

Supplementary Fig. 8
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G-292 cells transfected 12hours with the three SIRNA of GADD45A were seeded
in triplicate in 96-well plates at a density of 0.5x10* cells/well and treated with 4-fold

serially diluted drugs concentration gradient for another 72 hours, then, cell viability

was measured using CCK-8.

Supplementary Fig. 9

Gene Ontology enrichment analyses with differentially expressed gene
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Supplementary Fig. 10
The snapshots of RNA-seq in GADD45A loci
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