RIRIERAIE:

https://drive.google.com/drive/folders/1UEzy-GcewaacfvILUQtIKSb8RdU4kt9Ub?usp=sharing

circRNA ZIXIEF

BAM 4% :
FF CIRI &

O b=

Il. circRNA &7 primer 5851

1. circRNA i B HER (12

Position

EMENER (LERE=BARL - FEHET)

mapping reference : hg38 (FffiF hg 38 - hg19 BIWERRA - AIA
mapping H& : BWA, 52H1&7Z SAM 18
H% SAM 7% BAM 1

T circRNA T8 (pipelinet& X &% : Jordan bwa CIRl.bash)

EthA

ZFEBFF : circRNA candidates (CIRI F838)(£z4%).xIsx)

TID

GID

E2%E)

GeneSyn ExonN ExonM Strand

chr10:118685983-118730410
chr11:14771937-14789242
chr11:17145668-17145942
chr12:12908243-12909171
chr12:51055835-51056502
chr14:23033368-23033674

ENST00000544392
ENST00000282096
ENST00000265970
ENST00000014914
ENST00000262055
ENST00000361611

ENSG00000151893
ENSG00000152270
ENSG00000011405
ENSG00000013588
ENSG00000050426
ENSG00000100804

CACULI
PDE3B
PIK3C24
GPRC5A
LETMD
PSMB5

3
3
6
2
5
2

7.
4 +
7 -
2+
7+
7 -

2019. 5 1& %

* CIRI 55 E5ZE0 Lab 89RT2E Y excel FEZRTE

Position :

CIRI {98 £ #2 TR back splice BFL(IE - FI4l: chr10:118685983-118730410 « % X BIRIEESEANE
HR{S exon FIUMIER (R | Position ID ZEREMI A BEFEEHRAL hg38 £ hg19 BHRME) -

TID

HHEAERESITRIE (FEE5EL Lab) {kig CIRI (FEEEMER » A “Transcripts (§EE£5Y)” /Y

GID :
Ensembl

RIRHPL TR “Gene” ID - REBEERREIZIES - B position ¥ °
ExonN & ExonM:
& Z R AL AZAVTE B circRNARR fYexon #HAX ° f5lilexonM =3 , exonM=7 BI|Z&R /5% circRNA AX transcript

B89 exon A 3>4>5>6>7 IR o LLERDEMSE » BFIAIEEBENMIE XA Position Z%E

Eoo

AT A EIRIBIZE(E#ECcircRNA 58

Predicted by NCHU Hisao's lab

(TERBBE : $P_value EiB+{FE>50)

™M

Position TID GID ExonN ExonM Strand H1I H2 H3 N1 N2 N3 Rl R2 R3 FCN/H FCR/H PNH PRH P NR H mean N_mean R_mean Ensembltranscriptlink

chrl0:7276892-7285954 ENST00000361972  ENSGO0000198879  SFMBT2 5 7|- 93] 105 123 60 51| 67| 69| 58 68 0.709 0731 0010 0007 0667 107000 59333  65.000 http://www.ensembl.org/Homo_sapiens/Transcript
chr10:7797047-7802854 ENSTO0000356708 ~ ENSGO0000165629  ATP5F1C 4 8+ S21 B0} 88| 41] 89} S4) BS| S ba 0.626 0720 0006 0007 0104 90333 44667 54333 https://asia.ensembl.org/Homo sapiens/Transcript
chr1:108148279-108161293 ENST00000565488  ENSGO0000085491  SLC25A24 3 6 - 125 109 119 38 52 53 77 67 69 0514 0721 0004 0018 0012 117667 47.667 71000 https://asia.ensembl.org/Homo sapiens/Transcript/
chr12:108652272-108654410  ENST00000261401  ENSGO0000110880  COROIC 7 8- 62 78 79 41 36 47 49 45 55 0724 0819 0008 0034 0151 73000 41333 49.667 https://asia.ensembl.org/Homo_sapiens/Transcript/
¢hr12:42210355-42210680 ENST00000546726 ~ ENSGO0000015153  YAF2 3 4 - 106 104 116, 37 46 65 85 64 76 0574 0826 0007 0038 0047 108667 49333  75.000 https://asia.ensembl.org/Homo sapiens/Transcript/
chr14:21230319-21234229 ENST00000554969  ENSG00000092199  HNRNPC 5 6 - 52/ 48 58 51 59 54 56 49 59 1328 1244 0022 0024 0386 52667 54667 54.667 https://asia.ensembl.org/Homo sapiens/Transcript/
chr14:65561337-65561766 ENST00000360689  ENSGO0000033170  FUTS 3 3+ 124 104 115 161 150 194 141 133 128 1866 1402 0002 0012 0009 114333 168.333 134.000 https://asia.ensembl.org/Homo sapiens/Transcript/
chr15:67231814-67236820 ENST00000261880  ENSG00000103591  AAGAB 2 S|- 38 32 41 52 42 64 43 52 45 1.806 1518 0012 0026 0247 37.000 52667 46.667 https://asia.ensembl.org/Homo sapiens/Transcript/
chr15:80120328-80122800 ENST00000261749  ENSGO0O000086666  ZFAND6 3 S+ 117| 111) 118 65 46| 51| 86| 67 78 0.600 0798 0010 0026 0078 115333 54000 77.000 http://asia.ensembl.org/Homo sapiens/Transcript/E
chr17:60265412-60294801 ENST00000300896 ~ ENSGO0000170832  USP32 6 9 - 61 66 69 38 24 25 51 40 38 0572 0790 0014 0029 0145 65333 29.000 43.000 http://asia.ensembl.org/Homo sapiens/Transcript/
chr19:40736986-40737769 ENST00000263370  ENSGO0000086544  ITPKC 5 6+ 85 117 82 42 34 57 48 52 47 0594 0623 0039 0034 0731 94667 44333  49.000 http://asia.ensembl.org/Homo_sapiens/Transcript/t
chr21:15014344-15043574 ENST00000400202 ~ ENSG00000180530  NRIP1 2 2|- 324 371 365 278 321 350 347 330 321 1142 1132 0043 0018 0867 353333 316333 332,667 http://asia.ensembl.org/Homo_sapiens/Transcript/f
chr2:72718103-72733118 ENST00000272427  ENSGO0000144036  EXOC68 3 5 144 181 161 68 66 76 97 92 99 0552 0713 0001 0005 0000 162000 70.000 96.000 http://asia.ensembl.org/Homo sapiens/Transcript/E
chr3:119863419-119905852 ENST00000316626  ENSGO0000082701  GSK3B 8 9- 56/ 59 75 14 18 19 39 36 31 0343 0673 0001 0015 0003 63333 17.000 35.333 http://asia.ensembl.org/Homo_sapiens/Transcript/t
chr5:123545417-123557564 ENST00000345990  ENSG00000151292  CSNK1G3 3 4+ 127 149 166 72 65 100 106 101 100 0.683 0838 0017 0023 0093 147333 79.000 102.333 http://asia.ensembl.org/Homo_sapiens/Transcript/E
chr5:145817894-145826200 ENST00000394450  ENSGO0000186314  PRELID2 2 5|- 68| 77| 62| 17| 10| 18| 35| 34| 30 0276 0574 0001 0006 0005 69.000 15000 33.000 http://asia.ensembl.org/Homo sapiens/Transcript/E
chr6:87215903-87218731 ENST00000369577  ENSGO0000188994  ZNF292 2 4+ 99 8 8 26 17 29 51 42 36 0341 0576 0003 0017 0029 89000 24000 43.000 https://asia.ensembl.org/Homo_sapiens/Transcript/

<05 <0.05 | <0.05 >0.05 <50 <50 <50
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<EZE 2R elEnsembl FufETFIIAVENS> © 431t : https://www.ensembl.org/Homo_sapiens/Info/Index

AT IS LR ERYESERE circRNA candidates (CIRI FE ) (5 42).xIsx #AJEnsembl transcript link T

(1) FHMEED TID = (BAcircFMBT2%15)

8 E@AT:

> B AE ID “ENST00000361972” 8 (FBiSEEBMREAA

BLAST/BLAT | VEP | Tools | BioMart | Downloads | Help & Docs | Blog

1 Human (GRCh38.p12) v

Search Human (Homo sapiens)

e U GE Gl 5 2 ENST00000361972)

e.g. BRCA2 or 17:63992802-64038237 or rs699 or osteoarthritis

Genome assembly: GRCh38.p12 (GCA_000001405.27)
o More information and statistics

I’b Download DNA sequence (FASTA)

‘ Convert your data to GRCh38 coordinates

oy - .
&\ Display your data in Ensembl

Other assemblies

§8pe
SER S
View karyotype

—a
-

Example region

GRCh37 Full Feb 2014 archive with BLAST, VEP and BioMart 4 | m

@ AINERRMAESINESRTEITE=EETSR

< c o

2L —TI|AY “SFMBT2-201 (Human Transcript) ©

& https://www.ensembl.org/Human/Search/Results?q=ENST00000361972;facet_feature_type=;site=ensembl;fac

BLAST/BLAT | VEP | Tools | BioMart | Downloads | Help & Docs | Blog

New Search

< all Species
Only searching Human

Restrict category to:
4

Gene
Transcript 1
Protein Family 1

10 25 50 100

Standard  Table

Help and Documentation can be
searched from the homepage! Just
type in a term you want to know more
about, like non-synonymous SNP.

L\ ECE TR ITERE S 2 ENST00000361972
3 results match ENST00000361972 when restricted to

SFMBT2-201 (Human Transcript)
ENST00000361972 10:7158624-7409341:-1
Scm like with four mbt domains 2 [Source:HGNC Symbol;Acc:HGNC:20256]

Q5VUGO.1 (UniProtKB/Swiss-Prot) is used as supporting evidence for transcript ENST00000361972
Location « External Refs. « cDNA seq. o
s _Protein summary

Exons e Variant table « Protein seq. « Population

PTHR12247 SF62 (Human Protein Family)

PTHR12247_SF62

Ensembl protein family PTHR12247_SF62 [SCM WITH FOUR MBT DOMAINS 2J: 1 gene / 4 proteins ir
homo sapiens.

SFMBT2 (Human Gene)
ENSG00000198879 10:7158624-7411486:-1
Scm like with four mbt domains 2 [Source:HGNC Symbol;Acc:HGNC:20256]

CCDS31138.1 (CCDS) is an external reference matched to Transcript ENST00000361972

Variant table « Phenotypes « Location « External Refs. « Regulation « Orthologues « Gene tree

< < 1 > >

Ensembl release 96 - April 2019 © EMBL-EBI

Permanent link - View in archive site



https://www.ensembl.org/Homo_sapiens/Info/Index
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(3) BRI TS ? BHEI{PIAY ENST00000361972 » thifi@ SFMBT2-201 - T A MK = EAEIEAEZ transcript #Y
FIImE

’?’ Human (GRCh38.p12) v

Location: 10:7,158,624-7,409,341 | [ Gene: SFMBT2 (RIEUEL SIS PRl

Transcript-based displays

I Summary Transcript: SFMBT2-201 EnsT00000361972.8

& Sequence
'L CE;"’\":: Description Scm like with four mbt domains 2 [Source:HGNC Symbol;Acc:HGNC:20256 ]
L Protein Gene Synonyms KIAA1617

E3- Protein Information Location Chromosome 10: 7,158,624-7,409,341 reverse strand.

|- Protein summary
I Domains & features About this transcript This transcript has 21 exons, is annotated with 48 domains and features, is associated with 63314 variant alleles and maps to 683 oligo probes.

|- Variants Gene . . "
L 3D Protein model This transcript is a product of gene ENSG00000198879 [ TERSeT = RS

Genetic Variation
| Variant table

|- Variant image Show/hide columns (1 hidden)

|

L gssﬁ;y‘r;smmpmism Name Transcript ID bp  Protein  Biotype ccbs UniProt ~ RefSeq Match Flags

L Comparison image SFMBT2-204 ENST00000397167.5 8024 ~ 894aa | Protein coding CCDS31138r7 Q5VUGO® - TSL5 GENCODE basic -APPRIS P1
& Exgerrr“jr;?g::ﬁ:; SFMBT2-201 ENST00000361972.8 7922  894aa | Protein coding CCDS31138¢ Q5VUGOS GENCODE basic  APPRIS P1

L Oligo probes SFMBT2-203 ENST00000379713.7 2402  186aa | Protein coding - Q57981 - TSL:2  GENCODE basic
iy %Epo«m"g evidence SFMBT2-202 ENST00000379711.2 692 = 160aa | Pr - Q5T9807 GENCODE basic

istory
|- Transcript history
L Protein history Summary @

£ Configure this page
|
: [ MAS A MM A hAF W
protein coding
«$ Share this page strand 25072 kb

K+ Bookmark this page

Statistics Exons: 21, Coding exons: 20, Transcript length: 7,922 bps, Translation length: 894 residues

(2) LHEAY exon AIMBEERFEIFIE | (BR—TEMREPH “Exons” BIFIEAFTIEH)

[ MM AAM— A~ N - al

< SFMBT2-201

. Gene Scm like with four
protein cod \::md 250 mbt domains 2
= ENSG00000198879
Statisti E .21 Codi 120, Th iot I th: 7.922 bps, T Location Chromosome 10:
atistics xons: 21, Coding exons: 20, Transcript length: 7, ps, Tr 7,158,624-7,400,341
CCDSs This transcript is a member of the Human CCDS set: CCDS3113{
Uniprot This transcript corresponds to the following Uniprot identifiers: QF Intron 50f20
N Transcript SFMBT2-201
Transcript Support Level (TSL, 3
P PP (st a8 ENST00000361972.8
Version ENST00000361972.8
Type Protein coding CSDNA Sequence
) . _ Protein  ENSP00000355109 _ _
Annotation Method Transcript where the Ensembl genebuild transcript and the Vegai EroE Ve atone e sequence, for every base pair. See article.
GENCODE basic gene This transcript is a member of the Gencode basic gene set. Gene type Protein coding
Transcript Protein coding
type
Ensembl release 96 - April 2019 © EMBL-EBI Strand Reverse Permanent link - View in archive site
Base 7,922
pairs
Amino 894
About Us Get help OU acids Follow us
Ei
About us Using this website En; SLTLCD merge Blog

(3) BEMBRREIBR T » Fi9tEIE chromosome position. FLAEZ K ZIHEFERIZE 4 backsplicing

position ° Zi2—Ex—EXHY exon FHPIMEERTT T& » <18 SnapeGene #ir] MAMEGCEIE ZHE1L -
1 Download sequence

Exons/Introns  Translated sequence Flanking sequence Intron sequence  UTR

Markup  -"% loading

No. Exon / Intron [Stat — End | Start End Phase Length Sequence
Phase
5'upstreamsequence | | agggcagagggagtgatttattttgtetttctaggagacgagetagetet
1 ENSE00001130585 7,409,341 7,409,302 © S 40 CGCCTTGTGTGTGCTGGATCCTGCGCGGGTAGATCCCCGA
Intron 1-2 7,409,301 7,381,950 27,352 gtaggtgggc c ttttttttttttgattgctcttag
2 ENSE00001215204 7,381,949 7,381,799 - 1 151 GTAATTTTTTCTGCAGGATGAATTAAGAGAAGAGACACTTGCTCATCAGGCATGGAGAGC

ACTTTGTCAGCTTCCAATATGCAAGACCCTTCATCTTCACCCTTGGAAAAGTGTCTCGGC
TCAGCTAATGGAAATGGAGACCTTGATTCTG

Intron 2-3 7,381,798 7,370,376 11,423 gtaggattttgttt yatt
3 ENSE00000915095 7,370,375 7,370,281 1 0 95 A CTCAAGCTTGGAGGAAACTGGCTTTAACT! TATTTGGAA G
GAGCAAGTGCTGCTCCCCACACATCATTCAAACAC
Intron 3-4 7,370,280 7,367,890 2,391 gtatgte tttc a aag

4 ENSE00000915094 7,367,889 7,367,649 0 1 241 GTTGAAATCAGCATTCAGAGCAACTTCCAGCCAGGAATGAAATTGGAAGTGGCTAATAAG
AACAACCCGGACACGTACTGGGTGGCCACGATCATTACCACGTGCGGGCAGCTGCTGCTT
CTGCGCTACTGCGGTTACGGGGAGGACCGCAGGGCCGACTTCTGGTGTGACGTAGTCATC
GCGGATTTGCACCCCGTGGGGTGGTGCACACAGAACAACAAGGTGTTGATGCCGCCGGAC

Intron 4-5 7,367,648 7,285,955 81,694 gtgag

5 ENSEO00001215170 7,285,954 7,285,866 1 0 89 CRATC. AAGTACACAGACTGGACAGAATTTCTCATACGTGACTTGACTGGTTCGA
GGACAGCACCCGCCAACCTCCTGGAAGGT

gtttcaaac




2019, 5 & &
2. primer %5t 5RH& (LAcircSFNBT2 Zfl)

« Junction E#Y primer (fX5% : C (circ)):
WEFEI R E primer » BIZTER exon 7 F exon 5 HREAY junction » FEEAZE EER DB exon 5, 6 FSTEHY

exon7 e

5’ AAATCTATCCTTTGAAGATGGCCTCTGAATGGAAATGTACTCTGGAAAAATCCCTTATTGATGCTGCCAAATTTCCTCTTCCAATGGAAGTGTTTAAGCAATCAAAGAGA
. ' | | ' | | f | | f !

1 t t 1 t t t t t t t 110
3’ TTTAGATAGGAAACTTCTACCGGAGACTTACCTTTACATGAGACCTTTTTAGGGAATAACTACGACGGTTTAAAGGAGAAGGTTACCTTCACAAATTCGTTAGTTTCTCT

exon5

AGTACACAGACTGGACAGAATTTCTCATACGTGACTTGACTGGTTCGAGGACAGCACCCGCCAACCTCCTGGAAGGTCCTCTGCGAGGGAAAGGCCCTATAGACCTCATT
f f ! s 4 ! s 4 | s 4

1 t t t t t t t t t t 220
TCATGTGTCTGACCTGTCTTAAAGAGTATGCACTGAACTGACCAAGCTCCTGTCGTGGGCGGTTGGAGGACCTTCCAGGAGACGCTCCCTTTCCGGGATATCTGGAGTAA

exons L ________eos |
C_SFMPT2_e5_e7 (R
L+C_SFMPT2_e5_e6 (F)

ACAGTTGGTTCCTTAATAGAACTTCAGGATTCCCAGAACCCTTTTCAGTACTGGATAGTTAGTGTGATTGAAAATGTTGGAGGAAGATTACGCCTTCGCTATGTGGGATT
s ! | s ! | ' ! ! s !

t t t t t t t t t t t 330
TGTCAACCAAGGAATTATCTTGAAGTCCTAAGGGTCTTGGGAAAAGTCATGACCTATCAATCACACTAACTTTTACAACCTCCTTCTAATGCGGAAGCGATACACCCTAA

GGAGGACACTGAATCCTATGACCAGTGGTTGTTTTACTTGGATTACAGACTTCGACCAGTTGGTTGGTGTCAAGAGAATAAATACAGAATGGACCCACCTTCAG 3"
s | L s y | s | | s

t t t t t t t t t t cee 434
CCTCCTGTGACTTAGGATACTGGTCACCAACAAAATGAACCTAATGTCTGAAGCTGGTCAACCAACCACAGTTCTCTTATTTATGTCTTACCTGGGTGGAAGTC 5"

____________________________________~oc______________________________|
C_SFMPT2_e5_e7 (F)
L+C_SFMPT2_e5_e6 (R)

Tip1. 7EIBE=E& exon B4%l SnapGene Z iR Ak exon 7, exon 5, exon 6 Bl
junction B9 primer FFLEEIF BB ET -

BB E > BERTERRETR

Tip2. 77842l SnapGene HIBFEFRI AE 2 “topology” BEIEFR 43 “Circular” » EHk7E map B _LEIR /5 {ERY
REIE -

[ JON ] New DNA File

© Create the following sequence:

Reverse complement
Create a sequence of 1000 C N's

" Create a placeholder file with no sequence

Topology: File Name: I
= Linear © Circular Untitled 6.dna

Please enter a plain or formatted DNA sequence.

Cancel OK

Tip3. Junction BREA 120-160 bp R85t primer & » RNiBM—#% PCR Eg:EM S » 200-400 bp RAJ#:

o

ME
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. CircRNA E linear RNA #8R] LA P RS primer (X35 : L+ C (linear + circ)):

WMEFHYE: = primer » BETER exon 5 F] exon 6 °

Tip1. AJIAZBIREREHELREY primer AJLAEIZEEEPT P junction B primer I & R E%5T »
FrEVAREMmE °

exon6

5'  AAATCTATCCTTTGAAGATGGCCTCTGAATGGAAATGTACTCTGGAAAAATCCCTTATTGATGCTGCCAAATTTCCTCTTCCAATGGAAGTGTTTAAGCAATCAAAGAGA
: ! H M } ) A h ) A ! )
} } . } . } . } } } }
3’ TTTAGATAGGAAACTTCTACCGGAGACTTACCTTTACATGAGACCTTTTTAGGGAATAACTACGACGGTTTAAAGGAGAAGGTTACCTTCACAAATTCGTTAGTTTCTCT
e ey exons

AGTACACAGACTGGACAGAATTTCTCATACGTGACTTGACTGGTTCGAGGACAGCACCCGCCAACCTCCTGGAAGGTCCTCTGCGAGGGAAAGGCCCTATAGACCTCATT
A | ' | ' ! ' ! ! ' |

t t t t 1 t 1 t t t t 220
TCATGTGTCTGACCTGTCTTAAAGAGTATGCACTGAACTGACCAAGCTCCTGTCGTGGGCGGTTGGAGGACCTTCCAGGAGACGCTCCCTTTCCGGGATATCTGGAGTAA

exons L oone
C_SFMPT2_e5_e7 (R)
L+C_SFMPT2_e5_e6 (F)

ACAGTTGGTTCCTTAATAGAACTTCAGGATTCCCAGAACCCTTTTCAGTACTGGATAGTTAGTGTGATTGAAAATGTTGGAGGAAGATTACGCCTTCGCTATGTGGGATT
' | s | f | ' ' ! ' !

t t t t t t 1 t t t t 330
TGTCAACCAAGGAATTATCTTGAAGTCCTAAGGGTCTTGGGAAAAGTCATGACCTATCAATCACACTAACTTTTACAACCTCCTTCTAATGCGGAAGCGATACACCCTAA

GGAGGACACTGAATCCTATGACCAGTGGTTGTTTTACTTGGATTACAGACTTCGACCAGTTGGTTGGTGTCAAGAGAATAAATACAGAATGGACCCACCTTCAG 3’
CCTCCTGTGACTTAGGATACTGGTCACCAACAAAATGAACCTAATGTCTGAAGCTGGTCAACCAACCACAGTTCTCTTATTTATGTCTTACCTGGGTGGAAGTC 5"
circular form ST

L+C_SFMPT2_e5_e6 (R)

=
linear form

% R primer A"

Tip2. IEFEERH primer EHENRE A LAEAEER exons [F5 L EIRFHRH linear 1 circular form IR EX > 1R

BERRLER -

« Linear RNA E—#4 primer ((X8£ : L (linear)):

FEHERNREERT > H—REERBHREEYN exon HE (BFIFIEERZA circRNA 9 exon BH) - BE
RARAR TR RNA &Y ©

5" GATCACGCAGATTTGCGAAGCCATTTCTTCACAGTTGGGATGAAGCTTGAGACAGTGAATATGTGCGAGCCCTTTTACATCTCTCCTGCGTCGGTGACTAAGGTTTTTAA
exon8. ‘exond ‘exon10 3 CTAGTGCGTCTAAACGCTTCGGTAAAGAAGTGTCAACCCTACTTCGAACTCTGTCACTTATACACGCTCGGGAAAATGTAGAGAGGACGCAGCCACTGATTCCAAAAATT
<= I exon8. ] exons
eonsF eonor [_____oomsF 4
t u T T 1 t t T T T 1 220
inear-SFMBT2_s8-e10 GTTAGTGAAAAAAGTTCACTGATAACTACTGGATTCTGGACT TGGTTCAT TTGACAGT TACGACACGGTACGTCTAAGAAACCCCTAAAACGGT CATGTCACCACGGAAT
o
H . + + + + + + + + + + + 330
linear only: exon 8 - exon 10
exond I exon10
P 5- 7 SAETEEIR RIS §E
HEF L exon exon BEIRRl[R T
AAT 3
TTA 5"

Tipl. EERRER

exon10

FEEXETIRR circular form BERHEMIRE -



2019, 5 % &
<FEHRMEBRIRREE>
BRE% 1. 1BRER¥Y circRNA LAY junction T8HA P BHIEE 4174 200 bp -
2. {iRE% % linear form ] circular form EHZH R ERFERA P KA REHLA 200 bp °
3. ERERTEE R PTAEAZAX circRNA B exons 1518 » BEFEIITER mRNA L » {BR[E exons
M&IEE —ER exons 405 > AILAEZA linear from fAZRAY mRNA > T:%Ex exons HERE
#9 400 bp °

Primer design target | Both linear and | Junction only Linear form only
circular from (from other exons in
the same mRNA)

Llnear form
PCR product degraded degraded

Circular form
PCR product

11l. circRNA $hHYE2 RNase R treatment

H#EY circRNA FA X UEBER = E#7#Y NucleoZOL BN % °

HMEXERERY total RNA B18ECEAL 200 ng/ul » A EREEER -

1B EER DA M4E - RNase R treatment & Non-RNase R treatment - F{f978EA RNase R treatment 4253
Z8T circular form f9 RNA °

RNase R treatment 4ZB{EHANTF -

Reagent Volume (ul) Final unit Company / {XIEBE
RNase R (20U/pl) 0.5 10U Lucigen® / JE{L4F
10x RNase R buffer 1 1x Lucigen® / {145
RNA templete (200 ng/ul) 5 1000 ng

Nuclease-free water 3.5

RNase R treatment #B7EiN5E Ltz A& B A 37°C 12&58 B PCR WERE 37°C program) » & 30 -
0P8 (ARBHESREA 30 9% > LLRE AT LAMKERRIBH AERIERRE) -
* 5% : RNase R 251 14,000 5/ )\MEAH » Ft59—ERFE tube FAETE 700 7T °
*5E KR APIBEEMEEREM T / iENEREMRES » W BRMITFES R



IV. REE8ER cDNA

1. RT-PCR [z &z Al
Reagent
10x RT random primer
10 x RT buffer
25x dNTP mix (100 mM)

MultiScribe Reverse
Transcriptase (50 U/ pl)

Nuclease-free water

RNA templete

. RNase R treatment 48 :
RIESE1EIRE% 100 ng/ul

- Non-RNase R treatment 48 :
FEREEES 200 ng/ul

“Total (in a PCR tube)

2. PCR &4
Temperature (°C)
25
37
37
85

15

V. PCR {&i8] circRNA junction £ linear form RNA Z{Z7E

1. PCR RFE:EI (PCR tube RAREFE : 25 or 50 pl 1)

Reagent
2x PCR Master Mix
F’+R’ primer (5 pM)

cDNA templete
(EE5EcDNAEE R 50 ng/p)

Nuclease-free water

Volume (ul)

0.8

4.2 (RNase R treatment)

9.2 (Non-RNase R treatment)

{E48 =% 1000 ng:

10 (RNase R treatment)

5 (Non-RNase R treatment)

Time (min) cycle
10
60

60

Volume (ul)
12.5
4
2

6.5

20

Final unit

2019. 5 1 A&

Company
Applied Biosystems®
Applied Biosystems®

Applied Biosystems®

Company

Thermo Scientific®

BiTERG


https://www.thermofisher.com/us/en/home/brands/applied-biosystems.html

2019. 5 1& %

2. PCR &4

Temperature (°C) Time cycle
95 3 min 1
95 30s 25-35 (BT A )
Tme°C - 5 (BT B EPCRIAE) 30s ABESRELS @ 35
70 1 min BHEE : 25-30
72 10 min 1

* it EEIETSREABIREER off-target AIRSRE -
VI. DNA EKE&E

1. i (RFMiTB1TEE)
« KRB : 60 ml TAE buffer + 2% agarose (iEFEH? 0.1 - 3 kb target DNA) + 6 pl SYBR® safe DNA stain
- /NREB : 30 ml TAE buffer + 2% agarose (iEFEH? 0.1 - 3 kb target DNA) + 3 yl SYBR® safe DNA stain

2. Loading (PCR Master Mix EfmA—iA{ 252 - PCR B AFEBRIN loading dye) :
. Sample loading (5 pl for &/\RER)
« Marker loading (&g 100 bp &Y » FEMANLITETE 200-500 bp ° 3 pl for FH/NRH)

3. 100V FHIAEX » B marker 81 sample dye (H8) BUIENERIEEE FBEFRHME1E (89 30 min)

VII. #E{CREEEIS RE B EAY junction region XEF
1. 7 UV TSRS TR eppendrof
2. FF FAVORGEN® 1 kit 1T gel proliferation °

Recovery rate of gel purification

Sample 260/280 260/230 Con. (ng/pL) Volume (pL)
PCR product circZFAND6_e3/e5 (junction) 1.94 173 66.8 20
Initial template : 50 ng
Cycle:35 . .
Volume - 25 L circZFAND6_e3/e5 2.02 0.14 15 20
circSFMBT2_e5/e7 (junction) 1.97 1.38 71.6 20
circSFMBT2_e5/e7 * 2.03 0.20 17.4 20

Normaxia sample

[==1
pzzzzogt -
= Target band ; N —
Hypoxia sample
Sample pooling Gel purification
'
i
M
i
3. exon3 [ exon4
<:|

GTTTAAGCAATCAAAGA
‘

GTTTAAGCAATCAAAGA

M\M

Junction of
circSFMBT2_e5/e7
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VIII. #R5&552I7T » FiaKEE microRNA sponge IE

1. {$F miRDB #1TTE:AI (431l : http://mirdb.org/)

Target Search

Target Mining

» 3532 Custom Prediction

Choose one of the following search options:

[Search by miRNA name

|Custom Pre I

FuncMir Collection
Data Download
Statistics
Help | FAQ
Comments

Citation | Policy

Human § Go = Clear

'Search by gene target
Human % Gene Symbol 4 Go  Clear

miRDB is an online database for miRNA target prediction and functional annotations. All the targets in miRDB were predicted by a bioinformatics tool,
MirTarget, which was developed by analyzing thousands of miRNA-target interactions from high-throughput sequencing experiments. Common
features associated with miRNA binding and target downregulation have been identified and used to predict miRNA targets with machine learning
methods. miRDB hosts predicted miRNA targets in five species: human, mouse, rat, dog and chicken. As a recent update, users may provide their
own sequences for customized target prediction. In addition, through combined computational analyses and literature mining, functionally active
miRNAs in humans and mice were identified. These miRNAs, as well as associated functional annotations, are presented in the FuncMir Collection in
miRDB.

References:

© Weijun Liu and Xiaowei Wang (2019) Prediction of functional microRNA targets by integrative modeling of microRNA binding and target expression data. Genome Biology. 20:18.
© Nathan Wong and Xiaowei Wang (2015) miRDB: an online resource for microRNA target prediction and functional annotations. Nucleic Acids Research. 43(D1):D146-152.

2. HMAIBRIZEE circRNA BIF71 > i EFERIFTAEAAY miRNA » ATl Submission type ZE 43 “mRNA
target sequence”

Target Search
Target Mining
Custom Prediction
FuncMir Collection
Data Download
Statistics
Help | FAQ

Comments

Citation | Policy

miRDB provides additional web interface below for more flexible miRNA target search. You may search targets by providing your own sequence. In
addition, target search can also be performed for unconventional sites in the coding region or 5'-UTR.

1) Target prediction with user-provided miRNA or gene target sequence

ies: .
Species: | Human 4 T s

Submission type S R

~ Example miRNA submission (| Example target mRNA submission

Go  Clear

Custom miRNA sequences must be between 17 and 30 bases long; custom mRNA target sequences must be between 100 and 30,000 bases long. Please submit only one sequence at a
time, consisting of A, T or U, C and G. Please note that all spaces, line breaks, and numbers within the submission will be removed, and multiple lines will be joined together to create a
single sequence.

3. MITMREELNGERT - SLTFRIFMY seed region HEFTENET GERELR - BMESERAF50 -


http://mirdb.org/
http://mirdb.org/custom.html

