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B Experiment & Analysis

RNA Quality Control

Quality check using
TapeStation4000 System
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+ CORALL RNA-Seq V2

cDNA Library construction
Poly(A) RNA Selection
Library Prep Kit

Trimming

Adapter trimming & quality
filter using Fastp
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Sequencing

NextSeq 2000
Paired-End 150, > 6G Read

Mapping
Mapping using STAR to
reference genome

Calculation mapped reads
using salmon

Normalization

CPM + TiMIM Normalization
using conorm

Report

Raw data, Fast QC,
ExDEGA(Gene, Isoform),
Bam, Analysis Manual
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Comparison

DEG master file production
using ExDEGA

1
]
]




©) ebiogen

I Sample Information & Comparison

Qubit Tapestation
No. Sample ) Result
ng/ul Total Ratio RIN®
(Hg) (28s/18s)
1 aSR504_a 428.0 7.28 1.7 8.8 pass
2 aSR504_b 545.0 9.81 14 8.8 pass
3 aSR504_c 620.0 9.92 19 8.7 pass
4 aSR504_d 165.8 2.65 1.6 8.8 pass
5 aSR504_e 145.6 2.33 1.7 8.7 pass
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W Group Info1

No Sample Name Group Name
1 aSR504_a CTL
2 aSR504_b CTL
3 aSR504 _c CTL
4 aSR504_d Myf5
5 aSR504_e Myf5

B Comparisoni

No Control Test

1 CTL Myf5
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B Analysis Result
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B Manual Download

1. Materials & Method
RNA-seq 28 & &4 48
2. RNA-seq data analysis manual
RNA-Seq Gene Expression G|O|E{ A4 Bt Gl DEG 244 B 0f| TSt

3. 1GV Manual

_

IGV 22| & AZ -0l Chet 2T A



https://www.e-biogen.com/analysis/Materials_and_Methods_mRNAseq_v7(CORALL,NextSeq2000).pdf
https://www.e-biogen.com/dodo13/ExDEGA/User_Manual.zip
https://www.e-biogen.com/analysis/%5b이바이오젠%5d%20IGV%20Manual.pdf
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I Result Description

1. Fastq

Sequencing 22}, Raw data®lL|Ct. =& submissionA|0f 225t Raw Data I 0| 22 BFE Al A ZSHA| 7|
Hr&hL|Ct

2. FastQC

OII

High throughput sequencer= t ¥ runOil 218t 79| sequences (reads)S MAHEHLITH RNA-seq &4 S
2158517| 0| AFR St raw dataZt 222| = 2H|= Y=25 HESHY| 25l ZHEHS| quality controlS
SHL|C} O] IpUL CHES| sequencerOf Al AfA

L|Ct.
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@Per base sequence quality

Quality scores across all bases {Sanger / llumina 1.5 enceding)
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" MMMMT_TMM

32

30|
28
26
24

1234567 8% 1213 181% 2425 30-31 3637 42-43 48-4% 5455 6061 B6-67 72-73 7879 84-85 5031 96-37
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3. Align summary

£M A= paired readsZ sequencing 5H0] left reads®t right reads7} AAHEIL|CH
trimmingEl reads 4=, reference genome0 mapping=! reads 4=, mapping rate S2| 27} A2|=|0 =
oAU QIL|CE,

Input Trimmed reads

Uniquely mapped reads rate (%) % of uniquely mapped reads to reference genome
Multiple mapped reads rate (%) % of reads mapped to multiple loci

Overall read mapping rate (%) % of overall mapped reads
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4. mRNA-seq_Report_Gene/lsoform

1% genes(or isoforms)2| 23iZt(Read count) 2t ME 7| H|wEA A1 OAUZ ExXDEGAE 0| &350 |
M £ QEE A2t EL
FOZ YISIZE AHASH A

G T2 702 2 DEG 241 gt 224510] RNA-seq data analysis manuale S38f &915tA 4= USLICt

Hr

t. Gene& gene 7|22 2 Y32 A A 2110 1 isoformE transcript
|

N

ol

Fold change Ratio between Control and Test (Test/Control)

p-value * Statistical significance (T-Test)

g-value * False Discovery Rate

One way ANOVA * Statistical significance for differences among at least three groups

Average of normalized data (log2) * | Log2(Average of normalized data in each group)

Normalized data (log2) Log2(TMM + CPM Normalized RC+1)

Raw data (RC) RC (Read count) of gene or isoform

Annotation Gene (or isoform) information
[R12] «BEAQ] =2 the AEY 32 ASE= 24010, ANOVA test= 3118 0|¢¥ 32 AlsEU .
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5. for IGV files

UCSCOA M| &=l= Intergrative Genomics Viewer (IGV) ZZ2 1240 A AtEE 4= Q= THAQILICEH IGVO| bam
ot bai OItY-2 2 2™ reference genomedi reads?t mappinge! Z1HE 0|0]A[ A2 2 SHOISHA 4~ QI&L|Ct

IGV AFEE2 IGV manualof| AM|5| MHEZ|0 ASLICE
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