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&l 1. Total RNA integrity analysis [2]
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e Poly(A) Enrichment: Eukaryotic mRNA Of Al polyadenylated transcript & MEiHO=Z ZE3|S0] HALK|
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e rRNA Depletion: ribosomal RNA & A0 non-coding RNA, IncRNA, partially degraded RNA 77X| Z 2ot
total RNA 7|8t 240 {5}t
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A. rRNA Depletion Method B. Poly(A) Enrichment Method

Random priming 5

C. QuantSeq Method(without 7 %{2[)
% 2. RNA-Seq A 2] XtO|& [3]
1.3 cDNA gd A 2to|E2{2| HZ

e 1 X ¢cDNA 2+dE random primer E£= oligo(dT) primer 2 A|ZtE|MH, 2 Xt &4 = adapter ligation 1t
PCR S%0[ O|0{ ZIL}.

e Lexogen QuantSeq+ oligo(dT) priming= Z83t0] 3' L0 S0[XQl short fragmentZtE =2 M

library 7 % read-to-count OjEE Eh=3tA|ZICE

1.4 Unique Molecular Identifier (UMI)2| =&

e UMI =22 &dli, PCR amplification O [HE bias £ E0|= 55 X 7(deduplication)E FAHTU2LEMN

absolute quantification Off 282t @2 HIO[HE ¥S == UCH

1.5 Sequencing & Platform
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Differential Expression (DEG) &4 24
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QuantSeq 3' mRNA-Seq O| H|& X & FHOXN F2|SHCF

o HMAMH = EM (isoform detection, transcript discovery): exon 7t @ZO|L}, alternative splicing S
Moo= 20lsta{™M mRNA-Seq 7|€t9| full-length &40 Z=Fo0|C}

e Low-quality sample == FFPE ¥E EAM: EdE RNA 7|80 M= 3" end 7|8t 2410| read HERE
X FY MRS =Y = UCL

2.2 E24E H|R: QuantSeq vs mRNA-Seq
A) - 5'UTR Coding sequence 3'UTR Poly(A)
QuantSeq reads
CORALL reads
B) sum Coding sequence Furh

QuantSeq
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Assem bflm‘ FPKM

Muitiple fragments per transcript

One fragmeint per transcript

Accumulated normalized coverage
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&l 4. Core differences between QuantSeq and RNA-seq [5]
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RNA QC, H|O|H &AM 7HK|

Of

RNA-Seq =42 Ctefet 4=, ooty WM M2 281 A2D, 53| Lexogen 7|22 mRNA-Seq
=) o

DEE TAM oY =HE0| 2utHQl Moz AT E|D UCE
FFPE ME0IAM2 FXxt 2 HZF 24 - QuantSeq 7|t

2021 =H0f BMC Geomics Off ZHEEl “Application of the 3' mRNA-Seq using unique molecular identifiers in highly
degraded RNA derived from formalin-fixed, paraffine-embeded tissue” +=&0{Al.= DV200 20| 30% 0|2+l FFPE
RNA A|2E Y42 E Lexogen QuantSeq 3'mRNA-seq 7|EE H&3dtL, O|F TruSeq mRNA-seq & RNA Exome

Capture &8t Hl ZARUCHeE)

Define performance of QuantSeq 3’ mRNA-Seq with UMI
using control RNA sample UHR

S

Standard input protocol | Low input/FFPE protocol | ——»

Define performance of QuantSeq 3’ mRNA-Seq
with UMI using degraded FF and FFPE samples

| | |

UHR -100, 50, 10ng UHR-10, 1ng DV200 38% -70% of FF and FFPE samples at 1ng
l and 10ng input levels (n=7)

Comparison QuantSeq 3’ mRNA-Seq with i
TruSeq Stranded mRNA-Seq data at Severely degraded FF and FFPE samples having
100ng input level DV200 13% - 30% at 10ng and 100ng input
levels (n=8 (4 replicates))

!

Comparison QuantSeq 3’ mRNA-Seq with RNA
Exome Capture kit data (n=2)

18l 5.The overall experimental design [6]
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HE™ RNA @99l =t H|g0| =0t HAEE |FHA == QuantSeq OlAM 22,304 7, TruSeq Ol 21,319 7H2]
X7 HEEUJSH 0|F 17,003 7 {FTEA= & EAI0NM SSH2E HEEUACL & EUF BF FAS
FUX =5 AE0H SEHE HEE {TUANE HE3 B2 A2 oY = ACL QuantSeq O 3' HEt
F|Hro2 FMBHOl YAQYOIE BRSD TuSeq I RAISH £F0| HH{2IXE HEY + 9SS HOEL: E3,
AsE FAXA F A AY FTA HE2 QuantSeq O 71%, TruSeq O 77%E & EUE ZF [FAS
FEOE HER= A2 g 5= ULk [6]
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12 6. Data comparison between the QuantSeq 3' mMRNA-Seq and TruSeq Stranded mRNA-Seq kit [6]

4. Ebiogen’s RNA-Seq Service
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QuantSeq 3' mRNA-Seq

Sample requirement* >1ug total RNA (Min. >10ng total RNA)

Library method QuantSeq 3' mRNA-Seq Library Prep Kit FWD

NGS run format NextSeq, SE100 bp

Data yield >10M read/sample

Turnaround time ~2 weeks after RNA QC

Sample type** Tissue, Cell, Whole Blood(Paxgene), Plant, Fungi, FFPE, Sorted cell, etc.

mRNA-Seq /total RNA-Seq

total RNA-Seq mRNA-Seq
Sample requirement >2ug total RNA >2ug total RNA

RiboCop rRNA Depletion kit + Poly(A) RNA Selection kit +
Library method

CORALL RNA-Seq Library Prep kit CORALL RNA-Seq Library Prep kit
NGS run format NextSeq, PE150 bp NextSeq, PE150 bp
Data yield > 9 Gb/sample > 6 Gb/sample
Turnaround time ~3 weeks after RNA QC ~2 weeks after RNA QC
Sample type* Tissue, Cell, Whole Blood(Paxgene), Plant, Fungi, etc.

O|HtO| MO M K| ASt= 2AMEQl ExDEGA (Excel based Differentially Expressed Gene Analysis)= A4 7[Hto 2
DEG 248 ECt gA Zdes ULt 20| NESh= ExDEGA GraphicPlus & CF¥et J2fZ(Clustering Heatmap,
Correlation, PCA, DAVID funtioanl analysis etc)E & BPHS0|F= ExDEGA X|@Z=Z1ZO|CH ExDEGA o
GraphicPlus &2 O|HIO|2MOA X S3h= RNA-Seq HIOIEO|A2H ALE & == QUCEH
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