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GENESEED® RNA-seq Library Prep Kit for lllumina
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GENESEED® RNA- seq Library Prep Kit for lllumina @A T=E 4R FNE. BUREESE
ZEYE RNA. 2 Poly(AEE 5 mRNA. & rRNA EIR/EH0 RNA 855 S M EME, K
B Total RNA @ mRNA. IncRNA F circRNA IR 8 Z R K IRAESHIRIERG X

Ribomoval® rRNA Depletion Kit (Human/Mouse/Rat) (#S0103) : 0.1~ 1 ug Total RNA
Ribomoval® rRNA Depletion Kit (Plant) (#S0203) : 0.1 ~2 ug Total RNA

A

A 2R S0501(12 rxns) S0502(24 rxns) S0503(48 rxns) S0504(96 rxns)
2% Frag/Prime Buffer 132 uL 264 pL 528 pL 1056 pL
1st Strand Buffer 108 uL 216 pL 432 ul 864 L
1st Enzyme Mix 12 uL 24 UL 48 uL 96 uL
2nd Strand Buffer 72 UL 144 uL 288 uL 576 pL
2nd Enzyme Mix 36 UL 72 uL 144 uL 288 uL
Rapid Ligation Buffer 240 pL 480 uL 960 pL 1920 pL
Ligase Mix 36 pL 72 uL 144 uL 288 pL
2x HotStar PCR Mix 150 pL 300 uL 600 uL 1200 pL
BRISRE
Fikizh, -30C~-15C R, BRE—F,
B&E#H#

DNA Zitb k. Nuclease-free ddH,0. oK 2B, {RIRMIINRSL. Nuclease-free PCR & . #
FZ2. PCRAY. Qubit. Agilent 2100 Bioanalyzer Z.

LIS

1. Total RNA K E&{k
1) #%3%F 1 E—" Nuclease-free PCR & LASEFR R ML 1.1 282 H RNA R ERIC RSB E R
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& 1. RNA F BIWRMNIRZR

by A3R
2% Frag/Prime Buffer 17 pL
Nuclease-free ddH,0 11 ul

2) BHERMEIZR RS, M0 22 uL Frag/Prime Buffer(1x), FBFS&ESIRIT 10 JRLATE S
BY), BREE 3min, EHHZREHE S5min, HARBERE, JVOIRE 20 uL EFE—
#r89 Nuclease-free PCR &,
3) ¥HFmET PCR{UF, ®ERE 21, H1TRNA RERURN, AEIRE 105C,
& 2. RNA FRWRNIZRF

BARBX/M FTRfEF

250 ~ 450 bp 85°C, 4 min 30 sec
2. 1st Strand Synthesis
1) 1ZPRZE 3 Bl 1st Strand Synthesis RESEE TR

Z< 3. 1st Strand Synthesis REGE SR

Eba) AR
=) 20 pL
1st Strand Buffer 9 uL
1st Enzyme Mix 1L
Total 30 uL

2) ABRBRREREIITRES, BNBOEERKEEER.
3) BHEMET PCRND, 2IR3E 4 2%, #4T 1st Strand Synthesis RN, HAERE 1057C,
2 4: 1st Strand Synthesis R NF2F

mE B8]
25°C 10 min
42°C 15 min
70°C 15 min
4°C Hold

3. 2nd Strand Synthesis and dA-tailing
1) %RERZE 5 Bl 2nd Strand Synthesis and dA-tailing REGEE R
Z< 5. 2nd Strand Synthesis and dA-tailing R NIEE &

Eba) AR
=) 30 L

2nd Strand Buffer 6 uL
2nd Enzyme Mix 3L
Nuclease-free ddH,0 27 ul
Total 60 pL

2) ABRBREREIITRES, BNBOEERKEEER.
3) ¥HEmET PCRINSP, =RFE 6 72, #1T 2nd Strand Synthesis and dA-tailing Rz,
HEIRE 1057C,
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7 6: 2nd Strand Synthesis and dA-tailing R N FZF7

mE B8]
16°C 30 min
62°C 10 min
4°C Hold

4. Adapter Ligation
1) 1ZPBRE 7 Bl Adapter Ligation RESEER:
7 7. Adapter Ligation RGBSR

izha) 151
— &Y 60 L
Rapid Ligation Buffer 20 uL
Ligase Mix 3 L
Adapter 1L
Nuclease-free ddH,0 16 pL
Total 100 pL

2) BERESRREITESY, BNBOEHERKEEZEE.
3) BFmET PCRNDP, &iB*E 8127, 11T Adapter Ligation RNz, #AZEIRE 105°C,
7 8: Adapter Ligation R NIZF

aE ]
20°C 15 min
4°C Hold

5. HEErFALL
1) BHIRMN-4°CokFEFEE, ERFEZEL 30 min;
2) H Nuclease-free ddH,O Bl 80% 2 EZ;
3) EKE/I%IExﬁ?EﬁJ\/l%/jﬁ%HQ,

4) IREX 73 uL (0.73x) WHRZEZLEEST, WITRS, ZERFEFE LS min, BB PCRE
e J: E§/§/1Q§/§/§ /J\/B\$§B%J:;%

5) {#F PCRE Tﬁ%ﬁj S F, A0 200 uL 80%Z B, ##E 30 sec, IO LS,

6) EELER5) —IX, B 10 uL BREMERTHRBRE,

7) 1R¥F PCR ’éﬁ%ﬂ 8 b, FIREEIEK 5~ 10 min;

8) 45 PCR E MR EERH, ANA 22 pl Nuclease-free ddH,0, B REEITIES, =&
55 5 min;
9) B PCREETHNRLE, FFARESBE, JVOIRE 20 uL _EEZEFHTEY Nuclease-free PCR
Boh, AEMA 16 uL (0.8x) #Ek, IKITES, EIRFFE Smin, %% PCR EREIER
EE%&Q&% INODEERR ETE;

10) R#FPCRE H%‘jj 2 b, A0 200uL 80%Z B2, B 30 sec, VUSRS,

1) EELES) —IX, )ﬂ 10 pL BRBMERTIEERIK;
12) &% PCR %7'_62727] FIRFTE 5 ~ 10 min;

13) %8 PCR & ML 22 J:HXH:I' ANA 12 uL Nuclease-free ddH,0, FB#EHRBIITES, =
mEEE 5 min;
14) % PCR EE?@U] o b, FAREBE, IVOIREX 10 ub _EEZEHHY Nuclease-free PCR
BEPEH,
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6. Library Amplification
1) 1ZBR3E 9 Bl Library Amplification REGEER:
% 9: Library Amplification R RGBSR

b AR
TGS 10 1L
2x HotStar PCR Mix 125 uL
15 1.25 L
17 1.25 L

Total 25 pL

2) BRERESREITESY, BNBOEHRKEEEE.
3) ¥iFmET PCR{UTF, #%ERFE 10 #2F7, 11T Library Amplification iz, AZEIRE 105C,
7 10: Library Amplification R NF2F

mE B8] EELE
98°C 45 sec 1
98°C 15 sec
60°C 30 sec 10~14
72°C 30 sec
72°C 1 min 1
4°C Hold 1
4) YEFRIAEL
Total RNA A& RN
100 ~ 250 ng 13~14
250 ~ 500 ng 12~13
500 ~ 1000 ng 10~12

7. PCR =44tk

BHIRMN-4°CokFEF B, ERFEZE 30 min;

F3 Nuclease-free ddH,0 B4l 80% 2 B2 :

IEREZ T RIMIK,

OREX 22.5 uL (0.9x) #EKZE PCRE=HIH, WITRS, ZIREFFE 5 min, %% PCR EZEH,
NERE, BEERRTER, NOBRLE,

5) {R¥#F PCR EFEMANZE L, MNA 200 uL 80%Z B2, #8E 30s, /NOEERKR LS,

6) EEFLES) —IX, F 10 uL BResMERTiE®RIK;

7) 1R¥F PCR EXM R E, FIREEIR 5~ 10 min;

8) 45 PCR E MR EERH, A0A 20 pL Nuclease-free ddH,0, B REEITIES, =&
8 5 min;

9) ¥ PCREETFTHNRLE, FaREERE, NVOIREL 18 uL _EEZEHN Nuclease-free B
HEP,

8. MERRK

A Qubit #2SZEREE, Agilent 2100 Bioanalyzer # R H D,

1)
2)
3)
4)
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