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Hieff NGS™ EvoMax RNA Library Prep Kit (dUTP) 2#% Illumina f MGl WWEAMFHEEM RNA NFXERZIRTIZ,
= mA BN ER TR HAS, MERATEFohichIso %, FTERER B ENERE, FRERER. 17
288 RNA FBAIRT, RERIEF, SR ds-cDNA ERIAFI, DURSETEIAF. A% mRNA diidflas
rRNA ERRIAFIZWENFEXE, AFEmRALTERRIER, TREREER D BARESHNRMNE, BXEENRIET
LRARRSE, FIBRTHEE™ENRETEMINEERIE, SAEE ERIET XEMENRESNES Y,

s

) 12340ES24/12340ES96/12340ES97/12340ES98

& 24T7/96T/96 T (Bzptk) /96 T (k=)
HER
=mAn  HPRF 12340ES24  12340ES96 12340ES97 12340ES98

(BB 6T)  (IRIBEENK 96T)

12340-A  Frag/Prime Buffer 450 pL 2X900 pL 2X1064 pL 266X8 uL
12340-B = 1st Reaction Module 2.0 192 uL 768 L 960 L 120X8 puL
12340-C = 2nd Reaction Module(dUTP) 840 uL 2X1680 uL = 3X1280 pL 480X 8 puL
12340-D  Ligation Reaction Module 840 uL 2X1680 uL | 3X1280 pL 480X 8 puL
12340-E  2XSuper Canace® Il High-Fidelity Mix = 600 pL 2X1200 yuL | 2X1360 pL 340X 8 uL
* Primer Mix* 120 pL 480 plL 640 pL 80X8 uL

A MNERTEZBEAFEEEARANE, FETIHNEE, FMAFIEHES RS llumina Ml MGI IFE, EREFTINCEET
BTF llumina®Z & MGI®HY primer mix(Cat# 13334 Primer Mix for MGI®LA Kz Cat# 13335 Primer Mix for lllumina®),

S
-25~-15°C1R7%, B 1 &,
ABEEmM

LxTFiR(E

1) ATENRESMNRE, BEFLRRASERXEFERE

2) BFEAFRENESASETERRER. MEAGLTERRNRZES RS, EEELEETKLFR.

3) WEEHEHREN PCRNPHITEFTBRE, FRAFIEAHA PCRNERRREMIE,

4) BT RNase SRIVFEM, HXILIKISERH#ITEE, HEFER ThermoFisher AF]#) RNAZap™ Eai%ER Z R 15
EEFR RNA BBIS 2,

5) PCR =R ER MBI =ESBRTSE, #HMmmmIIERERM, #ERKE PCR REAREHIXH PCR =44t
KNXFTEREIMNYIERS, REXEMRTABRERFLE, THXNESIRXIEHITES (HEEFER ThermoFisher
ATFIH) DNAZap™ BRHIZERARRIRE) , LURIELIRIFRAGESE.,

6) AF@ERERAR!

2. X FiEL%EE (Adapter Ligation)

1) AT EHRM Illumina®eE MGI®KEk (Barcoded Adapter)iIRFIEEELIRFE, EATRELEERHFITER,
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2) HNBERSRENELKEX. MEFAEABRIEX, BEIEAB NGS 5IEHERNAE, HEIHFHITTR
BIRTIS R R, thoh, FHITHEORAMRIER, BEBRETM. BRRURE—MIEL, PLERREH.
3) EREEKEY, BIRADFIZKINLIRTE 4°CEUKE LARR, EERIRBFN, SRERERFAEET 25°C, BIIHZKmRHE,
4) BEIESP, BAOREISHIMBZSHRERNERLM. FAFIRIRESRD, FIMABELEIREERN S ul, 5
RIBAIEET RNA RANE, SER 1 WHESOHITHRRE, BAMBRIEERE 0.1XTE buffer, HREIRIRLAIE 4°CIRTF 48 /)
Ao

% 1-1 Input Total RNA 85 lllumina®#E sk EMRRERER"

Input Total RNA Illumina® Adapter stock concentration
10ng 1 uM
100 ng 1.5 uM
500 ng 3 uM
=1 g 5 uM
#& 1-2 Input Total RNA 5 MGIEAERREHREFR"
Input Total RNA MGI® Adapter stock concentration
10~99 ng 1 uM
100~499 ng 2 uM
500~4000 ng 5 uM

A RIBARREE total RNA BEARIGNE, RHBEKIEL A Adapter EHE
3 RTXEY 18 (Library Amplification)
1) ANRAFIZFIET AT BEAATE _NSRE DNA RESEFAR, EE—AHNEME, KKILR T IZHY—4%,
EMERRENNERERE, WaEHITITRIT Y1,
2) XETIESBRETRIZFILEISR, BHASRAE, REBXEFER; BIfd%, XS ERFEEM. &
SEEM. REFYEM. FERTRBELHIRER. R 2 VETEARKTZHITET S, Input Total RNA £5
MER A 1B EIF SRAVHE
3) R2PBENBIRMNAIHECEASHIEERR, BENEARERE (MMM ER FFPE #4%) , AREXRMRERE
LIBINEFE. mRNA BERIESINER, BT AEYFIALFIRENE TotalRNA 1, mRNAEEERKK, LRKF
FIREEZERIGE. VTR RFRMIERNE PR BRI,

#& 2 Input Total RNA 25 8 EHFKHER"

Input Total RNA Number of cycles
10ng 16
100 ng 14
500 ng 12
1 pg 11

O] : "HFXEFERNSB/ASNT BREAMEX, BERE. FRAKG. DEFGSTEEWT 2, BEIETEREIMERSEEZR,
EREEENEESRM.
4 DNA B4tk 5453i% (Bead-based Clean Up and Size Selection)
1) BEIEHPELNTREEFH DNA difbiiEk, FHIHEEFER Hieff NGS® DNA Selection Beads (Yeasen Cat#12601)
8% AMPure® XP B3k (Beckman Cat#A63880)i#47 DNA 4k F01435%,
2) MHFERRNATEEER, SURSBEETRE. 7EMRRE
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3) WHERERNBNTI IR B ERERE L TURITRDES.

4) ¥ LA, 1B ENEE, BMEREREMERMEENERSE.

5) HEHRSTEERM 80%Z BRI AIAS, &%= MmE W,

6) FYABBINSHEKETEETIR TRATDBRBERNTKIERBEMEERN; SO FEXESEHEHEAREM
PARAKSER, BEBRT, ERFIE 3-5min BLULEKTS Fi&.

7) DNA @it K ESEF=WINFRE, AIEM 0.1XTE Buffer 3, F=¥TF 4°CAREFE 2 X, -20°CaR7E 1 MA.
5.2 FXERKE (Library Quality Analysis)

1) BEBERT, WEFHNXENEDKEZHRICNFRERNRHAITREITN,

2) XERERNAIGER: BEFWHE DNA RAREAE, W Qubit®. PicoGreen®%E; ETF qPCR EXEEMN A,
3) HEMER qPCR AAFTXERERN: Qubit®EET XN EE DNA RAFKIVRENE /5748, TABMX S RimEE
Adapter B4, MiRtIRER Adapter PR MR TR L) ; qPCR AN EEET PCRIIERE, (VE
@G Adapter SEERINE (BIEINFRISE) , AJHPRB RSN IRERFERE Adapter BRI AIUE XY FHE.

4) XEEREKMNARIER: EFHIERNTE, 90 NanoDrop®E,

5) XEKESHRN, ai@id Agilent Bioanalyzer 2100 HE FEE XM A RIBINEEH TR,

6.8&#¥ (Other Material)

1) mRNA E£ifFI&: Hieff NGS® mRNA Isolation Master Kit V2 (Yeasen Cat#12629)

2) rRNA EFRIRFIE: Hieff NGS® MaxUp Human rRNA Depletion Kit (rRNA & ITS/ETS)(Yeasen Cat#12257) ELfth rRNA
EbRiAFI =

3) RNA 4h{biZEk: Hieff NGS® RNA Cleaner (Yeasen Cat#12602) 8k H &% B

4) DNA 4k HEEk - Hieff NGS® DNA Selection Beads (Yeasen Cat#12601)8 AMPure® XP Beads (A63880) 5% H fth 5 34 ™ S0
5) RNA f&#E: Agilent 2100 Bioanalyzer RNA 6000 Nano/Pico Chip S E &34 o

6) Adapters: Complete Adapter for lllumina®Ef (Cat#13519-13520 SEMEM M) =X Complete Adapter for MGI®
fEA (Cat#13360-13362 HEMEN~m) -

7. XEERS

Agilent 2100 Bioanalyzer DNA 1000 Chip/ High Sensitivity Chip SiE &M~ ; XEEEHXF,

8. Hfthtt¥l

Tk B, TEBAK. KRk, PCRE. HI%R. PCRIEZ,

=
2

BEREE
Starting Material [ Total RNA (RIN=>7) ] [ Degraded RNA/FFPE RNA ]
RNA Enrichment Hieff NGS® mRNA Isolation Hieff NGS® MaxUp Human rRNA Depletion
Master Kit V2 (Cat#12629) Kit (rRNA & ITS/ETS) (Cat#12257)

& &

Library Prep [ Hieff NGS® EvoMax RNA Library Prep Kit(Cat#12340) ]

» () »(@ED » =) » )

1: RNA #BERRE
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Partl: H#R RNA &M A Biib

ZXBEEERMBETR RNA H&, BIEEEFENRAIER Poly(A) mRNA Isolation 5% (BHZ A) 3 rRNA Depletion 5%

(5% B) o Yeasen Cat#12340 BZEERABEZLSBFAIEF, BEFIRIBEESE B HEE/AYLT,
7= A: mRNA 4k &1L (mRNA Purification and Fragmentation)
LEFER
Z A ZMER Hieff NGS® mRNA Isolation Master Kit V2 (Yeasen Cat#12629)i#1T mRNA B, & TiiaiEiRER 10 ng-4
pg (AR50 pl) WERENY. EYANERFERZEYNE RNA. M0 RNA KERIE, K8 50 pL, aIfEM
Hieff NGS® RNA Cleaner (Yeasen Cat#12602)F4Eki# TR 48, RNA Filid Agilent 2100 Bioanalyzer RNA 6000 Nano/Pico
SAM, RINEER>T, LURIE mRNA BFEER poly(A) B4, AiAFIZR mRNA 2 BIERERNZ oligo (dT)HEEK,
[BE poly(A)EHI mRNA 71 BE#REEEY; HthFR poly(A)ERI RNA, 13ELRED RNA. T poly(A)EBHI mRNA FEREEER
AT, tbsh, FFPE #AHH mRNA MR E, BETTEM poly(A)RBLEM, WAL EFERARATRHITERE,
2BEPR
1) & mRNA Capture Beads2.0 M 2-8°CEXHi, BEFHEEFHEER, 2930 min.
2) HE&— Nuclease free BiE, EX 10 ng-4 pg = RNA, A Nuclease Free 7K FFR4ZE 50 L, Kk EREBEH.
3) BEISIERIRHBSMER, TREX 50 uL BERBRIMAZE 50 pL 2 RNA#RF, ABRBWNIT6 X, BEIESERS.
4) BHEERS RNA BEEME T PCR YA, 65°C, 5min; 25°C, 5min; 25°C, hold, 5EA% RNA SHRHERHIZE S
5 BEREBETHAHZEHR, EBEHE 5min, £ mRNASE RNADE, OB LS.
6) KIESMBLIAZE EERY, A 200 pL Beads Wash Buffer2.0 EEHiEL, Bk REWIT 6 RUMFKES. BFHERETH
F1%eh, ZBEE 5min, /IOBRLER,
7) EEFE6, HEERNR,
8) YEHFSMEZAZE EERY, IO 50 pL Tris Buffer2.0 28k, BERIREWIT 6 RUMKES.
9) ¥#¥METF PCR{YA, 80°C, 2min; 25°C, hold, 3§ mRNA Rt F3HK,
10) MM PCR{XHEXH, #0N 50 ul Beads Binding Buffer2.0, A#&asREWIT 6 RUMKES.
11) =E®RE 5min, £ mRNA &5 EIHEk L,
12) BERETHARD, =RFHE 5 min, NOBRLES.
13) B RMEEAZE LRV, B 200 pL Beads Wash Buffer2.0 ER2HH, BKBREWIT 6 RUMKES, BHEREN
WEIE#IZES, EREE 5 min, R LA,
14) BN EERY, #1E4F 5, B 18.5 ul Frag/Prime Buffer E8Hi%, BB KRIEIWIT 6 RUMKES; BiF
MmEBTF PCR{A (FligH 94°C) , AIBER I EFERBHER, EREMHEBRUNYREER, BERALRIEECHIE
g, AR ERUETEIRIAERE, Eb3N 94°C, 5 min. fEF Agilent 2100 534 mRNA 4tk =4K )N

& 3 MRNA R RRILIEFHEE
BAREX/N (bp) 1TEriER
200-300 94°C, 10 min, 4°C, hold;
300-400 94°C, 7 min, 4°C, hold,;
400-500 94°C, 5min, 4°C, hold;

15) REKIER4ERIG, ABALE poly(A)E RNA SHIRES, B ASERETHRAED, FAREERE, B% 17 uL £
BE—HH Nuclease Free B0ER, UZIHNE—FEEHRKRLE (Part -5 1),
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755 B: rRNA ABR5 RNA FExb (rRNA Depletion and RNA Fragmentation)

1LEFRER

%75 Z=1E A Hieff NGS® MaxUp Human rRNA Depletion Kit (rRNA & ITS/ETS) (Yeasen Cat#12257) 2<% Total RNA 1Ry
rRNA. ERTFA. NE. KEFXER 100 ng~1 ug ({FFR<10 pl) 2 RNA # & ; ER TS AR RNA (30 FFPE

RNA) # o
2B TR
1) &t

a. BIREFIZAE Buffer M-20°C BXY, KEEIELNES, EF Ak L&A
b. &S RNA R RIBISANEMESIRE, i+ RNA BYHATT, A Nuclease Free H20 B ZE 10 Lo
cIRHBR 4 T 200 L PCR EHERHI rRNA ERRR MK R,

E=2

Hybridization Buffer

Human Probe Mix (rRNA & ITS/ETS)
Total RNA

Total

x4 R RTREER
A3R (uL)
3
2
10 (100 ng~1 pg)
15

d.ERBRBEEWITRS, BERRNEAREOEER.
eff £® PCR EET PCRIX (AIRBEHREMRER) F, BERKRSFAIRRNEZR, #HTRH AR,

mE
#E 105°C
95°C
95°C-22°C
22°C
4°C

2)RNase H 3H1k

R5 R RXRMERF
A ia]
On
2 min
0.1°C/s
5min

hold

a.¥§ RNase H B FIM-20 °CEXY, MEARREEIRS, ET/KEER. &EXR 6 FiR, EH RNase H HIURMNER,

& 6 RNase H b R B A%

a4 72 (uL)

RNase H Buffer 3

RNase H 2

EErE=Y 15

Total 20

b.EABRBEERITRSY, BERRNRELEERK.
c¥ LR PCR BETF PCRNF, I§BRMNIZRF: #a 50°C; 37°C, 30 min; 4°C, hold, #17 RNase H &b R R,
Www.yeasen.com Page 5 of 17
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3)DNase | 3H1k
a.}% DNase | JHLIHFIM-20 °C B, BEAEEERS, EFKE&ER, RRKX 7 Fin, BCHI DNase | JHILRBIE R,
% 7DNase | B RFIAR

=23 i 3R (uL)

DNase | Buffer 27.5

DNase | 2.5

£ 20

Total 50

b. EABRBERKITES, BERRMEBOLEER.

c. LR PCR BETF PCRINA, &BERMNIER: #zk 50°C; 37°C, 30min; 4°C, hold, #17 DNase | JECR o
4) RNA 4tk

a EZTE: I8 Hieff NGS® RNA Cleaner (Yeasen Cat#12602)iEkE7kFEHENE , E:EF# = 30 min. A Nuclease Free
H20 Ei#l 80%ZE%,
b.RIER 7 T 78 57 BB LR LURIE 7S 53R Ao
C.PREX 110 pL Hieff NGS® RNA Cleaner (2.2X, Beads:DNA=2.2:1)E E—¥=¥ 4, BREVBASPWITES, EEHB 5
mine
d. & PCR EETHARP O BHIMNRE, FAREER (Y95min) , OB LES,
e. [R5 PCR BIRR BT HZEAH, I 200 pL Nuclease free H20 FEEACHIRY 80% 2 BE XAk, =B 30sec /g,
OIERR EE.
fEEFTE e, JINEAFMR. B 10 pL BRBWL T 2ZD R
gfR¥F PCR BRABTHARF, =R N AZTIREZK (5~10 min)o
h.RNA %Rt % PCR BEMEZNZR EEUT, #iEArF=&, M 18.5 uL Frag/Prime buffer, A RBEREWITER R
5, ERFHE 5min.
i.% PCREREBEOHETHARTEHE, FHERBET (K93 min) , IV0IBEL 17 pL EFEEHM Nuclease free PCR B
&, #1T RNA FE&fb
g.RNA FE LR A RIRBEAREHTAE, SREMN RNA R, FEUFRHRISE mRNA RERMG (R3) . R8#
#7 FFPE FRAIREF AN BREEYS, EFRENERRBRUHREGFE—ENES, ERURESSHNERER, BFR
FEAFMGXL, EREENRBRKE Y.
k FBRUWERIBIANETF AL, #N—HEHRE (Part II-55 1),

8 FFPERNA FELLRMHERE

DV200* FEiZR

>70% 94°C, 7 min, 4°C, hold;
50%~70% 94°C, 5 min, 4°C, hold;
20%~50% 85°C, 8 min, 4°C, hold;
<20% (XIBEFERE) 65°C, 8 min, 4°C, hold;

*FEfE RNA RIS E A DV200 54744, 13 MR =3EA
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PartIl: Illumina&MGI ¥4 RNA XCEHE
1.55—%% cDNABYE R (Lst Strand Synthesis)
ZTBEBELEE/FEAIBIE RNA & —%% cDNA, B#r RNA B E S RIIRIELI T R RI%EE Poly(A) mRNA
isolation A Z8f rRNA Depletion 5%, i#W Part |,
R—iEE IR FERATM-20°CEXL, MIBSG, &K 9 FiR, MMAE—3 cDNA SRBIR N K.
&9 F£—5 cDNA AR RN EFR

& £67R (uL)
Frag/Prime Buffer with Fragmented RNA 17

1st Reaction Module 2.0 8

Total 25

2) ERABRBERWITRES, BERRNABEOEERK.
3) ¥ LR PCREET PCRINH, HRK 10 FIRIRERNER, #HITE—# cDNAMER. RNARGILANHITE i

cDNA B9& B

£ 10 $£—% cDNA R RNIZF
B B iE]
AE 105°C On
25°C 10 min
42°C 15 min
70°C 15 min
4°C Hold

2.5 cDNA &R/ IFHEE/M A (2nd Strand Synthesis/dA-Tailing)
1) BTHEERIAFIRRIM-20°CERY, WIREA/G, REBXR 11 iR, MAEZH cDNA &/RIHEE/MN A RN K.

K 11 5 cDNA B RNIEZR

P2 AF2 (uL)
1st Strand cDNA 25
2nd Reaction Module (dUTP)* 35
Total 60

CF] : *HAFNSEROENESEEME mRNA &, WNHEMEZE mRNA &, B Yeasen Cat#12341,

2) ERABRBEREWITRES, BERRNABEOEERK.

3) LA PCREETF PCRIXNH, BIEXR 12 IRRERMER, #1751 cDNA IS

* 12 %5 cDNA BRRNIER

mE Bl
#ME 105°C on
16°C 30 min
72°C 15 min
4°C Hold

3.3%:LiE%E (Adapter Ligation)

ZHBRERGESN dA BHRMB=YRIE, EEFEDN Ilumina®3 MGI®HEk,
1) BEIBET_HMER 1, BIE Input RNA £, R Adapter EAERE,

www.yeasen.com
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2) BHESOERAFIRAIM-20°CEE, MIBAE, &K 13 iR, MIANEKIEER VAR,
% 13 Adapter Ligation &%

BT A1 (uL)
dA-tailed DNA 60
Ligation Reaction Module 35%

DNA Adapter 5%

Total 100

[’%] : *Ligation Reaction Module #%4%8, B BAHBRNBELEER.
ARRAT Wumina®BkRIARER 15 UM, MGIHEKRIGREH 10 uM, BRIBIEEM K 1 IRT, RIBENEIHEHITHR, FEELR
IAFREEN 5 pL
3) ERABRBERWITES, HREBORRNBAREEER.
4) ¥ PCREEBT PCRIF, RER 14 FIRRNERF, #ITERLERR,

& 14 Adapter Ligation R N2

mE B iE]
nE Off
20°C 15 min
4°C Hold

4 FEBEF 4L (Post Ligation Clean Up)

KERERTFHE<200 bp BY, @I FRAUERERFRVELILE, HBARE=>200bp B, SRMR_MDESE,
I, 7% FERKENXE,

EATFHENFER<200 bp BIXE (B#ITRH L)

1) BE&IE: % Hieff NGS® DNA Selection Beads HAEBREHAFEHRENL, EEFHZEL 30 min, BLHl 80%ZE,

2) SRIERZH T D BB LURIER RS,

3) DREY 60uL Hieff NGS® DNA Selection Beads (0.6 X , Beads:DNA=0.6:1)= Adapter Ligation =49, SRIESWITES,
=RIFE 5min,

4) % PCR BRI B OHETHARPIBHIKNRE, fFFAREEE (W 5min) , /NUBRLEE.

5) fR¥F PCR EWRAREFHENZRF, MO 200 ulL FEFECHIRY 80% ZEF ATk, =EME 30sec fm, OBk LR,

6) EESES5, BIHEEREAR,

7) RE PCR EWRAZRETHARYD, ASTSTREKENNBMER (FREBE 5min) .

8) ¥ PCR EMBZZRFENH, AN 52 uL ddH20, SRR HE RS RBEERITER RS, EEFHE 5 min, K PCR
EEEEOHBETHARTHE, FFAREEE (Y3 min) , /JDOFBE 50 uL EEEH PCR B, B#HIT AN,

9) FREX 40 pL Hieff NGS® DNA Selection Beads (0.8 X, Beads:DNA=0.8:1)E t—F =44, SRIEKMIT RS, EE/E
5 mine

10) ¥ PCR BREBOHETHNRT I BHHKNRE, FFAREEE (Y3 min) , NOBRLEE.

11) {R¥F PCR EWRAETFWIZEH, A 200 pL FEFACHIAY 80% ZE2 R kMMk, =RME 30 sec /5, /OB LA,
12) EEFE 11, BiHERmAER.

13) 1R¥F PCR B8R B THNRY, ASTRTREKENRBRER (R 5min) .

14) ¥ PCR EMBAAZRARENL, M 21 plL ddH20, RIERZSERABREREWITER SRS, ERFAE 5min. &
PCRBNEERBOHBTHARTHE, FAREET (Y3 min) , JuLiBEL20 pL EEZEH PCR &, #17 PCR YK,
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5. XY 18 (Library Amplification)

BHBRAURKEDESREELEE~Y#HTT PCRTIEES,

1) By @it FRsIM-20°CERE, MIRES/E, ERK 15 FiR, A BRI,

# 15-A  lllumina 5B Y) PCR REZAR
R BFR A3 (uL)
2 XSuper Canace® Il High-Fidelity Mix = 25

Universal Primer/ i5 Primer* 2.5
Index Primer/i7 Primer* 2.5
Adapter Ligated DNA 20
Total 50

(F] : “MMREAHIZE Index BIfEL, BFRREREL (D YHEX) , BEAEEKEN (Cat#12414-12415)HEEHT Index primer #1TH 15, **

WMRIEFERRIZE Indexed Adapter (Cat#13519~Cat#13520), BFFKEL (K Y L) , AT Cat#13335 H#Y Hieff NGS® Primer Mix for Illumina®

HITH 18,

#® 15-B  lllumina KIESLEE™) PCR RE{ER
B AR A2 (uL)
2 XSuper Canace® Il High-Fidelity Mix = 25

Primer Mix** 5
Adapter Ligated DNA 20
Total 50

& 15-C MGl KEESERSY) PCR RN AR

BB
2 X Super Canace® Il High-Fidelity Mix
Primer Mix for MGI®*

Adapter Ligated DNA

%I (uL)
25

5

20

[£] : *iZ primer mix for MGl REEARIAFIEF, A Cat#13334 FEJ Hieff NGS® Primer Mix for MGI®#1TH 1%,
2) FEABRBEENITSHIRSES, HEEBEORRNBBREEERK,
3) B PCREETF PCRINHF, IREX 16 FTRMNIER, ##1T PCRY I,
#*16 PCRYERNZERF

mE B E]

98°C 1 min
98°C 10 sec
60°C 30 sec
72°C 30 sec
72°C 5min
4°C Hold

1B3r
1

11~16 cycles*

UE] @ "XERERSEREFEARE. RABFEEFFHITAR, HIERER=.

6.3 =Rk L, (Post Amplification Clean Up)

1) A&/ IE: 35 Hieff NGS® DNA Selection Beads FEkH /A FEHENE, ZBFEZE/D 30 min, ACH 80%Z B,

2) RIEHRH T BEREER U RIETE 73R 5o

3) TREY 45 L Hieff NGS® DNA Selection Beads (0.9, Beads:DNA=0.9:1)E¥ 1&=¥h, SREEHWRITRS, EEWE 5

mine

4) ¥ PCR EREBROHBETHARD D BHIFAKRE, FFAREER (95min) , /NOBRKRLER.
5) fR¥s PCR BYRAE T H, A 200 pL FrEFECHIR 80%ZES ik, =BME 30secfm, NOEkR EE.

6) EESES, BIHREAFR,

I/

7) {R¥F PCR BHRAETFHWARTD, AETSTREHKENNILIMEH (Rid 5min) o

www.yeasen.com
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8) ¥ PCR E MEAAZRHENH, MO 21 L ddH20, AIERZHERBRFBEREWRITER RS, EEFHE 5 min, ¥ PCR
EREBOHBETHARTHE, FAREER (893 min) , JuDiBE20 uL LEEH PCRER, #ITXEEE. Bk,
7. XEFRETH|

BEERT, WRIFNXETEIRECNNKESBRNRFITRETN, BEBESLEREIR,

R

MIR—: mRNA FEBAHREBT

| # L: Ladder | # 1 94c Smin # 3: 94c Pmin 6 94c 10min

[FU Ladder

20

15

10+

ol

T T T T T
25 200 300 1000 2000 4000 [nt]

2. mRNA R[E$T A ]
MRNA REHTTBTEIT K280 RNA B EBESEEL. £801L 94°C, 10 min. 94°C, 7min #194°C, 5min S0IE, $THTE mRNA BHTHHT 2.2X BEFKLL,
&g Agilent 2100 Bioanalyzer #4743l
] : AEREEMAB RNA 2 Agilent AF]8 Universal Human Reference RNA, EFEREMIRA RNA, RIFFAAITEETIE,
M= lllumina FEAISTEFHHEA
MEARREMATF 94°C, 10 min. 94°C, Tmin 1 94°C, 5 min FEILEY RNA B, RILURISHENFA AT 200 bp BISCE:
BE— EEKEEFYALESE
1.0.6X Hieff NGS® DNA Selection Beads L& EF=¥IR94iMk
1) BE&IE: % Hieff NGS® DNA Selection Beads HAEREHAFEHRENL, EEFHZEL 30 min, BLHl 80%ZE,
2) RBERH RIS BEIBURIEFE SRS,
3) DREY 60uL Hieff NGS® DNA Selection Beads (0.6 X , Beads:DNA=0.6:1)= Adapter Ligation =45, SREESWITES,
=REE 5min,
4) ¥ PCR EREBOHEBETHNRP O BHHKMNRE, FFAREER (Y 5min) , NOBRKRLERE,
5) fR¥F PCR BB TFHENZRF, MO 200 ulL FEFECHIRY 80% ZEFhHEEk, =EME 30sec fm, OBk LEE.
6) EESES5, BIHEEREAR,
7) RE5 PCREWHRZRETH RSP, ASTSTREKENNBMER (REBE 5min) .
8) & PCR BMEEHZRHPENH, SN 102 puL ddH20, SRIERZSERBRBERVWITERDES, ERBAE Smin. &
PCR BEREBELHETHARTPEE, FFAREERE (Y95min) , JuDBE 100 L EEEH PCR B, HE&HITNE
P i
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WEL5IE (UL 94°C, Tmin $THRr, SMESER/NFA 410bp~510bp FGISEE, HMXEXNMEGHEEFLLOIBITHERDIE) Hik
BREGIESL (VY $83k) #TEIB R4k, ERAXE 384 fh Index Primers: Hieff NGS® RNA 384 CDI Primer Kit for Illumina®,
Set 1~Set2 (Cat#12414~Cat#12415)##1T RNA BERY, /3 tb HISHRR 17 #1T7, HiEFKEL (K Y ##3K) , 8 Indexed
Adapters: Hieff NGS® Complete Adapter Kit for lllumina®, Set 1~Set 2(Cat#13519~Cat#13520)#1TiEER 4k, 9%
flSER&K 18 #17,
2.0.65X /0.15X Hieff NGS® DNA Selection Beads #2k =M 451k
1) ERIEIRH S 785 B EHEER LURIER S,
2) iR¥E DNA HERKEER, 8F%K 17, £ 100 pL DNA FIINE— 2 %EHER 65 pL (0.65X), RiESERaZWIT
10 BES.
3) EEME 5mino
4) ¥ PCRERETBOHBTHWAZREF, FAKREET (W5min) , NOEBLEIFENBLOEF, X8 12 uL AR
=13

5) BER 17T M LEFERMANE R DIEHER 15 pL (0.15X).
6) RITRS WL KEWIT 10 KBS, =EFHE 5min,
7) ¥ PCREFEBOHETHARD, FFARESRE (Y93 min) , /NOBKRLEE,
8) &% PCR BIRALTHEAIZRS, M 200 pL FHEFECHIR 80% ZELRAMHER, ERBME 30 sec, /OiEkR LA,
9) EBFHES,
10) {R¥F PCR B TFHNIRF, ASTFREEHEENNLIMER (893 min)
11) ¥ PCR BEMBEFZRFEE, MO 21 pLddH20, SRR ZHERABRIFEEWITRDES, EREFE 5min,
12) % PCR BERREBOHETFH NIRRT D BHHRNKRE, FARESER (893 min) , DR 20 ul EFEFEED,

R 17 FEHEK X E D A TFHETRLL )

BAREKE (bp) 200~300 250~350 350~450 450~550
XEKE (bp) 260~360 310~410 410~510 510~610
FTHT 4 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5 min
E—ICHIRAET (uL) 80 (0.8 %) 75(0.75X) 65 (0.65X) 60 (0.6 X)
B THMEERARR (uL) 15 (0.15X%) 15 (0.15X%) 15 (0.15X%) 10 (0.1X)
% 18 KK SUESD BBk 6
BANFEKE (bp) 200~300 250~350 350~450 450~550
XEKE (bp) 320~420 370~470 470~570 570~670
FTHT 4 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5min
—HHEERAFR (L) 75(0.75X) 70(0.7X) 65 (0.65X) 60 (0.6 X)
FETHHAERAFR (uL) 15 (0.15X%) 15 (0.15X) 15 (0.15X) 10 (0.1X)

(] @ R 17, 18 #HERII D IELLHIEATF Hieff NGS® DNA Selection Beads; RFH “X” RRFES DNA AF1, MR BN B EI£79 300
bp B, BETEREKERZFIEE, #am DNA AR 100 ul, NE—7EHIkERATRN 0.65X100 ul=65 L, 5 IIEHIKERFRN
0.15X100 pL=15 pL; BEKELEEZEZEDIE, #£5% DNA FFR7 100 pL, ME— 2 EHERERETRN 0.65X100 pL=65 uL, $FIi5i%kHE

BREA{AFRJ9 0.15X 100 pL=15 uLo
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[® 7:0.8x0.x ® 2:0.80%: 0,15 ® 3:0.75,0.15x [# & 0.6500.15x ® 0.6X, 0.8X/0.15X ®0.6X, 0.75X/0.15X
[Fu] 0.6%,0.1x
70 ® 0.6X, 0.6X/0.10X
N
Ha A
N i)
i A VI 7000 ~ ——
F . ‘l‘ 2000 — ——
} 4 {
I 1000 — =—
| / i o — —"
/ T I Y —
1 1
L | 400 - —— -
AT ] —
1 f / A |
10 I 11 /E\ y 200 -
I/ A il | 150 -
P O |4 A I 7 7 0% \\i-..___,,x ,.,_a,.«.) b SRR S
39 =
T T — _
35 100 200 300 400 500 700 2000 10380 [bp] 0.80X/0.15X 0.75X/0.15X 0.65X/0.15X 0.6X/0.10X

3TERBRUFEXEER
1 ug293total RNA, 7£ 94°C, 10 min. 94°C, 7 min 1 94°C, 5min KEXU/E, RIBR 17 HERIRLBRLLGIBEIRISIEKR
BRI EEKEEFYEES G
L 94°C, 7 min T8, S3EXEAR/NA 410 bp~510 bp AFIRER, EHASKEA/IMZHEE LG ITHER S %E.
500 ng M\ _EBYE RNA i mRNA MBS, HEBRZEDE, ARV, FZ2/0FM, RNA REBEEARTTRER
%S,
LEREESL (VY iEL) #ITERG4AL, FRANE 384 f Index Primers: Hieff NGS® RNA 384 CDI Primer Kit for
llumina®, Set 1~Set2 (Cat#12414-12415)i#1T RNA BEER, MELbHIBIER 19:#17, HkRKiEk (KYEX) , &
A Indexed Adapters:Hieff NGS® Complete Adapter Kit for Illumina®, Set 1~Set 2(Cat#13519~Cat#13520)#{TiEE 48
£, DELLFISERER 20 #17,
1. ERIERH 7857 BRI B LURIER S o
2. 1R#E DNA FERKEER, £F%K 19, £514 100 pL BEBARRMANE L 7IEHER 20 pL (0.20X), RIESHE RS
IRFT 10 RES. ERMEE 10 mino
3. ¥ PCREREBOHBTHMARF, FAREER (B95min) , b 100 pL LERIFENBLEF,
4, BER 19 B EFRIMNE 9% 10 pL (0.10X),
5. REERA B REIWIT 10 RS, EREFHE 10 min,
6. ¥ PCREREEBOHEBETHARY, FaAREER (Y93 min) , JOBRREB.
7. fR%F PCR BIALLAFHEAZRH, MO 200 ulL FEECHIR 80%ZERMLHIER, EREE 30 sec, /LR LA,
8. EEFRT,
9. fR¥F PCR BAAAFHEAZRY, ASTIREKENNLINER (£93 min) o
10. ¥ PCR B MEEAZRHENH, A 21 pLddH20, SRIERAHERBRBERWITRES, EREE 5 min.
11. ¥ PCR EFEEBOHETHNIRP D BHEKNKE, FAREERE (L93min) , D0 20 uL LEEFAREDR,
R 19 FEHEK X E D A TFHETRLL )

HBANREKE (bp) 200~300 250~350 350~450 450~550
XEKE (bp) 260~360 310~410 410~510 510~610
FTHrS M 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5min
B—RHAERAETI(uL) 25(0.25X) 25(0.25X) 20(0.2X) 18(0.18X)
FETMERATR (uL) 10 (0.1X) 10 (0.1X) 10 (0.1X) 10 (0.1X)
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|20 KIRK D IR L B

HBANREBKE (bp) 200~300 250~350 350~450 450~550
XEKE (bp) 320~420 370~470 470~570 570~670
FTHr SR 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5min
B—RHAERAETI(uL) 25(0.25X) 20(0.2X) 18(0.18X) 18(0.18X)
FETRMERATR (uL) 10 (0.1X) 10 (0.1X) 10 (0.1X) 10 (0.1X)
O T — T DT ——— PR i

®0.18X/0.1X

1500 —
1000 -
700 —

N -

300 —

200 —
150 —
100 -
50 -
15—
R 3 £ : L 2 - i £ 0.25X/0.1X  0.25X/0.1X  0.20X/0.1X  0.18X/0.1X
15 50 100 150 200 300 400 500 700 1500 [bp]

E 4. 7R LA IR
1 pg293total RNA, 7£94°C, 10 min, 94°C, 7min #194°C, 5min RE LG, RIER 19 HEMBIRLLFISBIRISTER ).

MR=. MGl L& EFHFEA
SERZERTF 94°C, 10 min. 94°C, 7 min 1 94°C, 5 min FEXLEY RNA BEE, RILUGRSHENFERKTF 200 bp BISE:
AR— BREETYALESE
1.0.6X Hieff NGS® DNA Selection Beads #&:kiEE= M4k
1) HE&TIE: % Hieff NGS® DNA Selection Beads #iEkE/KFEHPEN L, ERFHZE 30 min, Bl 80%ZE,
2) RBERSH 7T 7 BRI URIEFR 53R 5o
3) MREX 60 pL Hieff NGS® DNA Selection Beads (0.6 X, Beads:DNA=0.6:1) ZE Adapter Ligation =¥, JRIEIRT
'S, EREE 5mino
4) % PCR BEREBOHETHARPIBHIKNRE, FFARESBE (Y 5min) , NOBKRLEE.
5) R¥F PCR BWRA B THIAIZRA, A 200 pL FEECHIAY 80% ZERFEHLER, ERFE 30sec G, /MO LR,
6) EEFRES5, BIHRERRK,
7) R¥EF PCR BWRABTH AR, ASTSTREKENNLMER (REBE 5min) .
8) 1§ PCR BEMBE/IZRHENH, A 102 puLddH20, RIERHHERBRBERVITER RS, ERFHE 5min. 1§
PCR BEREEOHBETHWAORGTEHE, FAREER (Y 5min) , JuLBER 100uL EEZEH PCR &b, HASHTRILSH
i
[’X] : Ligation Enhancer FEHEMEIKE PEG W HBRIIL 7k =E£7M, FRUAMRET—RALEFEH T 7 IE,
W5k
L 94°C, 7 min T8, 933EXEKR/IN 380 bp~480 bp AfI5tER, HESXER/IMRHELLGI#HITHER S %,
1) BRI 7 7S 2 BEREER LURIE R ST
2) 1R#E DNA FERKEER, 8£%K 21, 7£.54 100 uL DNA FIINE—# 9%k 65 uL(0.65X) , SRIESZKRIZVT

10 RES.
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CE] : HERMBEFHIWE 5233ELLFHIE AT Hieff NGS® DNA Selection Beads; &R “X” Rin#E5 DNA 5F1. INFAHRXEENF B EIES 300 bp
B, BERRENEEZESDE, H5 DNAFTRY 100 uL, NE—RDEHEKERATRN 0.65X100 ul=65 pL, F D EHIKERFTRN 0.15
X100 pL=15 pL,
3) EEHE 5mine
4) ¥ PCREREBOHBETH LS, FAREEBE W5min) , NOEREBEITENELES, KY¥ 12 uL AR
ERKo
5) BEXR 21 B EEPMANE LD ERER 15 ul(0.15X) o
6) SRICES I RIWIT 10 KBS, ZEEHE 5min,
7) ¥ PCREFEBOHEBETHARD, FFARESRE (Y93 min) , NOBKRLEE,
8) fR¥F PCR BIRAATHEAIZRA, M 200 pL FHEFECHIR 80% ZELRAMER, ERME 30 sec, /g LA,
9) EBFHES,
10) 1R¥F PCR BIRARTFHNIRF, ASTREEHEENNLIMER (893 min)
11) % PCR B MEZAIZRHRENH, MO 21 pL ddH20, RIERHHERBRBERRITRES, EREH#E 5min.
12) % PCR BERREBOHETFH NIRRT D BHHRNKRE, FARESER (893 min) , DS 20 uL EFEFEEH,
R 21 FERESK X E S A TFRETRLL )

BAREKE (bp) 200~300 300~400 400~500 500~600
XEKE (bp) 280~380 380~480 480~580 580~680
Al Ses 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5 min
E— I HEBRAF () 70 (0.7X) 65 (0.65X) 58 (0.58X%) 50 (0.5%)
B HOHEIRIARTR (ul) 20 (0.2X) 15 (0.15X%) 15 (0.15X%) 15 (0.15X%)

o Ty GANELIS M P S ® 06X, 0.7X/0.2X @ 0.6X, 0.65X/0.15X

» Pt ®(.6X, 0.5X/0.15X

- PR da

SRR O |
A
50 /‘\ e I { 7000 —
| \{ \ f‘ | 2000 — ——
f f
i

1000 —

i / ( \
A —

A g |

504 / f \ / | | 300 -
e %] B \ 200 —

d / SRR \ 1505
10 / 7 .)\ \Z \ 100 —

4 // \ X
LA SRR BRI =
Bl eRT = T S T e 0] 0.70X/0.2X 0.65X/0.15X 0.58X/0.15X 0.5X/0.10X

5. R ELLFIS EE IR
1 pg293total RNA, 7£94°C, 10 min. 94°C, 7 min #1 94°C, 5 min FE&LfE, RIER 21 HERHIKLLHIF RN EKR

Mo

BRI BREEFYEREME (L94°C, 7 min $T#, 59X EA/NA 410 bp~510 bp JfliteE, HMXERNGHRE
EE B4 THERR 53 1%%)

500 ng LA _EBYE RNA i mRNA HEX SR, HEFEEZDE, RIS, F2/V0ARM, RNA REREFARIES
R,

1. ERIERH 78 73 BRI BEER LURIER 5o
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2. 1R#E DNA FEEKEER, £5%K 22, WERARFMAE L IERER 20 pl(0.20X) , RIS REEWIT 10 R
. ERFSE 10 min.

CE] : HRMBEFAIWE 5233ELLFIE AT Hieff NGS® DNA Selection Beads; &R “X” Rin#E5 DNA 5F1. SNFAHRXEENF B EIES 300 bp
B, BEFRENEEZEDE, F&m DNA KR 100 pL, ME—K 5 ERIRERATIIF 0.20X100 pl=20 uL, FTHRIIEEERERETRS 0.1
X100 pL=10 pLo
3. ¥ PCREREBELHETHARS, FAREEG (Y95min) , bR 100 L EEFRTFENELES, .

4, BERX 22 B EFBEPIMANE 2D %EHER 10 plL(0.10X)

5. RIBEA NS RIBIWIT 10 KBS, ERBEHE 10 min,

6. & PCREREBEOHETHARF, FAREERE (Y83 min) , hOBREE.

7. {R¥F PCR B FHEAZRD, DI 200 L FEFECHIR 80%ZBE ik, = RES 30 sec, /MU L,

8. BEESRT,

9. {R¥F PCR BRERFHARD, AETREIKENNLIMER (93 min) .

10. % PCR B MEZHZRPEE, MO 21 uL ddH20, REERZHEABRBERWITRS RS, EREFHE 5min.

11. B PCR EREBOHBETHNIRPOBHHKNRE. FAREEE (B3 min) , DB 20 uL LEETFRET.
R 22 FEHEK X E S A TFRETRLL )

BAHREKE (bp)  200~300 300~400 400~500 500~600
XEKE (bp) 280~380 380~480 480~580 580~680
FTHT S 94°C 10 min 94°C 7 min 94°C 7 min 94°C 5 min
B HABRAFD (1) 25 (0.25X%) 20 (0.2X) 15 (0.15X) 15 (0.15X)
B HOHEIRIARTR (ul) 10 (0.1%) 10 (0.1%) 10 (0.1%) 10 (0.1%)

MiREQ: FFPE #¥4<EEEHEA

1. FFPE RNA FREFH

rRNA EBREEFHZRTAT FFPE HREIER Total RNA #7, BHRTRE FFPE #ANREEERK, FERIBEXER
BAERESM. BTN RNA BERENSHE RIN E, BEXNT FFPE XMEMIELR, HTEETREA RIN EXRE
Mg ERANRE, WREFEERT DV200 f5t5. DV200 RR-HAFATF 200 nt B9 RNA FEXFr SEOLLHI, 3TFFEAR™
Ef FFPE #75, DV200 {EREBEFHIR AR FRE,

DV200 it&EAEMT:

} B (&

6.DV200 Stk
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E—MEIMTTELEY Agilent 2100 Bioanalyzer £55REF, 7 Local Ti&#F Advanced A%t Smear Analysis T8
Perform Smear Analysis &1, 3% Region Table D1E, BAnADE, ¥ Add Region IR RE&REERNAISRIPMER
SSEEFT SRS % of Total,

2. FFPE RNA Bl
&R 23 BT T ARAKRE FFPE #FAERARARERGTHXES, UWESE, N FRER™ERN FFPE RNA (DV200<50%)#0iE
ARMINEmRE, RITEFELEEERAMRANAR, LURDERK,

% 23 FEFEBE FFPE XEIER

RNA ARz AR X ESTRRE
“““ B 500 ng
F LS 94°C, Tmin . 2N /\
BERREETAAL: 06X 08X ||
Fheowow 0w EISREBEYE: 12 cycles _‘J__* /// \\\\ J\m,
XEFE: 717.2ng T
RIN=2.2; DV200=74%
®AE: 500 ng
BELEAE: 94°C, T min . iy |
BTN/ D 06X; 07X | IS
/0.15 ) Fo }\
RERSRIRE I 13 cycles = S
SR 437.8ng S e
""" ®AE: 100ng
FEREEM: 94°C, 7 min 4
SRR TRARML: 0.65; 08X . /\
R w0« PESREEFE 15 cycles ) \ ﬂ
XEF8: 206.8ng ’ / \ \
RIN=2.2; DV200=74% JESE (R N
AR 500 ng .
BB &M 85°C, 8min . |
BLERERARAGI: 06X; 08X ||
HERFRERET 1S 12 cycles J‘ \ ) =
XEFE: 207 ng B TR Rt
S—— BAE: 500ng
B ERLA A 85°C, 8min ‘
RIN=2.5; DV200=26% BSOEREMTAL. 9% 06X; 0.70 | |
X /0.15X / \‘\ ‘]
HRFREETE: 13 cycles “"ﬁj“fj/ / E5H \\w}\ ,

XFEEFE: 98.56 ng
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RIN=2.5; DV200=11%

®AE: 500 ng
HERb & 65°C, 8 min

BESOERE# TR 0.6X; 0.8X

HEAS SRR 18 12 cycles
XEF&E: 354.2ng
TAE: 500 ng
FEEEM: 65°C, 8 min

BREREE#HITRRGM: 0.6X; 0.70X

/0.15X
HEAS SRR 18 13 cycles
XEFEE2: 172.48ng

nnnnn

nnnnn
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