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> Ittt

A @At illumina BEENF T &% T HER R RNA U F XEMERTIE,
AT 1~100 P NiIE4HAaEE 10 pg ~ 10 ng B9 Human Total RNA # 7 #1T RNA X EH
2, 85 RNAFBRWK., #%% (RT) . PCRXEH 184 rRNA XBRAIEMNMEA
3o ArrmiBImAE RNA R, AERATERELFSIH 3'-N6 Primer #1T k¥
%, NARERBHURFEEBEEE, 7 cONA R EEEZEk; EBEHE illumina
M FF 423K 195 4133447 PCR 738 [ %40, AccuNextCDI #3543 ( lllumina, i&FHF RNA
X ) (CodeNo.AG12505, AG12506. AG12507 ) ]|, BE/E#1T rRNA £, BIF
BRI EIT 3y 18, AseENAIERFERA T illumina fUlF T & B9 F STE,

BT Total RNA & rRNA &Lbik 90%, A THFRREESERNWEREERER
MEFERZA, EEELR rRNA, KRR EERZTTHL, FIFA rRNA Depletion Probes
5 rRNA Depletion Enzyme BEf5i54LTE B rRNA & DNA KB (Probes #R#E N RAIZ
rRNA SZ&HER rRNA i&it), LEESXMEEZER rRNA FAMEEARSERE RNA
BEARFITEEE,

AP RIRIEE R, TRHITEZWRIREE., BLERSFEBNTR, DFRE
RNAMFXE; EAFREAEFRREMW RNASITERE, T BEBREZRIERIRNA,
MEFRFHERES—4S, BEETE; AUNRNER, RS T X ERLRE; F,
BRI R A ETERE T RNA 5897 [E1E, AI3kTE RNA S5 5 R R iR,

AFEmi R EERED THORL, EERARmPRERIKFIZHIT RNA FERL.
HE R, rRNA EBRH PCR EY XYW, FEWKHBEMREASHWAERKEN
BEMNERRBRATRPAES, MRRBAFHER NF SR}, EXHITHRIE,

> FEmAR
Package 2-1 A% ( -80°CHRTE ):
5'- Adapter Primer Mix 54 ul 216 ul
rRNA Depletion Probes™ 15 ul 60 ul
Control Total RNA (1ug/ul) ? 5ul 5ul
*1: rRNA Depletion Probes ZEt e R £ %f, MEZXER, BUGRBEENERHEITS
ERFo

*2: Control Total RNA 24 293T Cell Total RNA,
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Package 2-2 ASMWT ( -20°CR7#F ):

aHER (2oas)  (480as)
10X Cell Lysis Buffer 228 ul 920 ul
RNase Inhibitor (40 U/ u ) 18 ul 72 pl

5X First-Strand Buffer 48 pl 192 ul
3'-N6 Primer 12 pl 48 u |
AccuNext Reverse Transcriptase (100 U/ u ) 24 ul B ul
AccuNext DNA Polymerase (1 U/ ul) 36 ul 144 ul
2X AcculNext PCR Buffer 900 u | 900 u |l X 4 pcs
AcculNext PCR Primer Mix 24 ul Bl
10X rRNA Depletion Reaction Solution 30ul 120 u |
rRNA Depletion Enzyme 24 ul Bl
Nuclease free water 1 ml 1ml X3 pcs

R AccuNext CDI #3514 ( lllumina, i&FF RNA 3XE ) (Code No. AG12505,
AG12506. AG12507 ) ASEB AR, BA=mHBAKREE, FEPIMMME, AccuNextCDI
3519 (llumina, EAF RNA XE ) B9S2 MR B #1 C,

> RIEFERIZH

>

R7FIBE . Package 2-1 -80°CIR7F
Package 2-2 -20°C1R7E

IEHEE: Package 2-1 Fikiz#h (BEREFRR, )
Package 2-2 Fikizisk-20°Cik iz

SLI6 I K R TR

MRS Human Total RNA A&, AW BRFERLR 3'-N6 Primer #1T &
3%, ¥ RNA FEXA M cDNA ( 818 rRNA ) ; HREREER)E RNAS' Kimkt, FIA
RERBHRFEEBEEM, £ cDNA B 3' w5 NJLAARE FERAEE, @i 5'-
Adapter Primer Mix 2842 & BB FFE LB cDNA, #EBEHA illumina il F# ki3]
#Wi#1T PCR #18 (PCR1) , SRIBRIRFEENF KB E, &#iE rRNA Depletion
Probes 5 rRNA Depletion Enzyme iH4tiE B rRNA B DNA F E& (Probes #R#E AR
#% rRNA 5Z&R1KH rRNA &1t), iX— it B iR B IR DNA XERBEARSH
2, 5 ixfA 3’ imiRIERE; ER@EASIYW AccuNext PCR Primer Mix #1758 —%
PCR #1% (PCR2) , #—¥¥# &R BIEIEM DNA L&, &5, X IG~HiiTZ
Rl BERELNE, FREWNE 1R
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Cellor Total RNA
rRNA
PV VN -~

a’a’al
AN

l

JHR B AAAMAAAANANA 3
g 2'-N8 Primer

5'-Adapter Primer Mix First strand synthesis

andtailing by RT
A\

S /700( 5' AAMANMAA

YR

Template switching and
extension by RT

i7 Index Primer v

= _OKE AAMANMNANA

) //WQ‘ e 15 INclEX Primer
PCR1:
Addition of illumina
adapterswith barcodes
/from rRNA
XXX XXX
XXX XXX
AKX KXX
XXX XXX
XXX KAX
XXX XXX
Cleavage of ribosomal cDNA with
rRNA Depletion Enzyme and Probes
XXX XXX
XXX XXX
A — A—
XXX XXX
A —
XXX :;XX
XXX XX
PCR2:
Enrichmentof
Uncleaved Fragments
P7 i7 Read 2
5 2004 3
3. \(XX — 5'

Read1 i5 P5

1. XEMERE

7 : 5 Index Primer #1i7 Index Primer AJ{&£H AccuNextCDI #:3L514 ( llumina, EHF
RNA 3ZE ) ( Code No. AG12505. AG12506. AG12507 ) o
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Rl
5~8 min

E—%cDNA
$EEH2h

PCR1
20~30 min

EAEERNA
5i12h

PCR2
20~30 min

)
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Fk2: FEREMRNA ...

Reaction Buffer ** 1wl Reaction Buffer 1l
RMA / Cells Sul RNA/C
. i ells 5ul
3 ~N6 Primer Tul 3'-N6 Primer 1ul
5X First-Strand Buffer 4ul RRIH.O 2 2 ul
RRIH,02 2 ul 2
F=r
HE R zk_E2 min EFE Ak _ 2 min
R R 13 ul LR 9ul
RNase Inhibitor 05 ul 5X First-Strand Buffer 4ul
5'~Adapter Primer Mix 45 pul gNist:)rtlglrbg(r}l:ner Vix gg U II
AccuNextR Ti ipta 2ul B Sl
o everse Transcriplase H AccuNext Reverse Transcriptase 2ul
42°C 90 min 42°C 90 min
70°C 10 min 70°C 410 min
4°C Hold 4°C Hold
—
BFiEEcDNA 7 20 ul 94°C 1 min
AccuNext DNA Polymerase Tul %% qg €0
2X AccuNext PCR Buffer 25 ul et 30 g X cycles
i5 Index Primer 2ul 800 2 min
i7 Index Primer 2yl &C Hold
FE—ROLESA
10X rRMNA Depletion Reaction Solution 2.2 pl .
{ | RNA Deplstion Enzyme 2 ul ;3;; % 20 min
rRNA Depletion Probes 1.2ul 4°C H?k:ln
i Nuclease free water 16.6 ul
ETYIDNA=H 20 pl 94°C 1 min
AccuNext DNA Polymerase 2 ul 98°C 15 sec
2X AccuNext PCR Buffer 50 upl 55°C 15sac | X oycles
AccuNext PCR Primer mix 2upl 68°C 30 sec
Nuclease free water 26 pl 4C Hold
EIRLEEL
XERMES EHDNEFE
gt

*1, 2: Reaction Buffer #1 RRI H.O #RBB< A. E£—% cDNA &5 2 > EHl,
*3: RERLEEESEB<E 2: FEWUREHEFR>,

E 2. 3%

WIRIERTE



mmm

Accurate Biotechnology (Hunan) Co., Ltd

> FEmil®

1.

EAT illumina MEFFEE: BET Index # illumina #3k, #ER RNA XERTE
1T NGS F
REES: AR 10 pg Human Total RNA #1T RNA XEME,
&I iZz: EATHEMBELR, 3*EF RINE2~ 10 B9 RNA #4, 532 REFR
SRR RNA A, BELEEREZHIER rRNA, AMERARTmER RNA 3CE
M,
BRIEER. TRHITERENRHEES., BLEESEBNTR, BIAIHRS RNA T
FXXEE,

BEAERRIR A RNA #2457 : Read 1iZEHIZ2/ETE RNA IR XiEF 5, Read 2
EER 2 RS RNA BIEEX RS,

> ERAEEEM
1. BFRRER

HFARFRENREERS, EECEHIITHIEREE. TNATILANAEEER:

KIERER, FFXWAR. BXMEOSMFEER L RNA #5854 E,

ETFHEM, #TREZR M EES A RNase-free RANEIFEN, bk itm
RRiTH, EEERHROHES, RINARFEAREERIE,

AERPART, MEREFETKBENZRTLNRESR, BRikFRTE,

EREEHMIBHZTNTHE, BUHEXREESX: RAFEHX (ZGZEE

ASHE)  BRENX, RERX. PCR IR, FHail XMEXENE,

ERFIEH X HITATRE: RERKFIES . PCR ¥ EiKFIALH;

TEREAR AR N X AN ;

ERERRFTRER;

7€ PCR ¥ X # 174 18;

A R I TR AL ;

7E R AR X AT

< ABRTE, BUUEA 2 & PCR (U#ITXN: —&ATHFE—4# cDNA &5,
—& T PCR ¥ 18, BfEAEIEMXEF#HITED,

< KITERERE TR, BAXEREIEXEN SEHEITEREE (70%8
) o EEERINOCERMITAMXAERES, Befm CREBE, &
HERCREFE, EWERTE,; AHRERTE, AKX 70%08)EEE
o

7
L4

R0
°

.
0‘0

R
0.0

a h W N -~

)
)
)
)
)
6)
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< BRI, BEUUZBEMAMXTE ( A RNA EIREHM ) , BIALEERES
%

HRBAAEE, BUEERYXNER, AERARRAH Control Total RNA j#
FTBAMERT BB SR,

0.
0.0

. BAER

RNA 2

< AFERAIMBERE ., BoRRSTESESH RNA FFE#TT RNA XEME,
EFRRI Z 5, B4R Agilent RNA 6000 Pico Kit ( Agilent, Code No.
5067-1513 ) #ZE RNA ( RIN Zr#= DV200) MIEE 1, RH#E RNA WRE,
EEARER R R E,

< [ERSE44E RNA #1TRE, RNA ZAEERELH DNA RER, BIERBNE

B, BYBSFIESERZmEMNELYE, BIRREERE,

A= @mATAEZE 10 pg B9 RNA #1T3XEME, BI0R RNA ERREEIE, &

BOEN RNA R saE, IA#fR RNA STEMZER I

el b L

<+ GRANERREEHNE, AR, SEMOXEER KT BHREPBEXR,
Hitk, TEHAMELIRE DNA XEFESEER; ARFRERN DNA XE
B, #PCR RN BB,

AFEmAERTERE., WENEEE DRI,

MEFEAKES, FEWNERESN, TARSEZEREH RNAERE, S5

NP S

ARIEFEX RN AMHER, ZUEARALNE Mg”, Ca”%i 1X PBS i
FEMRFER, REBA PBS M/ DHT, HRYEFERTS, U
RS FEMHE .

7
°

7
°

7
0‘0

7
X4

*,

. PCR # {8 {BIRHIEHE

<+ AREBERAEAEH RNA/HEERDEREREFTRAAR, B, EXIE
B, AUEEZRAENERS, NRERAEEE, BMERERIY (&£ PCR
P RBRIBTIR TR EE D #EF ) . TR 1 Z2IRIEARSmH Control Total
RNABRZRFE, TRTSX,
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* 1: PCRERHEER

il RNA ... PCR11& PCR21& PCR2fF &mZi%kHi
BANE BAE T° R W AxE &R ul
= 12 13-14
1 Cells 10 pg = 1 1314
B 10 13-14 2 12
=2 _
10 Cells 100 pg = 10 13-14
100 Cells 1ng & 7 13-14 1 2
- 10 ng = 5 13-14

*a: RN TF 10 43K Total RNA 1€F 100 pg, #E/E4EE < B. DNA 3B
¥i38 (PCR1) > SRESHESR, TRD THRLENERME, BXEHER
HXHEW, BSHEMR A,

4. MEFBHESH

< Read 1iZERAIZ/RE A RNA MR X#EF 3, Read 2 iEERI2EE RNA BIEX
$ERFTI,

< Read 2 iEER, RI=ZPMEE (XXX ) 2ERERE, B 5'-Adapter Primer
Mix SINBIFS], EHENHRNFR, SHEIMEHERX=EEFT,

> KRR

1.

7
0’0

7
°

N

3

A5

iR & FEH:

illumina MF#EELSI¥: AccuNext CDI #:3L514 ( lllumina, &+ RNA XXE )
( Code No. AG12505. AG12506. AG12507 ) s E &= m,

WERRAY, . AT = f MagSpherix DNA Beads ( Code No. AG12546.

AG12547, AG12548 ) s HM &%= [ &I AMPure XP Reagent ( Beckman

Coulter Life Sciences, Code No. A63881) ] .

DNA #E4: High Sensitivity DNA Kit ( Agilent, Code No. 5067-4626) X Qubit

dsDNA HS Assay Kit ( Thermo Fisher Scientific, Code No. Q32854 ) siH fth%

= o

RNA £ : Agilent RNA 6000 Pico Kit ( Agilent, Code No. 5067-1513) =t Efi

Mo

Heb##l: 80%ZEE, 0.2 ml RNase-free PCR &, 1.5 ml B/ & FN{R IR tube

& (0 Eppendorf, Code No. 022431021, sEMEH~Hm )%,

{3%:

PCR 1. Qubit 4 Fluorometer. Agilent Technologies 2100 Bioanalyzer. #i&

. RERHI. DMELEEBE O,


https://www.beckman.com/
https://www.beckman.com/
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> BIERZE
A. £—% cDNA &5

1. Ik ERFERERREIRT
+ BEERRTKERAE, 850, BIEMEEKLELER, HA
AcculNext Reverse Transcriptase. 5'-Adapter Primer Mix, #1 RNase
Inhibitor 3238 E RS S ARRICEERITIRS, B2RERS . ERiXFAT
BERRERFRS
+ 5X First-Strand Buffer RTBESERLITLIE, 1F ARIEIR S IR SMETUE 5 8o
2. BT RAEKLBH RNase Inhibitor Water ( RRI H:O ) #1 Reaction Buffer, &t
HFERBRERERES, HEEE L, RAMEBEFESE,

1) RRIH.0 #I&
H5y &R (ul)
Nuclease free water 199
RNase Inhibitor (40 U/ u 1) 1
Total 200
2 ) Reaction Buffer #I&
Aoy R (ul)
10X Cell Lysis Buffer 19
RNase Inhibitor (40 U/ u ) 1
Total 20

3. 1R#ERNA REARRE, EFEAEHE—H% cDNA G A ZE ( FEMF ERUFE R

E), BBETER2:
*® 2: AERUEEEER

i1 EE -
RIN f& e P
=7 or Cells 6 85
4<RIN<7 4 85 Hik 1
RIN < 4 B DV200=60% 2 85
RIN < 4 B DV200 < 60% 3 72 Fik 2

*a: FERAKEBEITREZRELHTEE. MREEERNRESEERK,
FEEXFBELASEHENE, TERBRUMEER, ERERHNRESH
SEBRD, ENRBEAERARME, WAELSED R EURE, K=mH
# Control Total RNA, B4k &7 85°C 6 min,
FiE 1 TEARSTEERS/ARS AN RNA BRIES R
1) RETREKLESNREGR, BHFERABREERES, HEgE0, B
SIEtiEE SR £ R,
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A5 & (ul)
L& Reaction Buffer 1
5X First—-Strand Buffer 4
3'-N6 Primer 1
RNA / Cells* S5ul/2ul
+i® RRI H.O Upto13ul

*a: ¥ RNA #IRIMANER 10 pg ~ 10 ng, MRHEXRERZRE, BINEHREFTE
NERARSERE, EREZSAM7ul, R=mHPRAA Control Total RNA
Alug/ul, AHRE 10 EHEERBZE 2ng/ul, NSl ER. BBHEXTERMN
A RRI H0,
*b: UHEAEIR, EFERNREPAMEEHS 1~ 100 Cells,
<+ FHPBSEBHM: BEWMA2ul WAKRK, RSABIEEu; AFERER
Hit B3t REEMHIER, BICEARARE Mg”™, Ca®%k 1X PBS #tigH
RIER, KEBMA PBS MM, MEKELEES, TSR
FEEEIH,

< ERARAARMNMEDM: EWCEAMEREMEZ 20l PBS 1, KEMA 110l

BARBSMNG LI R AL, REHE RS, BRI LIRBRMMEIMNG R MR EERE

13ul, KEBAREEMEERE RS ( ZREAMSERBHEEER) o

ERDHFNAM: B RNRRSY, ARRHMMN, HEAEK LK, EM

R RbL 5L RPN NBL I 47RO R RZ i (38852 RNA B&f# ) o

2) BEBTARER, BHERBAN PCR L (Rarf#H ) f#iTRA,

*,
0.0

BE A 1]
85°C 2 ~6min®
4°C Hold

*a; REBR 2 PPEWRFSIERE ( EEIREHERERE )
3) WESERRE, LB HERETKLE 2min,
4) ST AHITRERR A . #RBTREKLEBES RT Master Mix:

A5 &R (ul)
iR R B RN 13
RNase Inhibitor (40 U/ u ) 0.5
5'-Adapter Primer Mix 4.5 4
AcculNext Reverse Transcriptase (100 U/ u|) 2

Total 20

*a: Al R B IE A, 15X 3 MRS ELHI B TR % AccuNext Reverse Transcriptase
AIEERARIRM ), ABRREERITRES, FREAER, 7 FURBRMAZE
FRRBUREES, BABEZRITRAFHEES D,
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5) £ PCR U EITUTRER ( TRAIRERNIEF ) :

i B[]
42°C 90 min
70°C 10 min
4°C Hold

6) ET—H RN <B.IXEHIE > #EFZH, BEWHETKLES 4°Co AL
BIITIRES R, WA~ MREFET -20°C d& -80°C RiF—1TA ( Ak
% cDNA BEfE, BIRIRHITHESR ) -

7k 2: BEMEMRE RNA RIESR
1) RETREKEESRNER, EFRFERABRCERES, FAEEEL, B

SRR AR,
Aoy & (i)
i Reaction Buffer 1
3'-N6 Primer 1
RNA™ -
+i® RRI H.O Upto 9

*a: ##F RNABEIRMANESA 10 pg ~ 10 ng, MRBEREAZRE|, BINFEHETFE
BN ERKSHERE, NRENEERNHRAS AP RNA ( 50
FFPERNA) , BRI AEARDT 1 ng, BIRMRIRNTRES R E

HEER,
2) BEBTRRER, BHEMBAN PCR L (RErf#k ) TR,
im A 1]
72°C 3 min
4°C Hold

3) WESERE, LB HERETFIKLE 2min,
4) SR ITRERR N, RBTREKLEES RT Master Mix:

Aoy ERR(ul)
Eir R RERNRE 9

5X First-Strand Buffer 4
RNase Inhibitor ( 40 U/ p ) 0.5 .
5'-Adapter Primer Mix 4.5
AccuNext Reverse Transcriptase (100 U/ ul) 2

Total 20

*a: A ER BT TES, BiX 4 NMES B HI TR &( AccuNext Reverse Transcriptase
AIZEFEREGRM ) , ABREERERITIES, HFRALER, B 11ul FUEREMA
ZEFRBAENES, BRXEERITRAFEEE D,

10
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5) #E PCR U HEITU TR ( IRANZERNIEF ) :

mE At 18]
42°C 90 min
70°C 10 min
4°C Hold

6) ET—F RN <BILEHIE > E&IFZHT, H=WHE Tk 4°C, AL
ITRESR, BAKSYET -20°C & -80°C ®7F—1TA (A% cDNA
PEfR, BUWRRETHEERXRE) o

B. DNA 2B 38 (PCR1)

1. FEvk ERE{E 2X AccuNext PCR Buffer, i5 Index Primer #Ai7 Index Primer, 3%
RIERS, SEs0ENE TRk L&A, AccuNext DNA Polymerase A ikiigss
EVATREIEME Tk L&A,

2. REBTHRAEKLES PCR Master Mix:

Ao AR AEFRA(ul)
AcculNext DNA Polymerase 1
2X AcculNext PCR Buffer 25
i5 Index Primer® 2 } .
i7 Index Primer® 2
Total 30

*a: AlGIX 3 NMNAESSEEHRTRR, BRRERSRE, SREMN AccuNext DNA
Polymerase, Bi2EWRITIES], Bl MREBNMEARAEZERATRER index 514,
WA LLYE i5 Index Primer #7 i7 Index Primer B Yd B o

*b: i5/i7 Index Primer %A illumina MF#ELB9514 [ /{ER AccuNext CDI #
AL5[9 ( llumina, EFAF RNA XXE ) ( Code No. AG12505. AG12506.
AG12507)]) .

3. B30 u | PCR Master Mix IRANZE Fix <A &E—4& cDNAEH> B9 20u 1 cDNA &
BEMs, BERERS, Bib.
4, 3 BPTE PCR BT TREER ( BiER T PCR Master Mix B, RENZE

RMNERF) :
TR R B 18] IEEZN
T 94°C 1 min 1
T 98°C 15 sec
B 55°C 15 sec } X
T 68°C 30 sec
R & 3R 68°C 2 min

RTF 4°C Hold -

11
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*a: FEXBEEAREHEN RNA/ Cells EARFEERIEERAR, Bk, BINERX
SKIGRT, EERGEMNEIRY, AEERIMEHE, BERERAE (£ PCR
T BB RIATIR TIRIE D EEF ) o, T3k 3 2REA~ M Control Total
RNA #BZRRB, ATATS%,
% 3 : PCR1EMEIERER

RNA #2114 Cell &8 PCR1 {&IR %K
10 ng - 5
1ng 100 7
100 pg 10 10
10 pg 1 12

5. RMEREEF=WHETK S 4°C, AL ITREXXEAU TR, HWAlEXE
YIBFMET -20°C d&sk -80°C RFE—1A ( A% DNA TEMRRE, Zil
RIRFITRESER )

(EEA: EBREEBHAEMTE <D. PCR2 XEHH >, 7EE% <C. £—
B EMALSZMEE RNA XK > $8)

C. F—XRXEAUEZEE RNA =k

& FAREER4E1L DNA 3CEE, L MagSpherix DNA Beads ( Code No. AG12546.

AG12547, AG12548 ) difbERFEAR LG, EH 0.8X 1 0.9X RUREEREL B 4k A%t

BRI BB IF R BB BRI R [ #1EF AMPure XP Reagent (Beckman Coulter

Life Sciences, Code No. A63881 ) &t & MiFA, MMk EFERERLGA

0.7X 1 0.8X] . BEEkILGIFMIRELAREREITHE, WRELRSBS/NAE (Fl

N, FFEP ##& ) , WTLUELIRBREERILE], UEBUNE B, FERFAE 1X #11X,

EMERGUTREMEINT

LWATAES:

1. BREAR, BWBHHKSEZ 1.5m BOEHR, REE 4°C,

2. LIGHT, WRIFLEE, BHIFH S0%ZEAR (SIMHRFEE800u!)

3. CIOHT, BHIFMEZEZER (15~25°C) (HMEZA 30 min) , FEREEHIETES
RIEHRH IR 5129 5 min,

BIESER:

1. BEeWmEZEZ=E (15~25°C ) B 40 u| MagSpherix DNA Beads IIAZE 50 u |
DNA =41 ( BBk : #EMm =0.8: 1 LLBliFm) . BERERY, 585
1o
WHEER/ PCR FYIEEIR (156~25°C ) T E 5 min, {f PCR =¥ 5#IERE S
¥ PCREMEHANELZD 2 min, HRRFTELEHE LERPEEEE, A

12
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10.
1.

12.
13.

14.

15.

16.

Bt/ RF LER, EEAREITHHER,

R¥F PCR B4 ETRANZELE, M 200 | 80%ZEERR (iEEMANZEERR

RAEFHEIR) , ZiR (15~25°C) #¥F 30 sec, ABERILER LR,

BEEVR 4R,

AREBONEES LG, ¥ PCREME# IR LA 30sec, AEA 100l

BRI EFRIRNZEER R,

R¥F PCR BEWRZAE TN L, AETRHIE 1~ 2 min EXZEARZE.

+ FTZEERBA, BERRELNLE; WRZERTRETE, WHSZM DNA K
RN ER I THFEER, BEETRELS TIREEE, BEMRREFH,
FE{R DNA SRR,

HERER TS, 1% PCR EMEEAZREEUT, A 52 ulNuclease free water B

Hitk, BRRERS, @EgH0, R (156~25°C) WE 5min ( IR#TRTIR

FHR, EHEKMNERE )

WEHERE, BPCREETHANRL, SBHEAMEFERARES (A5

min ) o

NDIREX 50 u | EFEZE#HE PCR & ( IR BIREEE )

BX 45 u | MagSpherix DNA Beads IIANZE 50 u | #i{b =41 ( 3RBBRETR : &M =

0.9 : 1 tbBFRmM) » BRRERE, BEBEL,

WHEER | PCR P=¥I7EZIR ( 15~25°C ) T E 5 min, {# PCR =¥M5H#KEE.

% PCR &ME#NELEED 5 min, HEfFxESFHELEFERDZEHE, A

BikieRzx LiER, TEAEITHHIER,

¥ PCR BEa&LE TH %R LE, A 200 ul80%ZEEARE (FEMNZEAR

ARAZEFHEEIR) , ZEiR (15~25°C) #F 30 sec, ABELILER LR,

{R¥5 PCR B1R&E TR L, A 200 ul 80%ZEEAKR , BIRI#AN rRNA

EBBR (M2 SR DNA H#ERRIBE 80% 2B+, EXREET 1

IMBE)

rRNA Depletion Mix # % :

a) REBTRKLES rRNA Depletion Mix:

H5yZFR ERR(u )
10X rRNA Depletion Reaction Solution 2.2
rRNA Depletion Enzyme 2
rRNA Depletion Probes™ 1.2
Nuclease free water 16.6
Total 22

*a: rRNA Depletion Probes {R7F#-80°C, # &R E %A,

13
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b) B TAEFEME rRNA Depletion Mix, & :

e B8]
37°C 5 min
4°C Hold

17. ABER/NOEBRSE 16 PCR B LiEH, AREBROIEEREL, REH
PCR EME# 152 £2 30 sec, SRERA 10 u| BRIEKRER RN ZEEDR,

18. R¥F PCR BERAETHINR L, AETREIX 12 min EXLZEBR%AE (5
LR T ML, #MERTIREBEES)

19. HMIRERT/E, % PCREMNEAZREET, AN 22 ul HH 16 FFE LR
rRNA Depletion Mix, BFERIERS], EEEL, EiR (15~25°C) & 5 min
(ZERPAEABRCWITES, FHRSSEIRK) o

20. MES&RE, B PCREETHAEL, fEHMHMNREERBRESE (A5
min ) o

21. IMDIRER 20 p| EEEBEHM PCR & ( 2RI ) -

22. HBEHE|, 21 Ry 37 BR IR TR R B 2R #E1T rRNA BYXBR

e A+ 1]
37°C 60 min
80°C 5 min
4°C Hold

23. IRNA £ R M ERG, HamAZRi#1T<D. DNA XEH1E (PCR2) >,
(FEE: ATESE 22 R, RETEHI<D. DNA LEH 1 (PCR2) > 1y PCR2
Master Mix, )

D. DNA L FEH 38 (PCR2)

1. Ik _EBEL 2X AcculNext PCR Buffer 1 AccuNextPCR Primer Mix, BZEiRIEE
5], BibEHE Tk &R, AccuNextDNA Polymerase ATk FERITIRS

BEHE Tk E&R,
2. BT RAEKLEBS PCR2 Master Mix:
AP AR AEF(ul)
AcculNext DNA Polymerase 2
2X AccuNext PCR Buffer 50
AccuNextPCR Primer Mix 2 "
Nuclease free water 26
Total 80

*a: AIEX 3NMENERFINTRR, BRRERAE, SABRMAN AccuNext DNA
Polymerase, BiERITES, B,

14
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3. BX 80 u|PCR2 Master Mix INANZE Eit <C.E—rrE4 S EE RNA B>
B 20ul =, BERERS, Bib,
4. I BPTE PCR (UAEITIA TR AR ( BiERH PCR2 Master Mix B, #28I1%

BERMNERF) :
TR mE B8] IEEZ¥=
T 94°C 1 min 1
T4 98°C 15 sec
B 55°C 15 sec } 13-14"°
T {8 68°C 30 sec
RTE 4°C Hold -
*a: PCR2 fEIREIIRIEA =& Control Total RNA #ZE 88, BT&%, AIRE
ERRER TR,

5. HEMMET-20°C REFEIHEH-80°CRIF—T A ( &% DNA CEERERRE, Zil
RIRFITIRELR ) -

“RCBESEL

& FAREER4E1L DNA 3B, #&1{ER MagSpherix DNA Beads ( Code No. AG12546,

AG12547, AG12548 ) , —#&IEFER 1.2X (#ERE : HmE =1.2 1 1) BIHEREE

5147 DNA TS, [ #&1# A AMPure XP Reagent (Beckman Coulter Life

Sciences, Code No. A63881) #iif, HEFEREEREMLLGIA 1.0X] o LA MagSpherix

DNA Beads #ift A6, SHRIAT:

SLWHER:

1. BRMER, BUUSHHRSEE 1.5 m BOEF, REFE 4C,

2. RISHT, WIRIELIGE, FHFH 80%ZERE (BMHEREZES0u!)

3. LIGHT, BHHKREZER (15~25°C) (B 30 min) , EARIEHEIETE DR

HEHRS% IR 5129 5 min,

BIEDTR:

1. BX 120 u| MagSpherix DNA Beads IIAZE 100 u| PCR2 F=#1h ( i=BB#EEK : #
m =1.2:1 BEOIEm) . BRAERS, BEBD,

2. Y5wHiER/ DNA XEEER (15~25°C) TIHE 8 min ( BERERKRE, WER ALY
K), EXESHKES,

3. B PCREMEMARLEEL 2min, HERETELERE LERFEEHIK. A
Bk NORF EER, EEREITHEER,

15
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10.

11.

12.
13.

14.

15.
16.

17.

R¥r PCR ETRAE TR A% L, A 200 vl 80%ZEeA®K ( EEMN ZEESE
RARETHEER ) , =R (15~25°C) & 30 sec, ABEIE/ILER EFR,
BEEYR 4R,

AREHEOINETESEOE, ¥ PCR BlE# IR LY 30sec, #AFA 10ul

BRI EFIRN ZERR.

*¥FF PCR ERABETHARL, AETHREI 2~-5 min ZEXZERR*KE.

+ RZERRBE, HMHRRALNEF, WRZERTRES, AEESFMM DNA K
TR ERFN TR, BEEAED S TIRUESR, BREIRREAH,
Pl DNA SRR

HERERT/E, % PCR EMEEAZRLEEUT, A 22 ulNuclease free water B

HiER, ERABRERITRAMER, =R (15~25°C) & 5 min ( MREZETE

FH, EHEKMNERE ) .

WE&RE, HPCREETHNRL, HBUEKRREERARES (42

min ) o

IDIRER 20 | EiEZEHH PCR & ( JREIETK ) , RIRISRIGHERISET"

¥, -20°CRTFo MITXEMNLRERR (—8KXF2ng/ul) , BIERRKRK

BFEY 1.5 ml BOERTF,

[ER: BXERERR, WHTRESR 11~20, B, B XEEK
R, BEXERE, 3T <1ngRNA (#0100 pg. 10 pg) #<10 Cells, —#%
BISEHITTREH SR 11~20, 31F 10 ng RNA. 1 ng RNA #1100 Cells,
—RFHITHE 11~20, ]

BY 24 u| MagSpherix DNA Beads IIANZE 20 u| #ifb=4nh ( #RBR#IK : B M
=1.2:1 BBIEmM) . BRRERS, EHHE D

1EHEER/ DNA XEEEIR (15~25°C ) T & Smin, EXES#IRES,

% PCREMENELZED 2 min, HEREEEEFHE LERP LB, A
B MORF LR, EETEITEREE,

R¥F PCR BHRABEF#AZLRLE, A 200 ul80%ZEEAH (ERMNZEBRAE
RAETHEER ) , =R (15~25°C ) & 30 sec, ABEIE/INLER EFR,
BEESHE14—IR,

AREBOIEESE LG, ¥ PCR BME#AELY 30sec, AEA10u1
BRI EFRIRNZEEAR R,

R¥F PCR EWRAETH AR L, FETIEHEL 2~5 min EX ZEEBREXE.
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+ RZEHRBR, BERRELLE; MRZERTERETESE, FEESZ DNA B
R ERFN TR, BEEAED S TIRUER, BRMIRREAH,
&Ik DNA SR E,

18. #iERRRT/E, & PCR EMBLAZERLEET, A 12 ulNuclease free water B
HiEk, BRRERS, @EgH0, R (15~25°C) HE 5min ( IR#TRTIR
FH, EHEKMNERE ) .

19. MESERE, B PCREETHMARL, PBHMHANMBEERIBRES (A2
min ) o

20. JDIRER 10 p| EiEZ#E PCR & ( 7R EIREER ) , RIAIRIGHMIERISTETS
M, -20°CRTFo A TXEMNLRERR (—8KXF2ng/ul) , BIERRKK
B 1.5 ml BOERTFo

F. XERE®RN

1. B 2ul ik ERISCEFY, 1/ Qubit #iMIsC B EE [ 40 Qubit 1X dsDNA HS
Assay Kit ( Thermo Fisher, Code No.Q33231) ], EZEESRIHAR,

2. B ol 4L iaRIsCEF=Y, (/A Agilent Technologies 2100 Bioanalyzer il 3 B
BIK/N4r7e [ 30 Agilent High Sensitivity DNA Kit (Agilent, Code No. 5067-
4626) ], BEFREIESRIEAR,

3. ZWAIHIRN, SFEREAT 2ng/ul IXESY, FEX/NSHETF 200 ~
1000 bp, UEESLLTF 300 ~ 450 bp, BAMEXTERIEH G,

> SCIEf

1. {ERAZA=@m3F Control Total RNA (10 pg ) #1 293T Cell ( 1 Cell ) #1TXEHME,
10 pg RNA By PCR2 BITEIREIA 14 4, 1 Cell B9 PCR2 BITEIREAH 14 4~ &R
WTEFR: B 3-AFE 3-B BT 10 pg RNA #0 1 Cell # HEFRIXEF~=Y, 5%
#¥%5), REX/A%F 200 ~ 1000 bp; B 3-C BREAMEIER ( RifkmiER ) 7=

My g,
A B C
L 10pe 293T Toal RNA ) Oue 2037 cell (Fu] No template control
0 150 f\ 80
150 N ! \ )
o . / ‘\\_Jh :
__JJ i o
ImTrTT T UL L LR L mTTT T FTIrT IrTld Ykl wsim] T FTTTITT TTTT
3 150 300 500 1000 10380 [bo) 35 150 300 500 1000 10380 [be] ¥ 150 00 500 1000 10380 [bo)

3. Agilent 2100 &£ i@ 45 R

17
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> FmiEEEm

1.

b Gy

HFA=mENREERS, FECEBITHEREE. TAATAANTEEER:

< TLWEEF, FFIRR. B—REOEFMFESEH L RNA #i5L5ERE

& XFREM, #ITRERREFAEEEA RNase-free RAIRIFEN, HBEHESR

ZXTE, EEERTRENES, REARHEAREEGRIE,

AFERPRRF, MRTFELZBENZETLNRES, BeikFlRTd,

ERESHEMINHNZRTHE, BUBEIRRSX: KAIERGX (ZBEUEEE

ESH) . BREMK., RERX. PCR ¥ X, ik XMEXENX,

) FEIRFIER S R FTIATERE: RER. PCR ¥ HEGiKXFIEH;

) FEREHUR IR ANNAERR;

) ERERRFITRESR;

) 7 PCR ¥ 18X #1T41;

) s R IR ;
6) FER KA X BTN,

& ABEITHE, EWER 2 & PCRUGHITER: —&ATE—4 cDNA &K,
—&HRT PCR ¥ 18, BEFEMARIEXMUFHITEE,

< FIIRARBEZIR, SAKKRAIEXNENAmETEREE (7T0%H
1) o TWHERBRHMBEMITAXAERES, BEFR CESBR, &
HmCRETFE, BWERTE; FHEERE, B AKE 70%8 852
o

& XL, BUGZERMENR ( A0 RNA #iRs4 ) , HIALREEET
%

< BREBEXER, EUVOEEMMEXER, AIERAR=MRHH Control Total RNA i#
FTRAMERTBRSELE

HmA K

<+ RIFEAFH RNARRE, EFAEMRRENETTE. IR RNA BARERILR™E
B, ATEH AR RUEE, MREZERNFRSTERRK, HEEXR
BASBRENE, TEHFRUNEER, E2ERNRERSGERRD, &
INFERAAERAZAE, WALE SR KRR E,

g

7
*

)

7
*

g D W N -

TR
<« HEERR, MiZERERREEER (15~25°C) , BRIZE~HEIEER,
* WIRERERNEERIRSHERS.
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< ST EPERN 80%ZERR, UMM, BERKNEREMSHZERRK
BE, BRIRZERERE,

* ZEERREBERTHRE, MECERRESER, BRI EKE,
< GthiseRe, WELEFER, MVODREUERR LF, BERAN#EIK, UEX/EE
KIS AR o

0
0.0

FNERREERLL BRI 3 IEAREH) DNA B, A7 <C. S—RCEL4L> B
R SCEE SR L REEREE B4 0.8X 70 0.9X #t{TAR AL, FRNERF KR
N, XEFER, ESIEMEERAERTHEN

PCR #HEEER B 5 51 ik FE

o RAFRENTERE, HBERNATEY IEHEEE, & RNA XEFERBRIATR
T BRI E D #EF

< FIBEMENES, FIEESEAN PCR ¥ BHMEIFIESE RNA XERE TH,

PEBEREEE, SSHERNA XEFERE, ¥EENNFER.

e A SERGEAPHEFNBEAGHITIN, EXEFEARE, AIE PCR2 &N 1

~ 2 MBEIRFATI

AccuNext CDI #3514 ( llumina, EAF RNAXE ) ( Code No.

AG12505. AG12506. AG12507 ) , RIMRIEAREIARY Index X43CFEE, i5 Index

Primer &% 8 fiARREHY Index, i7 Index Primer &5 12 #ARRHI Index, EiIX

EEARMASEERER (BEAELME B C )

7
£ X4

7

0,
0.0

U BRI RN

< Read 2 ZEHIZ/RE1H RNA MIEX$#RF S, Read 1B RNA IR X
$ERF S,

< Read 2 B, BIZMEE ( XXX ) 2 H THEMREEHRRN, B 5'-Adapter
Primer Mix SINKFF, ESENHUEFER, SHEEHERX=1EERF
5,
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> KitFE A: £ PCR1 ZEEHEXRNAE

EREBNMER, ATHRRREMED THFLENERYE, & PCR1 ZEE
HER, LREEF. E—IWRAREE, EEETENE, IREEXFEERE
TEHNRF, WEEXNEBNGHERKITERNF ., BWEH 8~12 MM,

A= mixt 1~10 ~4HAask 10~100 pg WIFEAR#H#ITT PCR1 FHMEHKIE, ES
BNENHAME RNA AEZESH . DMHBRSNERTE PCR1 EREHEATRAEH
i5 #01 {7 index Primer, §HMEZERASMFERITE PCR1 &R (50ul), 7
BHNEBIHERANRIARENTE, SNSRI ERLERE,

BHERE, B<C. F—RLEAUSZREE RNA 5, T8 1-10 >E A X
THRESR, ERXESRE, REZK C. E—RLEMALSZEER RNA 5> 4
ZHERE 11, (FEEBA: HREEBHEMT <D.PCR2 XEH 1 >, EAERIIL
E3

{E AREER4E1L DNA 3B, WL MagSpherix DNA Beads ( Code No. AG12546.
AG12547, AG12548 ) ¢k A, THRINT:

LRI

1. BRER, ARBEXEELEERSEKE 1.5m BOLEHR, REE4C

2. KUGRY, AIREKKE, BEHHEH 80%ZEEA K,

3. KIGRY, BHHKMREEZER (15~25°C ) (HEL 30min ) , ERABTHEIRTE S iRIE
#xi%iR 2129 5 mino

RIESR:

1. 7<B.DNA E#H 1% (PCR1) >HEmR PCR1 /G, ¥ E&HEMTEMAR
(50ul) ¥#BE 1.5 ml &Y Tube BEH; ¥# 8~12 MM, BEBTEMERFAE
RFTIRS], PCR RRBZEFRFE 400 w1 Z 600 u | Z 18],

2. MR AT, RIFEBGHERRFMINENHTE, FRNEBSSH—LHRX,
HEARSLPRMEFRERE TR 4 R HOERER, BiEERRB T RUEERERHT
wine (HEAMEMMAZEXEE, BHRANE, ERNREZREHTT) o

& 4: AFHRRMEERAOEKR

BHER | EHERINE N MagSpherix DNA #fm AMPure XP
M= R(ul) Beads BYEFR (( pl) Reagent RYEFR ( pl)
8 400 300 260
9 450 338 293
10 500 375 325
11 550 413 358
12 600 450 390
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BRERERS, BEED,

WHEER/ PCR FYIEEIR (15~25°C ) T E 10 min, & PCR ¥ 5H#ERE S
% 1.5 ml B9 Tube BEMAEH DL LZED 2 min, HRl#AELFHE LFERBLE
Wk, ABEe/NORFE LER, EETEITHHELER

R"FF 1.5 ml 19 Tube BIRABE TN L, A 1 ml80%ZEERRE (FEBMALZ
EARRAETH#SK ) , =& (15~25°C ) & 1 min, ABREIOERLEF
o

BEESHO6 —IR,

AREHEOHEESLD, ¥ PCREME#NIZE LY 30 sec, AR 100 Bikie
BREFIRHNZERR,

¥ 1.5 ml 9 Tube BIRL B THINZR L, FETIRHER 2-5 min ZX ZEE R
%o

+ RZERRRZEBE, BMHRRELLE; NRZEABRRTRETE, TESH

M cDNA HIEBEERR M TIFER, EFEAET 7 TIERHER, BRIk
REFH, PEIK DNA XEEBRIIE,

HWERRRTiE, 4 1.5 ml B9 Tube MBI EEUT, AN 52 ul Nuclease free
water BEMIR, FERABRERITES#EE, =& (15~25°C ) & 5min (NF
HMERTRAR, EHEKNERE)

WEEFRE, B 1.5m K Tube EREBLORETHNRL, HBHHMREE
FBERES (Y5min) .

INDIRER 50 p | EiEZEHH PCR &b (iF: WRBUI IR A Rrigd 5 IR BIREER ) o

S RPHENS C. E—RILES 50 RNA X8, $] 11>,
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> MR B: LS| WERAX
L AcculNext CDI #3559 ( lllumina, iEFF RNA X ) ( Code No. AG12507 ) 4
B, AEFETRPEE—MEER AR

w1t O O O OO O0OO00000O0
w2 O O O OO0 000O0O0O0
ws O O O OO OO000O00O0
w0t O O OO O0000O0O0O0
ws O O O OO O O0O0O0O0O0O0
ws O O O OO0 000O0O0O0
wor O O O OO OO0 O0O0O0O0
ws O O OO OO0O0O000O0O0O0

> K% C: AcculNext CDI #3L5|4 ( lllumina, i&MAF RNA 3

E)HWER
AP501 12ul 12ul 12ul ®
AP502 - 12ul 12ul [
AP503 - 12ul 12ul ®
i5 Index Primer AP504 - 12ul 12ul ()
( AP501-AP508 )
AP505 - - 12ul o
AP506 - - 12ul @)
AP507 - - 12ul @)
AP508 - - 12ul o
AP701 5ul 5ul 8ul ®
AP702 5ul 5ul 8ul o
AP703 5ul 5ul 8ul o
AP704 5ul 5ul 8ul ®
AP705 5ul 5ul 8ul ®
i7 Index Primer | AP706 Sul S5ul 8ul o
( AP701-AP712) | AP707 5ul 5ul 8ul o
AP708 5ul 5ul 8ul o
AP709 5ul 5ul 8ul o
AP710 5ul 5ul Sul o
AP711 5ul 5ul Sul o
AP712 5ul 5ul 8ul ®
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AccuNext CDI #3k514 (lllumina, EAF RNAXE ) FIEENT:

i5 Index Primer

5' ~AATGATACGGCGACCACCGAGATCTACAC [i5 Index] ACACTCTTTCCCTACACGACGCTCTTCCGATCT- 3!
i7 Index Primer

5' -CAAGCAGAAGACGGCATACGAGAT [i7 Index] GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT- 3'

[i5 Index] &~ 8bp BY i5Index F5l, [i7 Index] =7~ 8 bp AY i7 Index F3l,

Sample Sheet B / AIFERK Index K35
4y 214 Index 51 NovaSeq .6000 v‘I. .0 NovaSef:| .6000 v1.5
reagents, MiSeq, HiSeq |reagents, MiniSeq, NextSeq,
2000 / 2500 HiSeq 3000 / 4000
AP501 TATAGCCT TATAGCCT AGGCTATA
AP502 ATAGAGGC ATAGAGGC GCCTCTAT
AP503 CCTATCCT CCTATCCT AGGATAGG
i5 index AP504 GGCTCTGA GGCTCTGA TCAGAGCC
Primers AP505 AGGCGAAG AGGCGAAG CTTCGCCT
AP506 TAATCTTA TAATCTTA TAAGATTA
AP507 CAGGACGT CAGGACGT ACGTCCTG
AP508 GTACTGAC GTACTGAC GTCAGTAC
AP701 CGAGTAAT ATTACTCG
AP702 TCTCCGGA TCCGGAGA
AP703 AATGAGCG CGCTCATT
AP704 GGAATCTC GAGATTCC
AP705 TTCTGAAT ATTCAGAA
i7 index AP706 ACGAATTC GAATTCGT
Primers AP707 AGCTTCAG CTGAAGCT
AP708 GCGCATTA TAATGCGC
AP709 CATAGCCG CGGCTATG
AP710 TTCGCGGA TCCGCGAA
AP711 GCGCGAGA TCTCGCGC
AP712 CTATCGCT AGCGATAG

BRI AL 400-767-6022

FAEBEER www.agbio.com.cn
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