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Sample Prep Workflow

RNA QC-Prepare for Pooling 10/21
1

Purify and Fragment mRNA
1

First Strand cDNA Synthesis >_ 10/22
1

Second Strand cDNA Synthesis
1

Adenylation 3’ Ends

1

Ligate Adapters

l > 10/23
PCR Amplification
1

Validate Library

1

Normalize and Pool Libraries >_ 10/24
1
Sequencing
1

Data Analysis 10/25
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Validate Library| {1 i 9" 2 #4235

Bioanalyzer
ABI StepOne plus

WHERE - RREEZRQ
@ TruSeq Stranded mRNA LT Sample Prep Kit — SetA RS-122-2101
(@ TruSeq Stranded mRNA LT Sample Prep Kit — SetB RS-122-2102)

TruSeq Stranded mRNA LT Sample Prep Kit 48 Samples, 12 Index Set A/(B)
TruSeq Stranded mRNA LT Sample Prep Kit 48 Samples, (Box 1 of 2)

TruSeq Stranded mRNA LT Sample Prep Kit 48 Samples, (Box 2 of 2)

TruSeq Stranded mRNA LT Sample Prep Kit, 48 Samples, cDNA Synthesis PCR Box

@ Agencourt AMPure XP 60ml kit (Beckman) A63881

@ SuperScript Il Reverse Transcriptase (Invitrogen) 18064-014
Agilent DNA 1000 kit 5067-1504
Kapa Library Quantification Kits Illumina GA KK4835
Tris—HCI 10mM pH8.5 with 0.1% tween 20 Genaral supplier
Nuclease—free water Genaral supplier
Ethanol Genaral supplier
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01-rna—den
02-elution
03—elut—frag—prim
04-1st—strand
05-2nd-strand
06—atail
07-ligation
08—enrich—frag

e
TruSeq Index B2 55

65C 5min — 4C hold

80C 2min — 25C hold

94C 8min — 4C hold

25C 10min - 42C 15 min — 70C 15min — 4C hold

16C 60min — 4C hold

37C 30min — 70C 5min — 4C hold

30C 10min - 25C hold

98C 30sec —(98C 10sec—60C 30sec—-72C 30sec)x15 — 72C 5min — 4C hold

Low-Plex Pooling with TruSeq DNA or RNA Sample Prep Kit v2 Part # 15034135 Rev. A ##l

Set Index no Index Sequence
A |Index2 C G A T G T
A |Index4 T G A C C A




Index5

Index6

Index7

Index12

Index13

Index14

Index15

Index16

Index18

> (> |>
OID|O>[>|>]O0|0|0 |>
|0 |d[D|D]H[>|O|O
[oNioNIoNIoNE-NE-N E- N IoN ol D2
>I0|Hd|H[H[O]D([>|>|D

Index19

>IO|0|00|>]1d|(d|>|d

>|10|0|>(O|>]>|0|d|®

mix FH4LL T DI E [XIndexD UL T DS E A HELEIN TS

2 mix

Index®,
Indexb,

3mix

Index2,
Index5,
Index6,
Index5,

4mix

Index5,
Index2,
Index2,
Index5,

Index12
Index19

Index7, Index19
Index6, Index15
Index12, any other
Index19, any other

Index6, Index12, Index19
Index4, Index7, Index16
Index7, Index19, any other
Index6, Index15, any other
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TruSeq Stranded mRNA Sample Preparation Guide (2/3) Date

Part#15031047 RevD #£H#lL
Sample ID

O -20°CREFDUT DREEZERTAEMNMTHS
Beads Binding Buffer, Beads Washing Buffer, Elution Buffer
Elute,Prime,Fragment, Finish Mix Resusupention Buffer
O 4°C{R7ZMRNA Pulificati Beads,Elution Bufferd ZRIZRLTH<
O $—vILYLI5—DERZANTES

O RNA Pulification Beads R IILT Y ALTHRITEFISES memo
O PCRFa—T/TFL—MTRMADHELZMZ . P oKYERYTIVI TRED /
O total RNA (0.1-4ug) 50ul *
[0 RNA Pulification Beads 50ul
¥WMEIZIE LU TRnase Free Water TART YT

EXRyD B EYZE8SulZt Yy LT, 6EIIELERYTAVS
01-rna—den[68°C 5min—4°C hold] 7O S L TAFa—+
4CIELI=Y VT IVEY—IIL T A I5—MoBYELER TiminddE
Fa—T&#ITRIRREURIZEYEL, 5min 8 E. LEZRETD

T XY RAVENLHT

Beads Wash Buffer #200ulfill % . 6B LERYT42 I LTHRITENT S
Fa—T&#ITRIRREURIZEYEL, 5min 8E. LEZRETD

T RYRRAVE LT

Elution Buffer Z50ulfil X . 6[E U LERYTAH LTHAITENT S

I I I o o O 0 A

02-elution [80°C 2min— 25°C]17AYJ S LTS/ Fa1R—f
25°CICEL=bY U TINES—T YA I5—DRYIET

Binding Buffer Z50ul I1X T6EILL LERYTAUF LTHRIZEMT S
ERTOmindFaR—k

Fa1—TEITRYLREAURIZEYRL, 5min BB, LEERETS
EESI VWINPT Ny

Beads Wash Buffer #200ulfil % . 6B LERYT42 I LTHRITENT S
Fa1—TEITRYLREAURIZEYRL, 5min BB, LEERETS
EESI VWINPT N

I I I o o O 0 A

O Elute,Prime,Fragment Mix Z19.5ulfilZ . 6B LERYTAU T LTHRIZEMT S

O 03-elut—frag-prim[94°C 8min —4°Chold] TA > ¥ a1 ~—k
* (oY —FRICECTRIEBFIEEERY



O 4°CIZELE=D Y VT IVEY—TIL YA I5—b YT

O T2 YbREUKRIZEYE, IminE£IZ LE17ulEYR

Synthesize First Strand cDNA

O ;&f&L7=First Strand Synthesis Mix Act DZRE A Y
O First Strand Synthesis Act D 9ul [ZXxfL TSuperScript Il TulZ 1A . 1st strand mixZ &9 5

O Y27 ILIZ1st strand mixZ8uliNZ T, 15[\ L EERY T4
O —<ILYA495—ZtvkL. 04-1st-strand T F a1 X—F

25°C  10min

42°C  15min CORIZUTOEEZERTAEMNL. KFRRFLTHES
70°C 15min Second Strand Marking Master Mix

4°C hold Resusupention Buffer

Synthesize Second Strand cDNA

O LT ®DPremixZAH 95 1sample H 7=V
Second Strand Marking Master Mix 20ul

Resusupention Buffer Sul

O Y27 ILIZ2nd pre—mixZE25ulilZ T, 15E L EERYTF42 4

O SF=ZFAH. REVA DY

O —<ILYA495—ItvkL. 05-2nd-strand T/ > Fax—h
16°C  1hr C ORIz AMpure XPEERIZRELTHL
4°C hold

Clean Up

O AMPure XPE+ R ZRILTYIRT B
O Y27 IJLIZAMPure XP %90ul JRZ . 20 A LERY T2 F LT, +RIZRFT S
O =R T15min B35
0 80% EtOHZEEAZIL THK<
O Fa—J%<TRIMREURIZEYRL, 5min 88, LEF2BETS
O %5 R YbRBURIZIL T=FF80% EtOHEF200ulfi1 % 30sec BiE. LFERET D
O %5 R YbRBURIZIL T=FF80% EtOHEF200ulfi1 . 30sec BiE. LiFERET D
O #OFF15min EEZT S
O 95 R YRREUREMSS LT, Resusupension Buffer Z20ulfil %
O BeadsDEFYMNRZGEDETERYTAUY
O 2min E;RETHET S
O <Y RYMREVRIZEYRLOmInEFE T 5
O #HLLWPCRFa—T(z LiF%E17.5u @RS S



O -20°CTRER] THLRIZRIEZBRHTHZE
CCETIHTITOZE

Date
Adenylate 3’ Ends
O A-Tailing Mix&Z12.5uli01% . 10BI LA EERY TV T LTHAITIEMT S
O Y¥—<IILYA495—IZtyhkL. 06-atall T2 Fax—k
37°C  30min
70°C  5min
4°C hold
Ligate Adapters
O UTOREESUTILICMAS
Resusupention Buffer 2.5ul Sample$fix1.1 Tpre-mixJA&  5ul eachZ 5 5E
Ligation Mix 2.5ul } Sample Index no
Index adaptor (RNA) 2.5ul

HUTIEFERTADDRIEEREZRGNELESEE

O ERyrTUDOBEEYE30-35ulzE8HhE10E U EERYyTF45

O H—< LY A4 95—[ZtvkL. 07-igation[30C 10min — 25C hold] TA > FaR—k

O 4—<ILYA495—hEYHL. Stop Ligation BufferZ5ulil A5

O ERyrTUDEEYE35-40ullzEHhE10E U EERYyTF45

FEI10ES—4 U XEER TruSeq Stranded mRNA Sample prep
TruSeq Stranded mRNA Sample Preparation Guide (3/3)
Clean Up
O AMPure XPZE+RZHRILTYIRT D
O H>FILICAMPure XP #42ul iR . 20BILA EERYTAU T LT, +2ITEMT S
O =B T15min BHET S
O 80% EtOHZFAHL THL
Fa—T&#ITRIRREURIZEYEL, 5min 8$E. LEZT795uBRET S
2T Ry RBURIZIL TI-FF80% EtOHZ200ulN 2 30sec F#E. LEXRET D
2T Ry RBURIZIL TI=FF80% EtOHZ200ulN 2 30sec F#E. LEXRET D
ZDFEF15min AEZT S
T YR RBUR 54T, Resusupension Buffer 252.5ulil3
BeadsDEFYMN R AL EETERYTAUT
2min ERTEHET D

I o R O R 0 A



O

YT FIRRIUR(ZYbLEmingR BT %
#HLLWPCRF—T(C LiF%50ul EUIRT S

O

AMPure XPZE+ R ZHRILTIIRT S
H 7 JLIZAMPure XP Z50ul 1A, 20E L EERY T4 LT, +2ITEMT S
FBT15min BT 5
Fa—T&#ITRIRREURIZEYEL, 5min 8E. LEZSUBRET S
2T YRRV RIZIL TH=FF80% EtOHZ200uliN 2 30sec §#E . LiFEZRET S
2T FybRBURIZIL TH=FF80% EtOHZ200uliN 2 30sec §#E . LiFEZRET S
ZDFEF15min AEZT S
T RybRBURE 54T, Resusupension Buffer 222.5ulil3
BeadsDEFYMNRZGEDETERYTAUY
2min ERTEHET D
T Ry REURIZEYILSminERE T 5
#LLWPCRFa—T(Z EFEAE20ul BT S

Stopping Point —20°CT{R7ER] THLUAIZRIEZHHATSZE

Enrich DNA Fragment Date

O UTOREEZYTILIZMZS
PCR Primer Cocktail Sul
PCR Master Mix 1280ul 25ul

O 10EIU LERYTFA2Y
O 4—<ILYA95—IZtykL. 08-enrich—frag TA ¥ a1 X—|

98°C  30sec
98°C  10sec
60°C  30sec } x15 cycles
72°C  30sec
72°C  5min
4°C hold
Clean Up

AMPure XPZ+ 2 2 RILTYIRT B

B> JJLIZAMPure XP %50ul AIA . 20BI LA EER YT G LT, +2 BT
=B T15min $HHiET S

Fa1—TEITHFIYRREURIZEYRL, 5min B#iE. LEZBUBRET S

R Ry RFURIZIL TH-FF80% EtOHZF200uliN A 30sec B E. LFZRET D
R Ry RAURIZIL TH-FF80% EtOHZF200uliN A 30sec B E. LFEZIRET D
ZDEF15min EFZT S

T RybRBUR 54T, Resusupension Buffer 232.5ulil3
BeadsDEFYMNRZGEDETERYTAUY

2min ERTEHET D

[ I o O



O <5y hRAURIZEYRLOmMInERE T 5
O #HLLWPCRFa1—TJ I EiF%30ul EUNT S

Validate library

Bioanalyzer [C&B YA XD F vy Date

O Bioanalyzer DNA1000 TH A XA HEFT VI35
AR 260b(HEICHLHEEHERT D
Average sizeZ A ELTHL
BIEEMNSIPCRICEL-EHELTDHFMELZRELD
BEHE 20000-40000 dilution

Kapa Library Quantification Kits Illumina GA TS4735)—0OREAIE Date

O S473)—&/RT5

O LUTOHTRIGERZERARLTIPCR platelZ 11ul/well5 X35

aPCR It iR #HRK
2x Reaction mix (primer added) ul
Nuclease free water 2ul

O Standard XU FHIRLI=libraryZ4ul 73595

O LAIT®MERTE TIPCREMITS

95°C 5min
95°C 30sec x35 cycles
60°C 45sec Data detect

HTELERLS,. ATV —RBEDREEZEETT D
KAPA gPCR EtE K
[Ri& = E (M) = [quantity meanD B )*[ F FR{Z 2 ]*452/[average size]/1000

O SA473)—%R—EEQM)IZHFIRTS
FRASATS)—FEN Ul FHTEH7—X

[ E 4 Resuspension Buffer (ul)] = ([FRITDSA4TS)—EEOM)]I*N/2)-N

O REIZGLT,.HEE23 DEE TPool Library £33

/ memo
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