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DNA
X MZALYVADNA (Input DNA)

YU FIARETY k #2ZInput DNAE

1 ug genomic DNA (350bp inserts)

MUk LRI S ARSI 2 ug genomic DNA (550bp inserts) NRLYDRE
100 ng genomic DNA (350bp inserts) ngA—4—ni
TruSeq Nano DNA 200 ng genomic DNA (550bp inserts) LEYUTIVA
TruSeq ChIP 5-10 ng ChIP DNA
|

S E [ A0080nm: 1.8-2.0(NanodropaE T)DH U T ILEFE A,

UVEHEAITIL. RNA, ssDNA, 15 &4 &
ETEBRHELTLEVET,
TE = [EQubit. V4 1)T+4—IENanodropT

— A $HEDNA(dsDNA)ZIRH 9 5 R TRHAIKTZELY,
-> Qubit® 2.0 Fluorometer (LLfEQubit® &i2LFET)
/PicoGreen/QuantiFluori &,

UVBIZE . NanodropTO EEFFERIFHEREINEFEA
ERELT BIREPHAADELLIE—INFIONSAREELHYET ,

Copyright © 2015 Thermo Fisher Scientific Inc. Used under permission.
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Covaris|Z&ABEKER: BIRES., WEIZUE. Yo TILOOXARNDENVEEDF A

Covaris 52205ettings

ENTNDEEIZHOI-EEETUELLD,
S220, M220, S2/E210
CNbDERTEIL. Covaristt DIEELI-ERE LR ¥

HTREELI-LDETYFET,
Covwaris 52 and EEIDISett:'mgs

Setting 350 bp Insert 550 bp Insert
Duty cyde 10%

Intensity 5.0 2.0
Cydes per burst 200

Duration 45 seconds

Mode Frequency sweeping
Displayed Power S2—23W S2—9wW

E210—14 W E210—7W

Temperature 55%to 6°C

Setting 350 bp Insert 550 bp Insert
Dty factor 5%
Peak Incident Power 175 W
Cycles per burst 200
Duration 50 seconds 25 seconds
Mode Frequency sweeping
Temperature 55" to 6°C
Covariz M2Z20Eettings
Setting 350 bp Insert 550 bp Insert
Duty factor 20%
Peak Incident Power 50 W
Cycles per burst 200
Duration 65 seconds 45 seconds
Temperature 0°C

(RAVR) MDIEERFILEZDODYTILT
BioanalyzerCH A XFIvIxd 5 ¢%
BEIOW-LET,

llumina’




BT TAEDNAD B DY A X EES

CovarisDERFEIZDWT TR ZHERLLFE &L,

- FEICEL-EREZERALTLSN?

— SANZLATLELM?

— Fa—TH#BEIKBDIKELIFEIEH ?

— KBDEENBEELZEERLTLNSN?

BT RIS TUVELE,

BRECFALLENTAT S —H 1A
"BoNDAREMEAHYET DT,

:|/I~EI—)I/DNA’C~‘9’-I“17L,’C75\B

R T IVTEALILSLY,

14

[FU]—|
100

50—

BT EER. BL\A

|

—_M_k  P—

||||| T TT T 1T 11
150 300 500 1000 10380 [bp]

[FU]

100

|mIE

[FU]
200

100

15 100 200 300 500
850 [bp]

RYE

|\

mrrr 1 ©T 1T TP
35 150 300 500 1000 10380 [bp]

llumina’




DNA

1%

Input DNAD & &

DNAEAVEIEIZEE TETLVRLY,
— DNAEZL\=HTARRIMER
— DNAEAGZW =M RELMER

M HV D& Covaris TD B F L AV E IE
[SITHhNENATREENHYFET
— BAD)AMESERIZEW, (FRRDUVUIC
ZEVEY)
— NanodropZgE TR AT EMHERRSIZELY,
" Agsor280nm: 1-8-2.0
" Aggoi230nm: 2.0-2.2

Sample Source
Inhibitors

Fat
Bile Salts
Collagen

Heme

Humic Acid
Melanin and
Eumnelanin

Myoglobin

Complex
Polysaccharides

Calcium lons

Urea

Hemoglobin,
Lactoferrin
Immunoglobin G
(1eG) |
Indigo Dye; Tannic
Acids

Extraction
Inhibitors

EDTA

Alcohols

Excess 5alts

Chaotropic Salts

Phenol:Chloroform

Detergents/DDT

Exogenous
DNA/RNA

Carriers

blocking

Agarose

Excess Metal long

Template blocking

Temnplate blocking

Enzyme denaturation

:Temp\ ate blocking

Enzyme denaturation

Enzyme denaturation

Template blocking

What Inhibitors Are Found in Different Sample Types?

Inhibitory Effect Likely Source

Template blocking Adipose Tissue; Glycerol
Template blocking Feces, Stool

Skin, Connective Tissue

Competition with MgCI2 Blood

Chelation of metal ions |Sail, Plant Material
Enzyme Binding/

¥ Hair, Skin
Template Blocking

Chelation of metal ions | Muscle Tissue

Feces, Plant Material

Cornpetition with MgCl2|Milk, Bone

Urine

Competition with MgCl2|Blood

Ternplate blocking Blood

Termnplate blocking Specific Plants

Methods to Minimize Inhibition

Upase or hexane treatment and chloroform extraction,
silica-based purification

Wash with 70% ethanol or use silica-based purification

Use SDS, CTAB or guanidinium buffers, proteinase K,
silica-based purification

Wash with 70% ethanol or use silica-based purification
Wash with 70% ethanol or use silica-based purification

Wash with 70% ethanol or use silica-based purification

Wash with 70% ethanol or use silica-based purification

High salt precipitation, CTAB buffer, chloroform
extraction, or use silica-based purification

Wash with 70% ethanol or use silica-based purification
Wash with 70% ethanol or use silica-based purification

Wash with 70% ethanol or use silica-based purification

Use SDS, CTAB or guanidinium buffers, proteinase K,
silica-based purification

Wash with 70% ethanol or use silica-based purification

What Inhibitors Are Found in Different Sample Treatments/Extraction Methods?

Inhibitory Effect Likely Source

Chelation of metal ions |TE buffer

Ethanol, isopropanol,
lisoarnyl alcohol

|KC;, NaCl, CsCl, NaAc
Guanidinium chloride;
magnesium chloride,
|ures

Enzyme denaturation

Enzyme denaturation

Organic carryover

'Sodium deoxycholate,
|SDS, Tween 20

Template competition |Carryover

Template competition,
i pettion/ RNA, heparin, glycogen

Gel extractions

Reduce oligo specificity |Mg++ from PCR buffer

Methods to Minimize Inhibition

Reduce EDTA concentration in TE buffer or simply use
Tris-HCI (10 mM) or water as elution buffer

Dry pellet and resuspend or use silica-based
purification

Wash with 70% ethanol or use silica-based purification

Wash with 70% ethanol or use silica-based purification
Use PVP, PVP/ammonium acetate, incorporation of
1.2% citric acid at the DNA extraction step

Wash with 70% ethanol

DNAse | for DNA removal; RNAse A for RNA, RNA:DNA
hybrid removal

Only use carriers that do not serve as template or
block the template such as linear acrylamide, N- or P-
carriers

Use a spin column with chaotropic salt buffer; dialysis

Dialysis against PBS (pH 7.4), phenol: chioroform
extraction followed by EtOH precipitation

llumina’
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Dual Index (HTHFvYh) D745 F2—I[E£136bpL7id,

llumina’



EDXYIEFERALTEMAINIEVDLDN?
(RIS A OIILBIRTNIEDLDN?)
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- RO AVIVEBTORMIERRETY A A— N\ —FvThRoNnbHReadMBEZ LR T
AL fzaly,

Insert Size Options

Insert Size 350 bp 550 bp
Input DNA Per Sample lug 2ug
Recommended Read Length <2x101bp =2x151 bp*

* Read lengths greater than 2 x 151 bp produce a significantly higher percentage of overlapping read-
pairs.

2 S Bl e Lo llumina’
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TruSeq RNAFwhk
(RNA V2, Stranded mRNA/Total RNA)

- Workflow
- Input material
- Fragmentation
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TruSeq RNAXYkDT—-70—0 LB

TruSeq RNA V2

N ~» ?‘,
TruSeq Stranded mRNA dTt X—E i
polyATF & ! ®
AMMMA e A
@-TTTTITT . A 0
— — — C. A-tailing
L [ —
- = i
A. Poly-A selection, fragmentation and random priming P5
' S\ Rd1 SP . @Al A
- 'W ®
— — — f— l
TruSeq Stranded Total RNA = = N\ y
ruoceq randae otla _Rd1 SP Rd2 SP/
_ B. First and second strand synthesis Index i
rRNA removal with /Rd2 SP Rd1 SP \
RiboZero beads @ o——  — )
l P7 P5
= — — D. Ligate index adapter
A. RNA depletion , fragmentation and random priming
. P5 Rd1 SP DNA Insert Ind
Ribo-Zero 5 — e ,
E—XT Rd2 SP P7

rRNARE

E. Denature and amplify for final product



Strand Information: E65N AR THRENDID ?

l Cluster Generation

l Read 1 Sequencing

 RNA
1 First strand synthesis || ATGCCAAGTACCA
3 TACGGTTCATGGT 5
€ Read 1
& * RNA R1 for antisenSe l Paired End Turnaround
First Strand cDNA ] Read2 Sequencing

2nd StrandIZdD & 1 Second strand synthesis

eDNAIZAUTPAY A 2

TGGTACTTGGCAT

3 ACCATGAACCGTA
" First Strand cDNA | S
. Second Strand cDNA R2 for sense
2nd Strand S 1 Ligate Adapters
PCREEZ([Z 454 ! 1 Enrich DNA fragments

dUTP®D Ao7=8HI%
PCRIBIESNL7ELY

[FEEITARTDF4T3)—TRLARIZTHET2—H2L

https://my.illumina.com/Mylllumina/Bulletin/rgBk3ucWxkusWKOXgF OBdA/which-read-maps-to-which-strand-in-the-truseqg-stra



Strand Information: EH5LND AR THRENDIMN?

Read1l Read1l
— —=
ps AS—> | p7 p5s TAS ——> | p7
'p5y €& s  p7 'p5 €&— s  p7
< <

Read2

Stranded mRNA library
Stranded Total RNA library

Read?2

TruSeq RNA V2 library

~— Table 1: Stranded Parameters N
RNA TruSeq Sample Prep Method Percent Aligned Percent Stranded
Universal Human Reference mRNA" 84.9% 99.6%
Human Reference Brain mBNA 79.6% 99.0%
Universal Human Reference Total RNA with Ribo-Zero™* 79.0% 98.6%
Human Reference Brain Total RNA with Ribo-Zero 73.0% 98.6%
Indexed, 2 x 75 cycle run on HiSeq® 2000; *Four mRNA samples per lane; ** Two Ribo-Zero samples per lane.
. S
T A AT AANATART
A Hlumina
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PEELI=RNAIZCK LTSA4 TS —Z2EH LTy,
— EDXTIMNREEFDOMN?

TruSeq RNA V2

TruSeq Stranded mRNA
TruSeq Stranded total RNA
TruSeq Small RNA

TruSeq Targeted RNA
TruSeq RNA Access

RNAFwk
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ANns2:

TruSeq Stranded Total RNAAY, TruSeq RNA AccessZ{# FLTEE0Y,

TruSeq RNA V2

TruSeq Stranded mRNA

TruSeq Stranded total RNA: 73 #RNA (FFPEZ:E )%t ik
TruSeqg Small RNA

TruSeq Targeted RNA : 73fZRNA (FFPEZZ & )xt e Fv b
TruSeq RNA Access: 73 f#RNA (FFPEZE)ERAF vk

®
RNAFwk

7 EMRNA%
dTE—XTHEIRT B EIETEEFHAH(RNA V2LEStranded mRNA).,
rRNAZFRZE T &I AIBETY (Stranded Total RNA) ,

rRNA removal with :
._ ??##### l RiboZera beads .— l_ .__
- o = Ee— ;

A. Poly-A selaction, fragmentation and random priming A. RNA depletion , fragmentation and random priming

llumina’



FvZFHULSRNA (Input RNA)
HEInputE

o 7IILRE LY

(RE(E1 ug)
TruSeq Stranded mRNA 0.1 - 4ug total RNA" | & &mE (RIN 28)

5 LT-DNAT 3 A[ &
TruSeq Stranded Total RNA | 0.1 - 1ug total RNA (3 FO— L CRIENE)

TruSeq RNA v2 0.1 - 4ug total RNA" | &M E (RIN 28)

» FE=IZQubit/RiboGreenz{FE T 5,
— UVEE. NanodropldHE&1HL\=-LEEA

- DZNRZEN0.1 - 4ugDTotal RNAN & $EE L
T=mRNA# 5> DR ATRE T .
— AT ora—LFaA——HAKRESEE

by,
|

Purified mRNA Input
You can also use previously isolated mRINA as starting material. Use the entire fraction of
mRNA purified from 0.1 ug to 4 pg of total RNA. If you start with isolated mRNA, follow
the Illumina recommendations for isolated mRNA specified in the introduction of the
Purify and Fragment mRNA procedures. Begin mRNA fragmentation with Incubate RFF on
page 20 for LS processing or Incubate RFP on page 57 for HS processing.
—_— —_— —

ilumina’




Input RNADY7F1)T1:RNA Integrity Number (RIN)

T s N
150 : B U TS | o8s : mmj SIRY
1404 rRNA 1 rRNA l 2 31
I » | Ei: Intact RNA: RIN 10
| l S 20-
1004 }\ | .
s0+—I | 10+ SHS:RNA
| ma | 51
. : 2NA” \ !\ : n:_A_,.A
NE — \ l'\p | 5 O
1! Mok -w/’“fl G iemE \‘\g__ ! E 6+ Partially degraded
- : R o | T | i RNA:RIN 5
20 2 20 3 40 45 50 55 60 55 [s] = g: ELl
1y 2 2
i 0 - S
Bioanalyzer18S rRNA&28S N .
RNADE — 754 BT 5 i
RNA&§®Z37(1073§%%) g:; RNA: RIN 3
™ . . —o 05-
M‘TR'NSMJ:@RNA&/?)L%‘E 0.0 | ‘ | . . . . . .
AT %(RNA V2&Stranded mRNA) BT R
h

- B AR
ffgf%;i;;ﬁ%ﬁ%%gi% Z PRIED £18S/28SDE— H T BREE
Pl ISRYIES FREISS TR S

28 | llumina



RNADETFIEIZDWNT(F T 3y)

RNADQ M FAEIXAFAUFHET T

Library Insert Fragmentation Time

= 8

=
/) /m

Time at 94 °C Range of Insert Median Insert Average Final Library Size
(minutes) Length? (bp) Length? (bp) (Bioanalyzer bp)
ob 130-350 200 467
1 130-310 190 439
2 130-290 185 410
3 125-250 165 366
4 120-225 160 326
I 8 120-210 155 309
12 115-180 140 272
Covaris® 130-280 180 385

Shortened Fragmentation Time Results

® B:U=12 min frag
# 1: No Fragmentation
(Fu]

@ Z: twd frag, Covans
& kt=imnfag

@ & =2 min frag
® 5 t=3minfag

@ B t=Smin frag
& 7 t=8min frag

wi | BALIEERCT HESAT I —DEHHARMNELBYET .

1204

100

t=12 mn frag

[bp]

(94°C)ICKYITHONFET

FI4ILEE94°C, 84T
W EAELET A
BIIBORBMEEZDC
EMTEEETT,

llumina’
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=IRSATS)—EYDI A X(L260bpfREIZHYET,
— (RNA V2, Stranded mRNA, Total RNA&$)

BT A IEDSEL WA BN VSR I—BERE) K TLHEDERELGYET,
— Input RNANNZ T F 1=
— RIGEM . EEDOaMO— LA TETLVELY

A N 160 ng, UHR.

o | RWNSATS51)— i CARS E vl U B

= [FU] Kot

100+ ¥ 15{]_ ﬁ&h

80

oo 100 — HERR YT S TULVELY !

40- ?
i J/\ N | 50 —

o ] e ""?Fh-njl
L v \k-_-—_J_M 0 A Pl 3 -1 (R T EH T LHERLE L R
e E—— | g P ey T | | | Frr i
15 50 o 150 200 A0 i} 50 oo 1500 [bp]l 15 1m Em 3["} qm 15[:"} [hp]

260bpHiT#&IZE—2 (42 —kH4 X[E130bp)
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TruSeq DNA&ETruSeq RNATHE
-HEONKRYYT
- PCREE E12
- AMPure beads MYk
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PCR Master MixZZE X5 XL Tlreeze-thawZ HE&H/MEIZ
FNENDODRTYTDRIHELHRELZRBFIVY !
—EBDEAEE(ATL, LIGEE) [THEEIEVDOTEEE !

1—H—HAK. Experienced
User CardDZNZ DR
TYTITHBERREN) XS
ncTunb

o

TruSeq DNA PCR-Free Sample Prep LS Protocol

Experienced User Card

Adenylate 3' Ends

A single ‘A’ nucleotide is added to the 3’ ends of the blunt fragments to prevent them from
ligating to one another during the adapter ligation reaction. A corresponding single

‘T’ nucleotide on the 3’ end of the adapter provides a complementary overhang for ligating the
adapter to the fragment. This strategy ensures a low rate of chimera (concatenated template)

formation.
Consumables
— Item Quantity Storage Supplied By
(Optional) A-Tailing Control 1 tube per 48 reactions | -15° to -25°C Thimina
(CTA)
A-Tailing Mix (ATL) LTkit- 1 tube per 24 15°t0-25°C Tlumina
reactions
or
HT kit - 1 tube per 48
reactions
< Resuspension Buffer (RSB) 1tube 2°t0 8°C Mumina
RNase/DNase-free Reagent 3 15° to 30°C User
Reservoirs (if using multichannel
pipettes)
RNase/DNase-free Strip Tubes & 15° t0 30°C User
and Caps (if using multichannel
S 2
Add ATL

[]1 Centrifuge the thawed A-Tailing Control (if using A-Tailing Control) and A-Tailing Mix

tubes to 600 xg for 5 seconds.

[ 12 Do one of the following:
« If using the in-line control reagent, add 2.5 ul of thawed A-Tailing Control to each well

of the ALP plate.

= If not using the in-line control reagent, add 2.5 pl of Resuspension Buffer to each well of

the ALP plate.

spu3 g ejejhuspy
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ops _ . . 96 well plateMZE(Z9 %
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Size Selection/AMPure Beads M HE YL

BENEHLEZNTT !

ﬁl:l: s FARNZHOLMAULHE—XZEEBIZRLTHEL
F - Yok v [fERT %80%EIOHA K IL SN

E RILTFYHORTLoMY 8RF
AW N TRIZS AN .« 20 7 L— b (96-well PCR/MIDI)E & T Ambion® ¥4 %5 4 w4 R4 v REERAT 5,
s ERY T4 VI ETEIZITS,

sl vlillc A XDEZAECED T bAa v Iy ¢ JU RG] SN
B9 5

Size Selection Beads AMPure XP Beads

BERLTRE
EHEBRTH
VR
BRI
E—Z AL
R

TruSeq PCR-free
NanoF vk ZIZE—X(SPB)A T
BLTLWEY

http://www.beckmancoulter.co.jp/product/product01/AMPure xp.html
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TruSeq DNAERNASA TS51)—0 14

EE2FvIIEqPCRTEE
- KAPAHtDSA4T351)—FEFX v ZIZPrimer/Standard A {FELTLVET,

EEFvoIEBioanalyzer CERE

2
g [FU]
E 100
=
5]
'—
2
=)
<t 0
gt High Sensitivity DNA Chip LI L
ot On-Chip-Electrophoresis 15 150 300 500 1500 [bp]

LOT#:PM20BKS0
EXP:20.DEC.2012
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B \TruSeq DNAERNASA TS —0D 4

(FUl | TruSeq DNA [FU] (%) Nextera DNA
_J-'H"'“ﬂ".
50 ‘ 50 A
| |
'I]_ i PP e e———————— AL s - o, W
T T T T T ol TR
50 300 700 10380 [bp] mirer T Timr It
35 200 400 1000 10380 [bp]
FU
das TruSeq RNA IFU]
200 !
50— \
100 x -
0 - gl o
M T T T T T T T I — o
15 150 300 500 1500 [bp] mirrr rrroe
35 200 400 1000 10380 [bp]

L) TruSeq>4 7 35')—IENexteraS A1 7S )—(ZLER TS A TS —DH A XHLEL.
Un—TJRE—JELTRONET,
SAUY— RN —FITAH -G —FEABONET,
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Bioanalyzer@rL—AMS ST ILDIREEFHE
[ELE—]

ToAX—5 (< — . TRATA—HALT—
[FU] [FUl -
100 — 100
1 r
50— 50 | |
0- 0t~ .- ———
T T T T T 1T T 1T T I I N L L L W L
35 100 200 400 700 10380 [bp] 35 150 300 500 1000 7000 [bp)

T53AX—FAT—(~100bp)IZT7A—LILICHE T ENITREF—IT LAY,
— AMPure beadsfE&E M TETULVELY, HAWIIIBRFIOREMNZLEL ., 1L,
TETA—=FAT—(~125bp)lE>—T o AT —RIZEEIH S,
— AMPure beads#gE A TETULVELY, Input DNA/RNADY DL - DA ) T4—MELY,
— AEORFIRRELEIZFIENnd RepairtPA-tailingD TN ELL>TLEST=,

2R AMPureE —X TORFREEPUET . T ILIEREIT S,
— TAX—RFAR—DEEITEDEEF—T U RTBHELAHE,
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Bioanalyzer® k L—AM 5 S TILDREZEFH

[RL\E—7]

. lE—x0xry—F—n—

150
100
50
0

[FUIH ‘_ l

T r T Pt orr b
35 150 300 500 1000 7000 [bp]

) =

[FU]
150

100

U

AMPure
E—X {55l

m T T T T T T TTT TT 11
35 150 300 500 1000 7000 [bp]

SA473)—DEUEFICE—XMNEATIHEERFI—A—ITHhMEE—IN
Rond(=E=XD*x¥!)—F—/\—),

— E—XIBFRDODEBDOIYT L2 TAIVIREIREEZD,
— ERYT4UT TLoMNYAHT B,
— YT RTAVIREIVRE ETHOE —X D EIUREEEZERBITS,

R BEAMPureE —X THRITAHZEIZKYBREREE,
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Bioanalyzer® F L—AM 5 FS TILDRE%EFHE

[RULNE—2] I PCRR & HA7ILBE
= - - - = e - -
PCRO7—T1279k || = = , - e =
% \\/ ‘ Eepe ‘ denature
[FU] (e - i T )
— I I --_- = --_- —— ) S —
I | g = = | —1 -_ﬂ
7 I l ‘ anneal ‘ S
= -_- -
D : : | — - N\
M T T T T T T [TT 11171 - y i A ==
35 150 300 | 500, 1000 10380 [bp] - - -
F o ‘ e ‘ extend
BIE/EZA4T51)— ) - — — .

PCREFICBIBIENE LD ETSAT—DVLELBYT—T4 770 bHAEHFRIZTEZET,
— Input DNA/RNADEEN R IEFE(ZTED),
— PCROYVAIVNLEMDI—HF—HARIZLERTSZLY,
— 95°C. 57 MBMEL-DObL, E—rJOvIh T KYERIZTHEHZ D,

fi# iR % :PCR duplicate DEN &N ELEEINBLNFEFBAN Y —F O XXATRETT,
__Input DNA/RNAD E E#5REF Ty <<y,
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Bioanalyzer® k L—AM 5 S TILDREZEFH
[Bioanalyzer A& D fELK]

Yo TIDA—/N—O—F FEDIAVAIR—3Y
[FU] [FU] |
. -
)-> 500 —
0_
0_
Fn o rrrtr il | I T T I T
150 300 500 10380 [bp] 40 60 80 100 120 [s]
T—H—HINESTECEZ AL D —TIRE—IMNELN

BioanalyzerM ER#&anBAE (24t > THRIFE < FZ &Ly,
— TISAENSTETCI—H—DRZLL,
- KEORKENEBELZELGE—IHAA-TLED,

FRRR Y UTINDTIZAEZTHRIEN EED VAV 1 EBIEIZERETIZILY,
— Agilent High Sensitivity DNA: 5-500 pg/uL
— Agilent DNA 1000: 0.1-50 ng/uL
— RNA 6000 Nano Total RNA: 5-500 ng/uL
— RNA 6000 Pico Total RNA: 50- 5000 pg/uL
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[£&D]) FIVITHIRTYT: TruSeq DNA PCR-Free
TruSeq Nano DNA

v' Input DNAZQuUbitTEE TETL\SH vV A XERRICTHAXERELFZF VY

Bead-Based
Size Selection

Purified Fragment

Genomic DNA Genomic DNA Repair Ends

Ligated Indexed
Paired-End a=d \/alidate Library
Adapters

Adenylate 3’
Ends

v FETR—{FIngIzss T3 v RRIA4T3)—EWMEIPCRE

BioanalyzerCHZE T 5,
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(L8] FvITBHRTYT: TruSeq RNA V2
TruSeq Stranded RNA

v Input RNA% vV DEESNTULVELRNAZ(E

BioanalyzerCFzv% 9 % (Total RNAILERS)

Adenylate 3’
Ends

Purify and :
Total RNA —> Fragment RNA amd CDNA Synthesis Egg

Ligated Indexed
Paired-End
Adapters

PCR o \alidate Library

Amplification

v ERI14T3)—EYEIPCRE

Bioanalyzer CHEFEL TLVSH ?
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ENTNRDFT YLD R—ER—IZSEZE,

- BROYR—IR—=UETFREICBYFET (B,

— TruSeq PCR-free: http://support.illumina.com/sequencing/sequencing_kits/truseq-dna-pcr-free-It-kit.html

— TruSeq Nano: http://support.illumina.com/downloads/truseg-nano-dna-library-prep-guide-15041110.html

Illumlna. login | Myllumina Quick Order ViewCart | ContactUs Select Language v

APPLICATIONS ~  SYSTEMS ~  INFORMATICS ~  CLINICAL ~ SERVICES ~  SCIENCE ~] SUPPORT ~ | COMPANY ~ Search

“Support’ Z LA 2 A= a1 —h 5 Kit&Reagents %% A

SUPPORT

Sequencing Support Array Support Clinical Support Training
Instruments & Peripherals Instruments & Peripherals + Instruments & Penpherals Service
Kits & Reagents BeadChip Kits & Bead Sets « Kits & Reagents = Service Contract Information (PDF)
St fiwa" & Informatics Software & Informatics « Software & Informatics » Service Contract Renewal Form
Di wnloads Downloads = Request Service Email
Di cumentation Documentation Forensic Genomics Support

Py »duct Literature & Technical Notes Product Literature & Technical Notes * Instruments & Peripherals Tools
Bi lletins Bulletins « Kits & Reagenis Additional Support Links

W shinars Wehinars « Software & Informatics « Help Tutonals
= FTP Login
Gen: imic Services Support Real-Time PCR Support Regulatory and Quality Information + Share My Deskiop
= Il mina Genome Network + Instruments & Peripherals caachlate Shecls (U] Product Lot Tracker
« F: stTrack Sequencing Services + Kits & Reagents Tech Support Email
= F:stTrack Microamay Services Technical Updates
Sample Prep and Ammay Kit Selector
Custom Protocol Selector

Log In

TruSeq DNA PCR-Free HT Library Prep Kit Support
Support resources, featuras, and the |atest support updates for the TruSeg DNA
PCR-Free HT Library Prap Kit

=agd @

Sequencing power RNA-SEQ Apps Improved MiSeq

for every scale Reagents
TruSeq DNA PCR-Free LT Library Prep Kit Support

E\EA L/T: j\:‘y I"éig*R Support resources, features, and the latest support updates for the TruSeg DNA

PCR-Free LT Library Prep Kit.

Catalog IDs: FC-121-3003

Catalog IDs: FC-121-3001, FC-121-3002

AAGATTACT
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LG TATCAT TAALAT TALT
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FIRDABEY
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Support » Sequencing » Kits and Reagents » TruSeq DNA PCR-Free HT Library Prep Kit 2 i < | Followus: @
Input DNA/RNA TruSeqDNA PCR Free HT TruSeq DNA PCR-Free HT Library Prep Kit
@%B;UE Library Prep Kit Support
Overview »  Cataleg IDs: FC-121-3003
Fﬁ ﬁ‘/j |\ rj 17 Contents & Storage Latest Updates
0)9 rb_‘/l:l—F o m— Custom Protocol Selector 03102015

Requirements & Compatibility

lllumina Experiment Manager v1.9 03/0%2015

> VIR
%‘*Eﬁ*ll- Downloads
lllumina Experiment Manager Guide 03082015
Documentation & Literature

I\l/_:s/g“ij]@ i Training Features

/ e » Easy-to-use 96-well plate, pre-loaded with 96 unique index combinations.

Best Practices

+ Robust dual index system.

Bulletins + Optimized shearing for whole-genome resequencing with 350 bp and 550 bp insert size
workflows.
Webinars
AN by — / « Bead-based size selection reagents included in kit
=7 1ﬁ0? rblt j— Product Ordering Information
4 /7- 3/‘ a—)L + Designed for manual or automated preparation.

+ Compatible with all lllumina sequencers.

» End-o-end solution from sample prep to data analysis.

http://support.illumina.com/sequencing/sequencing Kkits/truseqg-dna-pcr-free-ht-kit.html
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Userguide: fiDWVFIEZZERAL=E#, BUikiRAE

= o

— TruSeq PCR-free:
— TruSeq Nano:

Experienced User Card: N FHE(CE<L<TOra—IL
— TruSeq PCR-free (HS):

— TruSeq Nano (HS):

Userguide

illumina’

TruSed® DNA PCR-Free
Sample Preparation Guide

TraSeq |

Experienced User Card

Ligs b
£

Srabay L0 PERPre: Loy he Guide

illurinar
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48

ThYFET,
— TruSeq PCR-free:

— TruSeq Nano:

Check to make sure that you have all of the necessary user-supplied consumables and

equipment before starting the TruSeq DNA PCR-Free Library Prep protocol. The

requirement for some supplies is dependent upon the protocol performed (LS or HS) and

these itemns are specified in separate tables.

§ IL NOTE
! The TruSeq DNA PCR-Free Library Prep protocol has been optimized and validated using

the items listed. Comparable performance is not guaranteed when using alternate
consumables and equipment.

User-Supplied Consumahles

Consumable Supplier

1.7 ml microcentrifuge tubes General lab supplier
15 ml conical tubes General lab supplier
10 pl barrier pipette tips . General lab supplier
10 pl multichannel pipettes General lab supplier

llumina’
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The following figure illustrates theTruSeq DNA PCR-Free Library Prep LS workflow.

TruSeq DNA PCR-Free Library Prep LS Workflow

Prepare Adapter Setup

Purified Genomic DNA

Fragmnt
Genomic DNA

RSB
spg

CFP
CSP
DA
IMP

Repair Ends and
Size Selection

ERF2
ErOH
RSB
SPE

Wilatue
[Optional] CTE

ALP
CEP

Adenylate 3' Ends

ATL
Rs8
|Optional] CTA

ALF

Ligate Indexed
Paired-End Adapters

DNA Adapters or DAP

[Optional] CTL

CAP
TSM

Validate Library

']

Naormalize and Poal
Libraries

Trs-HET 10 mb w/ Tasen 20

DCT
POP [pooling only)

FETDI—IDA>TWBRTYITILEDH S,

REFEHEIZHES,

N

SAFESTOPPING POINT
If you do not plan to proceed immediately to Validate Libraries, vou can safely stop the

protocol here. If you are stopping, seal the TSP1 plate with a Microseal ‘B’ adhesive seal and
store at -25°C to -15°C for up to 7 days.

llumina’
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CRIALEEELY,

FhEIDXFYCDTET—4HBaseSpace E[ZZTENVET,
TruSeq DNA PCR-Free 350 bp library

TruSeq DNA PCR-Free 550 bp library

TruSeq Nano DNA 350 bp library

TruSeq Nano DNA 550 bp library

TruSeqg Stranded mMRNA Sample Prep data set

Support Bulletins:

DNA/RNA Isolation Considerations When Using TruSeq Library Prep Kits
Sequencing Kits for FFPE samples

Considerations for RNA-Seqg Read Length and Coverage

How do | deplete bacterial ribosomal RNA for lllumina RNA sequencing?

Will a TruSeq Stranded Total RNA kit work with my organism?

Sequencing Solutions for Low Inputs of RNA

New Online Troubleshooting Tools for Nextera DNA and TruSeq DNA PCR-Free
Sample Prep Kits

ilumina’
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