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APPLICATIONS SYSTEMS SERVICES  SCIENCE

X E lllumina WebH A MMZ7 o€ X
http://www.illumina.com/

N\

Mylllumina Z%2'J)w%

Fastest, most accurate results for
key applications. 300 bp reads achieved.

MyllluminaZ & F A D A&
m by O N

illumina

Account Login

Returning Customer
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llumina'



Mylllumina (iCom)~DZ & F &

illumina

Create an Account

Personal Information

Salutation

Select a Value | &

* First Name Middle Name

* Job Title

Log In Information

* Email Address

= Password

= Confirm Email

= Confirm Password

| —

* Required fields appear in bold

* Last Name

Why register?

Place orders and track order status

View and redeem quotes

Design and order Illumina custom prod

Maintain favorite lists

Manage subscriptions

Register for upcomi ‘ebinars and view technical bulletins

S

Your username will be the same as the email address you enter.

Please use your work email to expedite account verification.

ustomer Information

Customer Number

Security Validation

* Type the two words:

fine

2ODMEEAANLET: ]

— 3

20

e CAPTCHA™

stop spam.
Tead bboKs.

Reset Form
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Your customer number is the number Illumina uses to identify your
billing information. You may have received this in a welcome packet
after you placed your first order or during your training. If you do not
know your customer number it can be found on your invoice, order
confirmation, or packing slip. If you do not have a recent invoice or
packing slip, contact your institution's purchasing department or
Illumina's Customer Service Team.

Type in the words that you see here. If you can't read g
click the refresh icon next to the text box.

LA

Customer number
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Log in to get personalized account information.  Quick Order <>

illumina

APPLICATIONS SYSTEMS SERVICES SCIENCE SUPPORT COMPANY

- FTP Login
iControl Database
II - Share My Desktop
12 8 - DMAP

FREN

Fastest, most accurate results for
key applications. 300 bp reads achieved.

@ WATCH THE WEBINAR

Tools FILFE IV hvi5
DesignStuidoz2')w%

DesignStudioA’Ba<

illumina Design

Links

ucsc Browser Welcome to DesignStudio!

HUGO
DesignStudio currently supports custom designs for TruSeq Custom Enrichment and TruSeq Custom Amplicon
Webinar
RECENT PROJE PROJECT TYPE!
TruSeq Custom Enrichment: < 0JECTS oIECT s
Learn How to Customize
Content with DesignStudio PROJECT NAME STATUS PROJECT TYPE ARGETED TruSeq Custom Enrichment

RESEQUENCING A fully customizable and eco
testBRCA1_pad0 Orderable TruSeq Custom Amplicon solution offering m

targeted resequencing
ybridization-based targeted
ighest coverage uniformity. Allows

Requires the

Webex Player

testBRAC Targeted TruSeq Custom Amplicon b to ~15Mb of content.
ksuzuki_cancer_t... Targeted TruSeq Custom Amplicon PRODUCT INFO
test_20120106-14... Orderable TruSeq Custom Amplicon gu®m Amplicon

. A highly multiplexed and fully customizable amplicon assay
test Targeted TruSeq Custom Amplicon

optimized for MiSeq. Allows for processing of up to 96
TruSeq Custom Itaneously and the customization of up to 384

Bmplicons.
+ CREATE NEW,

ksuzuki_illumina... Designed -
Enrichment

MORE PROJECTS »

TruSeq Custom Enrichment
NRAZLERERADTHAY
(SEIEFERALELY)

16
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Oz ORRFEA
illumina’ TruSeq Custom Amplicon (A zIMEIEERE
: HA TROTERLY)
Manage Targets
Links PROJECT NAME * I
;ru-jeq Custom Amplicon User |Custom Amplicon #4
CSC Browecr DESCRIPTION (500 CHARACTERS LEFT) _I EQE-I_%T%O)%*R
HUGO Ll 51%2\ : IEE ‘I
Webinar

SPECIES="Homo Sapiens”
= SOURCE=“UCSC”
] = BUILD="hg19”
LAVEIR TS,

TruSeq Custom Enrichment:
Learn How to Customize
Content with DesignStudio

Requires the

Webex Player

NEXT &)y %
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¥ PROJECT INFO

TEST_TSCA1

Homo sapiens UCSC
iGenomes (hg19)
State: Created

¥ DESIGN SUMMARY

Targets

Cum. Target (bp)
Est Amplicons
Orderable Amplicons

¥ FILTERS

W all
LABELS

DESIGN WARNINGS [?]

Maximum Reglon Size
Target Proximity
Duplicate
Low Score

FILTERS

Avold SNPs
Yes
No

Links

Edit]

)

o000

TES

TruSeq Custom Amplicon

Manage Targets

Edit Project

Coordinate 47 %:&iR

TARGET REGION NAME

Manage Targets P A — s
RET R REE T EICRFIEDITD
+ NEW TARGET REG
[ Coordinate 7.
TARGET REGION NAME
SEABES LB CHEEEETE
— Pl
e 19) . ™ Rl EXONS ONLY (T5YV4BE 1) A
Number — = FULL REGION (£18£) X RICT 2H &ER
LABELS (SEPARATE MULTIPLE BY COMMA OR J EX:(LAB1, RESULTS, ILLUMINA) [
Labels, EXONS ONLY DIF& LT YV EEE A OV AlIZfEiE
1 fmm— - paoouG pen e | B FETHRATS 5% RADDING PER EXONTHEE
< EXONS ONLY FUL@
FILTERS N
SR, Bpage ( #DEETE .| EHMRESTZSADD REGION 451 v%
TARGET REGION [?] CHR:START-STOP TARGET [?] AMPLICONS [?] AVOID SNP [?] ADDED (UTC) |
O testl 11: 1,000,000- 1,010,000 7 EX 0 Yes 02/22/2012
THDITMA-FREREN RTINS
llumina
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¥ PROJECT INFO

TEST_TSCA1
Homo sapiens UCSC
iGenomes (hg19)
State: Created
¥ DESIGN SUMMARY
Targets
Cum. Target (bp)
Est Amplicons
Orderable Amplicons

¥ FILTERS

/ all
LABELS

DESIGN WARNINGS [?]
Maximum Reglion Size
Target Proximity
Duplicate
Low Score

FILTERS
Avold SNPs

Yes

No

Links

19

Edit

o000 M

TruSeq Custom Amplicon

Manage Targets

+ NEW TARGET REGION

Gene#J % &R

Design

GENE NAME #A 179 %
+  GENE NAME [¥ UCSC & TfEHhNnTLV5Gene
symbol ZiE A

+ START DESIGN

T ?
éONS ONLY FULL REG;D

RAODIVVDHEIDEIEE . REDIIVY DEDAE
EEHARRETINEAND

Chr 12: 25,358,180 - 25,403,854 (45,775 bp)

KRAS 12:25,358,180 - 25,403,854 | + Bases Downstream
OR TABS, MAX 25 (0L

Labels,

EXONS ONLY (T4 41 1)
FULL REGION (£15£) #3329 % AEIR

I

F PADDING PER EXON[?]

D€

EXONS ONLY M5 & (FT OV U sEtgZE A2 OBl Z]

IEHF THETT 5% RADDING PER EXONTIEE

< ADD GENE ,.OSEV

y 4

ZHAREST-5ADD GENE £41) w4

FILTERS
Oan (Oprage xDELETE ¢ View: Regions | Targets
JARGETREGION 121 CHRISTARI-STOP T > 2 2 0
[=] KRAS £50 12 : 25,358,130- 25,403,904F 6 EX 0 Yes 02/22/2012

Y
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llumina'




0

BIEFAHOINIRBFEUMEZTIRELI=I7MILERESD

illumina

¥ PROJECT INFO

TEST_TSCA1
Homo sapiens UCSC
iGenomes (hg19)
State: Created
¥ DESIGN SUMMARY
Targets
Cum. Target (bp)

Est Amplicons
Orderable Amplicons

Y FILTERS

W all
LABELS

DESIGN WARNINGS [?]

Maximum Reglon Size
Target Proximity
Duplicate

Low Score

TruSeq Custom Amplicon

DesignStudio

Edit Project m Review Design

File #7%:&4R

M Manage Targets

+ START DESIGN

CLOSE

TARGFT RECION TEN

Gene Template
Coordinates Template

S + NEW TARGET REGION
Coordinate
2] E TO UPLOAD
: BROWSE... drop file here to upload
0
0

<

T74ILEER

T7AILDLoDY EFRAHRFEN, REIC

T7ANTH—yMZES oo O—F L TIRERT #E
< Bz FTHEETSHT771 /L (Gene Template)
«RIB#IRTE T HT7 1)L (Coordinates Template)

FIREAVEE (T AL IECONFIRMZE V) vy

>G>

BIZFTEETSI7MIL

L . . R S SR S (SO R—— F—
1 m_ UpstreamBase: DownstreamBz Padding TargetType  Labels
2 |PKP1 50 50 0 Exen FromStudyXYZ, FromReportXYZ
3 |SPIN2B 50 50 10 FullRegion FromStudyXYZ
4 |HSPB6 50 50 20 Exon
I-.-I
%@ﬁuo)u ’C? ET6774 L
: . | [ F [ G [ H
1 | Padding Labels
2 |UserNamel 1 1 500 Exon 0 FromStudyXYZ, FromReportX
3 | UserName2 2 400 500 FullRegion 0 FromStudyXYZ
4 |UserName3 3 500 600 Exon 0

llumina'
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¥ PROJECT INFO

TEST_TSCA1
Homo sapiens UCSC
iGenomes (hg19)
State: Targeted

¥ DESIGN SUMMARY
Targets

Est Amplicons

Y FILTERS

W all
LABELS

DESIGN WARININGS [?]

Maximum Rgegion Size
Target Proxgmity
Duplicate
Low Score
FILTERS

Avold SNPs
Yes
No

Links

TruSeq Custonfl Amplicon
User Guide

TruSeq Custom Amplicon

Edit Project Manage Targets Review Design

Manage Targets

i + NEW TARGET REGION

Coordinate

2] TARGET REGION NAME

TARGET SELECTION [?] + PADDING PER EXON[?]

-

EXONS ONLY FULL REGION 0 .
FILTERS
Oan Oprage xDELETE SNP ON SNP OFf 5 EXDOR

CHROMOSOME

QO = - Range: 1 - 249,250,621 (1 bp)
Number Start Stop

LABELS (SEPARATE MULTIPLE BY COMMA OR JUST PRESS TAB KEY EX:(LAB1, RESULTS, ILLUMINA)
Labels,

DesignStudio

Home Projects . SUZUKI Kensuke « Help

FRET R RICEEAE TN IL
START DESIGNZ2'J)v%

ADD REGION CLOSE

View: Regions | Targets

ADDED (UTC

ET REGION [?]  CHR:START-STOP TARGET [2] AMPLICONS [?]  AVOID SNP [?]
chri_A 1: 1,000,000- 1,000,500 FR 0 Yes 02/16/2012
BRAF +50 7 : 140,433,763~ 140,624,614(% 18 EX 0 Yes 02/16/2012
0 R 12 . 25358,130- 25,403,904 6 EX 0 y

YRART v TENT-ERET R REHER

Est Amplicons DE M SN =L R ML E A AT RE

illumina
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Start Design (]

Once you Start Design you cannot add additional targets into your project or
change SNP Avoidance settings without redesigning all amplicons. To begin
the design proce hooco et Docion

) Notify me when my designs are complete: ksuzuki@illumina.com >

TEST_TSCA1_20120216-0124¢#

B ES i Ty g

START DESIGN #4')yoLThbT
HA T ETHRBLANMND
o HB—N\—ITEEEITO>TLNSDT,
TS5 —0OPCHOEREEZEELELTES

=L
aX

v Notify me when my designs are complete: ksuzuki@illumina.com

EiRlZFzvoz AN, BEICA—=ILPRLREE A
R THIZEFTA—ILOB S EIEL

(] Save a copy of my current project state:

TEST_TSCA1_20120216-012400

e ZMOF7OCIHOMEIAE—LTRIRRETEINESIH
o WFAIZIELTER
22
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EETRFICB<{T% WARNING

Start Design | Cancel

"
L]
L]
L
—y
L
L
L
-_—
L
L

L
Target Proximity Notification [

Please note that targets within 250 bp of one another will be merged into one
\ contiguous target to improve amplicon design. Do you want to Start Design
\ now?
\ LI A— I EEEDHTIDELT
\ HEILTRLTI M EWVSRESR
\
\
\

Start Design Cancel
\ Y
Z

START DESIGN ##+[X0OK

23 llumina'
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BZB<{T3 Error - B{zFNEE

Error

Amplicons cannot be designed for targets with errors. Return to Manage
Targets and remove targets with errors before designing amplicons.

[TS5—DHH53— vh%
JRRMSHIBRL TLESLY]

< Return to Manage Targets >

“4

Return to Manage Targets %%')-v2 LT
A—7yhEIRBEEICRES

Oan C]page< 8DELETB SNP ON SNP OFF « EXPORT View: Regions | Targets
TARGET REGION& CHR:START-STOP TARGET [?] AMPLICONS [?] AVOID SNP [?] ADDED (UTC) l INFO
O 12 : 25,358,130- 25,403,904 6 EX 0 Yes 02/22/2012 @
O BRAF +50 7 : 140,433,763 - 140,624,614 18 EX 0 Yes 02/22/2012
12 : 25,358,130- 25,403,904 6 EX 0 Yes 02/22/2012 @

24
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€2 ) Your Amplicon Design for "test" is Ready for Review
lllumina DesignStudio

EEHR: 2012515682 %A 11:08
F5: [ ksuzuki@illumina.com

Congratulations!

Your project test has completed design and is ready for your review. Please follow this link to review the designs for your
TruSeq Custom Amplicon Kit in DesignStudio:

—'nup://desitznstudio.i|Iumina.com/truseqca/project/%D

 —

Project Summary
test

Number Of Targets: 5

Number Of Attempted Amplicons: 16
Number Of Gaps: 0

Total Gap Distance: 0

Cumulative Target (BP): 2264
Redundancy: 0

Coverage: 100 %

Sincerely,

o Y29%ED)vU$ %HEDesignStudioh FEL
The lllumina DesignStudio Team *  Mylllumina [CAT AV LTWVEWNEE T —T 4L

INAT—R% A AT 1 (EDesignStudioD R—T A EAL

llumina'
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Eﬁ%‘f’(“%f: TruSeq Custom Amplicon E&E‘I’f%f;h\ﬁf: DesignSiudio

Edit Project Manage Targets Home | Projects . Dan Peiffer

{ Y
\:
NI
i}
\l
|»

ESS

o 7__\\-|j:’f>0)-|j-7|}_ = START ORDER P

Demonsi
design

ED AMPLICONS: 117
¥ DESIGH SUMMARY [21
55

et (bp) 18,084

E TARGET
COVERAGE: 88%

SNP1% R

all
isvi Al | In Design | Not In Dfifon  Targets | fmplicons

STRAND AVOID SNP [?] SNP COUNT [?] SCORE INFO
-

eP): 18,084

LABELS

FILTERS

Merged

T an 7 page +

DESIGN WARNIN
AMPLICON

- v Amplicon (724526) 1: 109,486,118 - 109,486,343 UserDefined_0 226 FORWARD Yes 2 95 %

B - ¥4 Amplicon (724581) 1: 109,479,572 - 109,479,8016F REVERSE Yes 4 95 %

FILTERS

- vl Amplicon (724584) 1: 109,483,998 - 109,484,234¢% REVERSE Yes 0 95 %

Avoid SNP

- vl Amplicon (724587) 1: 109,472,003 - 109,472,229 FORWARD Yes 0 95 %

Amplicon (724591) 1: 109,472,581 - 109,472,805 oo oWz ass B sacaiag Yes 0 95 %
Amplicon Score

Amplicon (724599) 1: 109,474,953 - 109,475,217 TR Yes 0 95 %

Amplicon (724600) 1: 109,490,202 - 109,490,435 UCSC/\ J/ c Yes o 95 %

Amplicon (724603) 1: 109.477.488 - 109.477.7421% S Yes 0 95 %

-
4| | »

[V: 1.0.11272.1811

<« d 12 L} \

\ ))isp[aying items

DESIGN WARNING [?] D? &0 )v09 b

. HELPESwhd BENILTHARK
This displ | dl N
e by o . P v—HFEEEE DAL THEK

ERTENABDT learn more £4') 09 5E
NIVTIMRRSN

S kaistidaiaioadlaint oY el A aad i i hni S lalissidaioihn it ol tolondt R T TN R I ITET.

S SR llumina
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Error Codes

Table: Error Codes

Error Code | Error Name

AMRS Above Maximum Region Size. This means that the size of your target exceeds the maximum orderable size of a project.
Maximum allowed regions sizes are as follows:
* Custom Enrichment - 2.4 MB

* Custom Amplicon - 24kB

Resultant from padding or bases upstream/downstream that exceed the chromosome bounds
Below Minimum Probe Count

Duplicate

Low Score

Chromosome or gene not found

No transcript items found for this query

Overlapping Probes

Target Proximity

f NOTE

The following error codes appear in the Info column of several DesignStudio tables. They indicate when there is a problem with the regions or targets you have selected.

0 search

¢ Fa

° ”D” :
° ”LS” :

° ”TP” :

9“’:’] 5l % (& Error Codes #EIRT HEJFHERD INFO [TRFIN TV RIS—AvE—C D%

&t BA

Duplicate -- BICARIDEGEFE2EILU LEELTHE LTS 1DEHTZENDBE,
Low Score - FZET NI FELTEL N (GCYwF 4581 . FALIEFIDFEET HHEELED

RANEZEZLOND), RETRHRZE@ANT oI ETHRET HHEELHD

Target Proximity -- si¥& 9 52— b EEZF1DICLTERET T 6, KELERETIIELY,

27
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COVERAGE [?] SCORE [?]
100 % 87 %
100 % 95 %
100 % 83 %
100 % 95 %
0 % 0 %
100 % 95 %

28

ADDED

CoeFRe e miEA KT BhELNELES;

V
/1772012

02/17/2012
02/17/2012

COVERAGE:
HETRRIEREZFZEDREREN/N—TSH

SCORE:
BMBFHMET OV SLICKY . BROT7 TN
EDNREEDEETHIT AMFIELIFER

INEN

N%BUTDIHE. BB TERR

A

BRETEEZBI-TTOT)IVDENES

LS: Low Score

llumina'
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illumina’ TruSeq Custom Amplicon Amp”cons Egl} \y7 L'C
JA—JZLDRRFIZER

Edit Project Manage Targets

¥ PROJECT INFO 2] Review Design
Custom Amplicon Edi] « Back to Manage Targets| @ PRICING CALCULATOR \ = START ORDER PROCESS
Demonstration of typical
design SUMMARY [?] WARNINGS

Homo sapiens UCSC

iGenomes (hg19) NUMBER OF TARGETS: 55 LOW SCORING TARGETS: 4

State: Orderable NUMBER OF ATTEMPTED AMPLICONS: 117

¥ DESIGN SUMMARY [?] NOMBEROE GRS

Targsts 53 TOTAL GAP DISTANCE: O

Cum. Target (bp) 18,084 »

Est Amplicons 127 CUMULATIVE TARGET (EP): 18,084

Orderable Amplicons 117 COVERAGE: 88%

¥ FILTERS

¥ =l

LABELS FILTERS
Merged " an I” page + s View: All | In Design | Not In Design  Targ

DESIGN WARNINGS [?]

TARGET LENGTH STRAND AVOID SNP [?] SNP COUNT [?]

AMPLICON

Maximum

109,486,343 UserDefined_0 226 FORWARD Yes 2

Amplicon (724526)
7 Amplicon (724581) 1 109,479,572 - 109,479,801 Exon_2021181 230 REVERSE Yes 4
FILTERS
Amplicon (724584) 109,483,998 - 109,484,234@ Exon_2021182 237 REVERSE Yes 0
Avoid SNP

109,472,003 - 109,472,229¢ Exon_2021673 227 FORWARD Yes 0

Amplicon (724587)

1: 109,472,581 - 109,472,8058 Exon_2021673 225 FORWARD Yes 0

Amplicon (724591)

Amplicon (724599) 1: 109,474,953 - 109,475,217 Exon_2021673 265 REVERSE Yes

1: 109,490,202 - 109,430,435¢ Exon_2021674 234 REVERSE Yes 0

Amplicon (724600),

Amblicon (7246 1: 109.477.488 - 109.477.742% Exon 2021848 255 REVERSE Yes

Ju il ln iln i iw Ml

aying itegg® 1 - 100 of 117

v: 1.0.11272.1811

RAELHTO—TIZFvIEANDE SCORE ME®PFAIZLE->TLNS 7V T1)O
REMOVE FROM DESIGN RA W41 wH T Ul KT HAREED B D
EBHDT., —ELTHIBRA AT BE
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Once your amplicon design is complete, you cannot return to Manage Targe§s
without removing all existing amplicon designs. Do you want to proceed?

Export Data

Reset Designed Items

It is recommended that you export your design data
,,,,,,,,,,,,,,,,,,,,,,,,, prior to returning.

L=#"Tave a copy of my current project state:
<¢EST_TSCAV2_20120222- 132630 >
~ A 3
N
S BEOHREREEHE TRELLZWMES

~ !
~ Return to Manage Targets Cancel
4

Return to Manage Targets 22 vo 9 h (&
EXETHIDIRREIZRE S

30 | | ' llumina'



TO0—JTHAUNERELEoT VAU DREEEREZITD

illumina’ TruSeq Custom Amplicon

/I'LT%0)7/7°UZI./
Orderable Amplicons

222222222222

START ORDER PROCESS %7') w795
aEEL}ﬂ%cJ)nxdtuhHﬁm

zzzzzzzzzzzz

Bow G 8 &
NG =]
DR R R

95 %
Displaying items

LLLLL
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Hello, Kensuke. (Not Kensuke?)

illumina
I u Ina Mylllumina Tools ~
APPLICATIONS SYSTEMS SERVICES SCIENCE SUPPORT COMPANY Search @
Home
Welcome Back, Kensuke
Account To download the DMAP decode file client click here.

Support Webinars

Support Bulletins

Downloads
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TSCAIZBE 9 A1E#H (L www.illumina.com @ TSCA OR—I[ZFEHSNTLNS

Log in to get personalized account information.  Quick Order <>  View Cart (0) &

illumina

8( 66 Mylllumina  Tools ~
APPLICATIONS SYSTEMS SERVICES SCIENCE SUPPORT COMPANY Search g
Support / Sequencing / Kits and Reagents / TruSeq Custom Amplicon Subscribe | & CP @ | Follow us: (&)

Product Support art |

e )

TruSeq Custom Amplicon Support

Illumina product support pages provide fast, convenient access to
product information, requirements and compatibility, training,
downloadable resources, and tips and techniques identified by
other researchers and Illumina scientists. We are constantly

What's New

Experiment Manager User Guide
02/01/2012

Illumina Experiment Manager

building out these pages to add more resources, so if you don't see 01/30/2012

what you need right now, come back soon.
TruSeq Custom Amplicon Library
Prep Reagents MSDS

Catalog IDs: FC-130-1001, FC-130-1003, FC-130-1006, FC-130-1007 12/20/2011

2 Download Reagent Prep Guide

Support >
Features:
Contents & Storage
9 « Amplify hundreds of genomic targets in a single reaction and sequence up to 96 samples in a single MiSeq run.
« Generate up to 384 amplicons across 96 samples within a single plate, with less than 3 hours hands on time.
Input Requirements « Easily create and manage projects using Illumina's online DesignStudio software.
« Perform variant calling and analysis across all samples using simple on-instrument, automated analysis

software.
Get the convenience of a fully integrated DNA-to-data solution including online probe design and ordering,
assay, sequencing, automated data analysis and offline software for reviewing results.

Documentation & Literature

Training
TruSeq Custom Amplicon Calculator

Questions & Answers This convenient tool will help you calculate your supported sample multiplexing level based on the number of
targeted regions and desired coverage. A customer login is required.

Best Practices

w

llumina'
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Log in to get personalized account information.

illumina

APPLICATIONS SYSTEMS SERVICES SCIENCE SUPPORT COMPANY

Support / Sequencing / Kits and Reagents / TruSeq Custom Amplicon

TruSeq Custom Amplicon Support

Tilumina product support pages provide fast, convenient access to
product i and ibility, training,
downloadable resources, and tips and techniques identified by
other researchers and Illumina scientists. We are constantly
building out these pages to add more resources, so if you don't see
what you need right now, come back soon.

Catalog IDs: FC-130-1001, FC-130-1003, FC-130-1006, FC-130-1007

(> Download Reagent Prep Guide

Support

Contents & Storage

In

Documentation & Literature

Questions & Answers —
Best Practices
P

roduct Literature

Description

TruSeq Custom Amplicon Data Sheet
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Subscribe | & P @ | Follow us: @

Product

“=VEH

Quick Order < View Cart (0) &

Tools ~

[0

Mylllumina

Search

Support )

Documentation & Literature @
[TruSeq Custom Amplicon Library Preparation
Guide ]

What's New

Experiment Manag;
02/01/2012

eriment Manager

ruSeq Custom Amplicon Library
Prep Reagents MSDS

12/20/2011

Training @
[Sample Preparation: TruSeq Custom Amplicon
(TSCA)1

Document Type  File Info

User Guide PDF (< 1 MB)

MSDS PDF (170 KB)

Lab Tracking Form  PDF (< 1 MB)

MSDS PDF (237 KB)
Experienced User  PDF (< 1 MB)
Sample Preparation PDF (2 MB)
Document Type  File Info

Data Sheet PDF (977 KB)

Download Not Available

The file you requested either doesn't exist or you don't
have permission to view it.
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— TruSeq Custom Amplicon Library
Preparation Guide

Library Preparation Guide

FOR RESEARCH USE ONLY

Introduction 3
Getting Started 7
TruSeq Custom Amplicon Workflow 18
Hybridization of Oligo Pool 19
Removal of Unbound Oligos 22
Extension-Ligation of Bound Oligos 26
PCR Amplification 28
PCR Clean-Up 33
Library Normalization 38
Library Pooling and MiSeq Sample Loading 43
MiSeq Sample Sheet Preparation 46
Low Plexity Index Pooling Guidelines 48

Technical Assistance

ILLUMINA PROPRIETARY
Catalog # PE-940-1011
Part# 15027983 Rev. A
October 2011

illumina
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— Sample Preparation: TruSeq
Custom Amplicon (TSCA)

W

This course takes 30 minutes __-_‘_’;!“r :
to complete and contains audio. Ll ’E‘ Sg

Press Next to Begin | Next pp
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— TruSeq Custom Amplicon Library
Preparation Guide

Pre-PCR

Equipment Supplier

37° Incubator Forced Air Oven, VWR International or comparable
Heat Block, 96- Sdgene, Hybex Microsample Incubator for PCR plate

well

Tabktop General lab supplier (Flate centrifuge that attains designated speeds of

Centrifuge protocol)

‘Jy NOTE

v Use a dedicated set of pipettes, pipette tips, vortexer, and centrifuge for pre-
amplification steps.
Post-PCR

Equipment Supplier

Magnetic Stand-9%6 DynaMag ™-36 Side Skirted

Post-PCR Plate Shaker Q Instruments, BioShake iQ, Part21508-1506

Tabletop Centrifuge General lab suppler (Plate centrifuge that attains

designated speeds of protocol)
Gel Electrophoresis Supphes General b suppler
and Apparatus

{Optional] Bioanalyzer System
Heat Block for 1.5mL
centrifuge tubes

V«}T NOTE

Agilent Technologies
General lab suppler

Use a dedicated set of pipettes, pipette tips, vortexer, heat blodk, and centrifuge for

post-amplification steps,

Additional Components

Consumable

TruSeq Index Plate Fixture Kt

TruSeq Custom Amplcon Filter Plate
TruSeq Index Plate Fixture and Collar Kit

Quantity = Consumable

As 10 N NaOH (prepare from tablets or use a

needed  standard solution)

3 g6-well skirted PCR plates, 0.2 ml,
pelypropylene

3 96-well storage plates, 0.8 m1 (MIDI plates)

Sml Agencourt AMPure XP, 60 ml kit

3 Adbesive aluminum foil seal

As Conical tubes, 15ml

needed

2 Eppendorf microcentrifuge tubes (screw top
recommended)

40ml Ethanol, 200 proof for molecular biology

1 Microseal ‘A’ adhesive seals

As Microseal 3’ adhesive seals

needed

2 PCR Eght-Tube Strips

As Solution basin, PVC, non-sterke (trough)

needed

As Agarose gel electrophoresis apparatus

needed

As Agarose gel (2% or 4%)

needed

As DNA molkecular weight markers

needed

As e bucket

needed

TruSeq Custom Amplcon Library Preparason Guice

Catalog #

FC-130-1005
FC-130-1006
FC-130-1007

Supplier

General lab supplier
Bio-Rad, Part # MSP-9601
Fisher Scentific, Part ¥ AB-0859
Heckman Coulter, Part 2
AB3S81/A63880
Beckman Coulter, Part 2
538619

General lab supplier
General lab supplier
General lab supplier
Bio-Rad, Part # MSA-5001
Bio-Rad, Part # MSB-1001

General lab supplier
Laboor, Parts 730-001

General Lab Suppler
General Lab SuppZer
General Lab Suppler

General Lab Suppler

pauels bunen
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Figure 7. Sample Representation
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700,000
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-
-~
-~
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Figure 7. Representation of Samples in Pool. In
addition to high multiplexing capabilities, another unique
advantage of the TSCA method 1s a bead normalization
step which eliminates the need to quantify and manually
normalize samples before pooling. The bead
normalization followed by equal volume pooling
produces sample pools with coefficients of variation of
<17% as seen 1n the figure above. Samples are all within
2-fold of one another thereby maximizing yield on the
MiSeq.
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lllumina Experiment Manager
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Pers Tlumina Expel

Sample Sheet Wizard - Sample Selection

2] A [ B [ c 1 E F_le H ] K L
Sample Plate 1 |[Header]
i IEMFileVersion
3 |Investigator Name Dr McCoy
Table View | Plate View | 4 |Project Name Nextera_Reseq
5 Experiment Name NXTR20111010
Curenty Disloyng (Sam 6 | Date 10/10/2011
2 7 |Workflow Resequencing
NATST 8 'Assay Nextera
: Description Tribbles
NA1gE 10 | Chemistry Nextera :!
11 |[Reads]
12 | 151
13 151
14 |[Settings]
15 |OnlyGenerateFASTQ
16 |[Data]
17 |Sample_ID Sample_Name Sample_FSample_\ Sample_Findex 17_Index_index2 15_Index_DescriptitGenomeFolder
18 |Trib001 T001 Trib_Pool A01 NXT_R  TAAGGCG N701 TAGATCG(N501 Tribbles
m Trib002 T002 Trib_Pool A02 NXT_R CGTACTACN702 TAGATCG(N501 Tribbles
20 |Trib003 T003 Trib_Pool A03 NXT_R  AGGCAGA N703 TAGATCG( N501 Tribbles
21 |Trib004 T004 Trib_Pool A04 NXT_R  TCCTGAGCN704 TAGATCG(N501 Tribbles
22 |Trib005 T005 Trib_Pool A0S NXT_R  GGACTCCIN705 TAGATCG( N501 Tribbles
23 |Trib006 T006 Trib_Pool AO6 NXT_R  TAGGCAT(N706 TAGATCG(N501 Tribbles
24 | Trib007 T007 Trib_Pool A07 NXT_R CTCTCTAC N707 TAGATCG(N501 Tribbles
25 |Trib008 T008 Trib_Pool A8 NXT_R CAGAGAG N708 TAGATCG(N501 Tribbles

illumina
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YT I —kE MiSeq LDIBESINTI=TAHILE —IZREF

— C:\lllumina\MiSeq Control Software\SampleSheets

F1-[FUSBAE M SMiSeqlcUSBF—#HEL TRHIE S

SampleSheet

[Header]
Investigator Name
Project Name
Experiment Name
Date

Workflow

[Reads]
151
151

[Manifests]
A

[Settings]
FilterPCRDuplicates

[Data]
Sample_ID
PhiX

Demo

Demo

Demo
5/31/2011
Resequencing

ManifestNameHere

o

Sample_Name GenomeFolder
PhiX PhiX

4 % Computer

B l:_' System (C:)
4  lllumina
4 | MiSeq Control Software
. Bin
. Configs
. Dependencies
. Flowcells
. Logs
. Recipe
. SampleSheets
Video

. MiSeq Secondary Analysis Software

. RTA

lumina
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lllumina Experiment Manager -
Create Sample Create Sample
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MiSeq Reporter
— MiSeqRNEDYV I+ x7

Sheet

SUMMARY SAMPLE
1
Folder Setti

-~ BUTIWDAOTIIRERE

— J=FDT7IA4 Ak

- RHELEZEDLKR—+

— {BDOWindows7 DPCTHF| Al 8E

lllumina Amplicon Viewer
- EREROFARIEY—IL
- BHYUT I ORENERERFICKRT
— {hDWindows7 DPC T I &E
— #ER%ExcelifiA#+BYATgER X TH B M
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MiSeq Reporter
MiSeq £ THEI TITOZE ZHEHT

MiSeqARIKIZA 2V Rb—ILFEH

fth DWindows7DPCIZH A A —
JLTIgE

TSCAFEHTIZ % s

— TSCA#REFIZ2A—4 Y FEIEDTE
A E L= "manifest” 77 I)L%
IEEBMIZEREET 5,

- B—FZESEBEHI(IIHLTIVEY
595,

- ZEZRKEH
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» JFT4RO7T
- TEXO7
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@_v\ (il http://1012156.178:8042/

| il MiSeq Reporter

==

‘Google - Q- ™M - @ Sharer 17 Bookmarks~ &) Translate ~ # AutoFill -

(2]

>

( SUMMARY W

[ 141644656 - 141644853 %] %

SAMPLE 1

T
i,

Qs &

Y 141644755 o

1892
Showing 1 to 200 of 363 entries

@ NA19138 / snp_rs1050190.1
N
ey | T
=
E 400 | =
S 200 /\ A A 8
0 A LA i
a0f _ —— T — —— = o
o 30 = J ]
2 20 i
10 g
0
Pos. 141644705 Pos: 141084726 Pos 141044760
GT: G=>AG GT: 6=>C6 GT: G=>AG
Score: 514 Soore: 712 Score: 500
8 2400 ]
o 141644672 141644692 TAT6AATIZ TAT64AT32 1;’115-:14152 TAT6AATT2 141644792 141644812 TAT644532
osition
‘ Samples | Amplicons ‘ Variants: 3 Search: B
#3< Name & Chromosome & StartPosition ¢ Clus.PF < Mismatch ¢ NoCall ¢ HetSNPs ~ HomSNPs < Insertions ¢ Deletions <
222 snp_rs1050190.1 chr3 141644656 28357/28269 1.59/2.45 0.00/0.00 336 1 0 0 =
298 snp_rs1160382.1 chr7 149279842 16736/510 7.0711.94  0.00/0.00 231 78 0 0 I
272 snp_rs10215963.1 chr7 26583629 9621/9571 1.21/417  0.00/0.00 183 44 0 0
293 snp_rs10954365.1 chr7 131855009 10669/106431.64/2.65  0.00/0.00 135 83 0 0
352 snp_rs10817727.1chr9 117979260 11840/117461.17/272  0.00/0.00 126 17 0 0
enn_re1N182112 1 chr?. 28445612 11470111400 1 A7/5 26 nonNNNn_114. A5 n n =

llumina'




lllumina Amplicon Viewer;

8kb D EHEIBESIED T T (B4) 5 ) TITo1=4l

SAMPLES
‘ Sample ID | Sample Name
‘ 1 | 10002 -R1 | C12-Broad
2 10003-R1 = F&-Broad0...

Run  |Cluster PF|Cluster
| 11-09: 2014539 | 21660Y

11-08-0... 3372197 38331

X )T11E

KN S
TARGETS
Region Start

Region End

Manifest Name

\ 4
135943960 | 4 0
44050954 | Broad0818defa... 4 0
21224512 | Broad0318defa... 4 2
135939691 . Broad0818defa... 2 0
31760442 | Broad0818defa... 2 0
31753344 | . Broad0818defa... 2 [
31747773 | 31747993 | Broad0818defa... 2 0
31626734 | 31627818 | Broad0818defa... 2 2
64541182 | 64541724 . Broad0813defa... 2 0 LI

Kl 2l
VARIANTS

| | |Region Namelsample Namel Chr | Annotation |CO(‘:

|1 APOBe28 C12-Broad... chr2 212 4|
3 APOBe28 C12-Broad... chr2 21z
4 APOBe28 C12-Broad... chr2 21z
5 APOBe28 C12-Broad... chr2 21z

=
| | l

‘ Samples: |C12-Broad08! v | Targets: Target APOBe26, Sary

» el A

PLOTS -

4000
2
S 3000
]
€
Z 2000
s

1000 ' & S L

21228000 21229000 21230000 21231000 21233000 21234000 21235000
CONSENSUS READS

Sample GG Ty CET C T CuG G REA-ATT AT frCpCaTefycufaT oGl uG ARG Ciut A

1: C12-Broad081746 R
2: F6-Broad08184-6 R

— |
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o [FEAEDTHYUEZI—TYMNITBIE
ASATBE

7ytA DEKE >90% « HIROHEHI—T v ELERE

7o ABH MED 2R+ BELT A TRITECORMERS

FoFYa Y4 X 250-275bp

ATIIR EKIBET o 1TL—LTEHDOYUTIVEEHHEIZESE
mMEERE >70% o BRDHDI2—7YMEEIZTA—HR
ALy —tE >80% at >0.2X mean s V—HUAEEFmREIL
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BEH/INTA—T R >90% TERETAS AT BE

A—4y MR

REShI-BIERK 67,085 20,984 4,572 22,743
7o) 288 256 318 159 172

NITAF—IVR
7utA DExE 94% 91% 91% 98%
[kEvTFPorw—rmL 3 (1%) 0 1(0.3%) 1(0.6%) 3(2%) |

HREHE 83% 94% 85% 95% 97%
—t 87% 91% 87% 96% 87%
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http://www.illumina.com/systems/miseqg/webinars/miseq_broad_institute/index.ilmn

TruSeq Custom Amplicon Assay (TSCA)
Initial Results: Summary Metrics Across 96 Different Samples

MEAN | ZERO PCT PCT PCT
TARGET PCTPFUQ| PCT TARGET CVG PCT TARGET | TARGET | TARGET

AMPLICON | TERRITOR | PCT PF READS | SELECTE | PCT OFF | COVERAG | TARGETS| TARGET | BASES BASES BASES

Sample TERRITORY Y READS | ALIGNED | D BASES | BAIT E PCT |BASES 2X 10X 20X 30X
AVG | 113,478 65,698 |92.26% 77.15% |99.19% 0.81% | 653.39 | 2.39% | 97.19% | 92.39% | 89.19% 87.19%
1001 113,478 65,698 | 92.19% @ 75.58% | 99.02% | 0.98% | 588.43 4.42% | 95.49% | 90.19% | 88.20% | 86.13%
11073 113,478 65,698 | 92.36% | 72.39% 99.47% @ 0.53% | 589.54 | 3.06% | 97.19% | 92.32% | 87.46% | 84.83%
11224 113,478 65,698 | 92.21% | 83.94% | 99.58% | 0.42% | 723.83 3.40% | 95.81% | 89.60% | 87.33% | 85.94%
11413 113,478 65,698  91.78%  78.53% | 99.28% | 0.72% | 517.86 2.38% | 96.42% | 90.88% | 88.29% | 86.42%
1232 113,478 65,698 | 92.22% @ 74.65% | 98.64% | 1.36% | 47894 | 4.08% | 95.12% | 89.22% | 86.05% | 83.73%
1368 113,478 65,698 | 92.90% 83.48% | 99.29% | 0.71% | 595.12 1.70% | 97.22% | 91.49% | 88.32% | 86.59%
17065 113,478 65,698 | 93.62% @ 78.92% | 99.51% @ 0.49% 558.25 3.40% | 95.35% | 88.96% | 86.73% | 84.84%
17397 113,478 65,698 | 91.18% @ 73.39% | 99.13% | 0.87% | 625.45 1.02% | 98.35% | 93.63% | 90.46% | 88.44%
17414 113,478 65,698 | 92.46% | 83.68% 99.59% @ 0.41% | 672.78 2.38% | 97.48% | 92.38% | 89.73% | 88.18%
29312 113,478 65,698 | 91.66% @ 78.92% | 99.40% | 0.60% 713.27 2.04% | 96.81% | 91.05% | 87.95% | 86.27%
40275 113,478 65,698 | 91.43% 7457% | 99.36% | 0.64% 732.20 2.72% | 96.99% | 90.41% | 87.39% | 85.62%
40291 113,478 65,698  91.84% 79.99% | 99.22% @ 0.78% | 705.13 3.40% | 95.90% | 90.07% | 86.61% | 84.70%
40304 113,478 65,698 | 92.31% @ 78.28% | 99.39% @ 0.61% | 637.34 | 4.08% | 94.96% | 89.59% | 87.61% | 86.38%
40487 113,478 65,698 | 90.01% 56.73% | 97.79% | 2.21% | 460.30 2.04% | 98.04% | 95.59% | 91.07% | 87.33%
40637 113,478 65,698 @ 91.40% | 75.68% 98.96% @ 1.04% 738.91 1.02% | 98.50% | 96.47% | 93.08% | 90.87%
40671 113,478 65,698 | 91.33% 75.03% | 99.19% 0.81% | 635.63 | 3.74% | 96.47% | 90.50% | 87.57% | 84.81%
40950 113,478 65,698 | 91.88% @ 71.77% | 98.66% @ 1.34% | 571.42 3.40% | 94.84% | 89.28% | 86.31% | 83.59%
40962 113,478 65,698 | 91.03% 69.83% | 99.14% 0.86% | 760.27 1.70% | 98.05% | 94.45% | 90.42% | 88.59%
41252 113,478 65,698 | 90.72% 64.60% | 97.97% | 2.03% | 603.13 1.36% | 98.17% | 95.73% | 91.33% | 89.67%
4138 113,478 65,698 | 91.52% | 77.52% | 99.34% @ 0.66% 768.71 1.02% | 98.36% | 94.28% | 90.14% | 88.68%
4149 113,478 65,698 | 92.87% | 76.44% | 98.88% @ 1.12% 507.40 2.38% | 97.44% | 92.76% | 89.70% | 87.88%
4213 113,478 65,698  92.99% @ 79.25% | 99.44% @ 0.56% | 595.53 3.06% | 97.56% | 91.38% | 88.90% | 87.59%

llumina'



Broad Institute /5 DL

http://www.illumina.com/systems/miseq/webinars/miseq_broad_institute/index.ilmn

TruSeq Custom Amplicon Assay (TSCA)
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