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TEORTLTO WEB-site 55 pdf 774 LES 9 O—R N ENTEETS,
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% 1 SureSelect QXT A—4 Y rI ) yF AU ML EITHRE

Description

Vendor and part number

SureSelect or ClearSeq Capture Library

SureSelect®T Reagent Kit
lllumina HiSeq or MiSeq platform (ILM), 96 Samples
lllumina NextSeq platform (NSQ), 96 Samples

Agencourt AMPure XP Kit
5 ml
60 ml
450 ml

Dynabeads MyOne Streptavidin T1
2 ml
10 ml
100 ml

1X Low TE Buffer (10 mM Tris-HCI, pH 8.0, 0.1 mM EDTA)

100% Ethanol, molecular biology grade

Qubit dsDNA HS Assay Kit or

Qubit dsDNA BR Assay Kit
100 assays
500 assays

Nuclease-free Water (not DEPC-treated)

Select one library from Tahle 2 or
Table 3

Agilent
p/n G9681B
p/n GI683B

Beckman Coulter Genomics
p/n A63880
p/n A63881
p/n A63882

Thermo Fisher Scientific
p/n 65601
p/n 65602
p/n 65603

Thermo Fisher Scientific p/n
12090-015, or equivalent

Sigma-Aldrich p/n E7023
Thermo Fisher Scientific p/n 032851

Thermo Fisher Scientific
p/n 032850
p/n 032853

Ambion Cat #AM9930
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% 2 SureSelect" BELF+TF¥314T3

Capture Library

96 Reactions

480 Reactions

SureSelect®T Clinical Research Exome V2
SureSelect"” Clinical Research Exome V2 Plus 1
SureSelect®T Clinical Research Exome V2 Plus 2
SureSelect®” Clinical Research Exome
SureSelectT Focused Exome

SureSelect®” Focused Exome Plus 1
SureSelect®” Focused Exome Plus 2
SureSelect"” Human All Exon v6

SureSelect*T Human All Exon v6 + UTRs
SureSelect®T Human All Exon v6 + COSMIC
SureSelect"” Human All Exon v6 Plus 1
SureSelect*” Human All Exon v6 Plus 2
SureSelect” Human All Exon v5

SureSelect*” Human All Exon v5 + UTRs
SureSelect” Human All Exon v5 + IncRNA
SureSelect*” Human All Exon v5 Plus
SureSelect"” Human All Exon v4

SureSelect*T Human All Exon v4 + UTRs
SureSelectT Mouse All Exon

SureSelect* Custom 1 kb up to 499 kb
(reorder)

SureSelectT Custom 0.5 Mb up to 2.9 Mb
(reorder)

SureSelect*T Custom 3 Mb up t0 5.9 Mb
(reorder)

SureSelect'T Custom 6 Mb upto 11.9 Mb
(reorder)

SureSelect*” Custom 12 Mb up to 24 Mhb
(reorder)

5190-9493
5190-9496
5190-9499
5190-7344
5190-7789
5190-7792
5190-7796
5190-8865
5190-8883
5190-9309
5190-8868
5190-8871
5190-6210
5190-6215
5190-6448
5190-6224
5190-4633
5190-4638
5190-4643

5190-4808
(5190-4813)

5190-4818
(5190-4823)

5190-4828
(5190-4833)

5190-4838
(5190-4843)

5190-4898
(5190-4903)

5190-4635
5190-4640
5190-4645

5190-4810
(5190-4815)

5190-4820
(6190-4825)

5190-4830
(5190-4835)

5190-4840
(5190-4845)

5190-4900
(5190-4905)

13
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Capture Library

96 Reactions

480 Reactions

ClearSeq Comprehensive Cancer XT
ClearSeq Comprehensive Cancer Plus XT
ClearSeq Inherited Disease XT

ClearSeq Inherited Disease Plus XT
ClearSeq DNA Kinome XT

5190-8013
5190-8016
5190-7520
5190-7523
5190-4648

5= 5190-8013
5% 5190-8016
5 x 5190-7520
5 x 5190-7523
5190-4650

AT a iRE

% 4 SureSelect QXT 4—4 YT YF AV MDA T a R E

Description

Vendor and part number

Agilent QPCR NGS Library Quantification Kit (lllumina GA)

Agilent p/n G4880A
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52 5 SureSelect QXT 2—4YhIU)yFAVMIDELER . HELSE

Description

Vendor and part number

Agilent NGS Workstation Option B, with VWorks
software version 13.0.0.1360 or 11.3.0.1195

Robotic Pipetting Tips (Sterile, Filtered, 250 pL)

Clear Peelahle Seal plate seals (for use with the
PlateLoc Thermal Plate Sealer)

Thermal cycler and accessories

PCR plates compatible with selected Thermal
Cycler, e.g. Agilent semi-skirted PCR plate for the
SureCycler 8800 Thermal Cycler

When selecting plates for another thermal cycler,
see Table 9 on page 35 for the list of PCR plates
supported in automation protocols

Eppendorf twin.tec full-skirted 96-well PCR plates
Thermo Scientific Reservoirs
Nunc DeepWell Plates, sterile, 1.3-mlwell volume

Axygen 96 Deep Well Plate, 2 mL, Square Well
(waste reservoirs; working volume 2.2 mL)

DNA LoBind Tubes. 1.5-ml PCR clean, 250 pieces

Nucleic acid surface decontamination wipes

Qubit Fluorometer
Qubit Assay Tubes

Vacuum concentrator

Agilent p/n Gb522A

Contact Agilent Automation Solutions for
more information;

Customerservice.automation@agilent.com
Agilent p/n 19477-022
Agilent p/n 16985-001

SureCycler 8800 Thermal Cycler (Agilent p/n
G8810A), 96 well plate module (Agilent p/n
GB8810A) and compression mats (Agilent p/n
410187) or equivalent

Agilent p/n 401334

Eppendorf p/n 951020401 or 951020619
Thermo Scientific p/n 1064156
Thermo Scientific p/n 260251

Axygen p/n P-2ZML-5Q-C
E & K Scientific p/n EK-2440

Eppendorf p/n 022431021 or equivalent

DMNA Away Surface Decontaminant Wipes,
Thermo Scientific p/n 7008, or equivalent

Thermo Fisher Scientific p/n Q32857
Thermo Fisher Scientific p/n Q32856

Savant SpeedVac, model DNA120, with
96-well plate rotor, model RD2MP, or
equivalent

% 5 SureSelect QXT 2—4 YrI V) yF AU ML ELREE . HERLE

15
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Description

Vendor and part number

Magnetic separator

DNA Analysis Platform and Consumables
Agilent 2100 Bioanalyzer Laptop Bundle
Agilent 2100 Bioanalyzer Electrophoresis Set
Agilent DNA 1000 Kit
Agilent High Sensitivity DNA Kit

OR
Agilent 4200 TapeStation
Agilent D1000 ScreenTape
Agilent D1000 Reagents
Agilent High Sensitivity D1000 ScreenTape
Agilent D1000 Reagents

OR
Agilent 2200 TapeStation
Agilent D1000 ScreenTape
Agilent D1000 Reagents
Agilent High Sensitivity D1000 ScreenTape
Agilent D1000 Reagents

Centrifuge

Plate or strip tube centrifuge

Pipettes (multichannel pipette and P10, P20, P200
and P1000 pipettes)

Vortex mixer
Ice bucket
Powder-free gloves

Sterile, nuclease-free aerosol barrier pipette tips

DynaMag-b0 magnet, Life Technologies p/n
123-02D or equivalent

Agilent p/n G2943CA
Agilent p/n G2947CA
Agilent p/n 5067-1504
Agilent p/n 5067-4626

Agilent p/n G2991AA

Agilent p/n 5067-5582
Agilent p/n 5067-5583
Agilent p/n 5067-5584
Agilent p/n 5067-5585

Agilent p/n G2964AA or G2960AA
Agilent p/n 5067-5582
Agilent p/n 5067-5583
Agilent p/n 5067-5584
Agilent p/n 5067-5585

Eppendorf Centrifuge model 5804 or
equivalent

Labnet International MPS1000 Mini Plate
Spinner p/n C1000 (requires adapter, p/n
C1000-ADAPT, for use with strip tubes) or
equivalent

Pipetman or equivalent
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Agilent NGS BBl LS R T LZEFERALT:
SureSelect QXT Target Enrichment

Agilent SureSelectXT BE)MES AT LIZDUNT 18
SureSelect Target Enrichment Procedure M #IE 31
34

BEEIU T L TORBREHDIRET

ZDETIE, Agilent NGS BENMES X T LD#ESr. SureSelect QXT Target Enrichment @7 Bk
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Agilent NGS BEHE S X T LIZDINT

Agilent NGS BE){E R T L

Agilent NGS BEIMEL AT LIE. 2 BB IO Bravo T39I+ —L RAyh—{FE&< (40
TL—rRABE/N\FZ—0 BenchCel, #1490 TL—kN\TRT—23> THS MiniHub, BB
—5—0 PlateLoc NSRS TULVET , Bravo 75YRI+—LDTYF DA T3> THS Inheco
E—hJOv5 (4%, 6 %) EFS5—(9F) A Bravo IZHERESN TLVET , &51Z PlateLoc & BenchCel
DEMEICERT I 70Ty —(FLIEEBERDTAY) N AT LIZERKSNATLET,

BenchCel
ARAYyHh—FE
/47— F
ABEE/N\NY FS—

Bravo
407 L—
FRKER EE)
2 REL

MiniHub
BE<TAY
o7L—k
NTRATF—

Bravo FS5yh 74— LIZDNT

Bravo 75wk 74 —LAIE. 96 D)L, 384 I ILDTL—FDNURY T I1ZE LI 9 DD T ZyR T4+ —
LTvxhH5%LBMBEEHD T TT , Bravo TS5V T+—LIE VWorks Automation Control Y7+
DIT7TAVMA—ILLET  REEAIEEL 7 BEOBEEF VT F I FELMETFYTAER YA YR AGE
RTE.0.1 yL A5 250 uL FTHRAFEFEICHEFTEET,

XUz, SFEAD Bravo TS5V I+ —LODIRE. Ao TFUR . BLURELEDIE
LB FEALIEELY, Bravo Platform User Guide (G5409-90004) £ & U VWorks
Software User Guide (G5415-90002) Z & BB L TLI=&LY,
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BenchCel [ZDULN\T

BenchCel M\ RS—HFMET HAR—RIZ FEESN- LIS DEDZEEFICEINEZLKSIZ, £-F)
EDREIZIEDEDNENESIZ, FELTLEEL, BenchCel DRABYA—IZRENF=FVvTRYI R
X, FARBEHFDILDEDT, SUBRTHR,. FYTRVIRERYBRE, FOFVTERET HL5I12LTK
=&y,

BenchCel MERZE4 79 %&. BenchCel DNV KRS—[E T ADKR—LRSLIAVFETTFA>TILEFY
FTI, HEFHEFLVISITSEEL TS,

B—i2ES R E T, BenchCel D/N\VRS—DT7—LEAMNEN>TLEL-BIZIX. EEOIV D=
FIZKBHEBERENDETT, FNULMSTIZ, KTOFIILDEKREICE S SN TLS Y R—LER
WEhHEZEOIZTERIEAL,

Bravo Fy¥b—hrJOvH/DEERTE

Bravo 7w 4 &F& 6 &FIZIE Inheco E—FTOVIMNFEINTEY. SDMEICHELIZRETYY
TNTL— A0 FaR— T BBDITFERALTNET , &R (85°C) = (HKIR (4°C) TO A Fan
—AVATYTEBUIVTIR. SVEETTARICERTIE—rTOVIDEEZHLMNLH.
Inheco Multi Tech Control E£EXADEE THRELTHLL., RIEBHMZEETEE T,

Bravo Tw¥E—hrJ OV DRE (L. LLTFIZERBAT H5FIET. Inheco Multi TEC Control 25& TE R
FTHIENTEET Bravo DE—rTAVIFETYFDES (L. Inheco Multi TEC Control & T
P.20 D% 6 DKIITRENFET,
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%% 6 Inheco Multi TEC Control #vF A5 —2 Rk

Bravo TvX®NOfiiE Inheco Multi TEC Control Screen DR R
4 CPAC 2 1
6 CPAC 22

KENARA THELETYFAIE (CPAC 2 1 £7zI& CPAC 2 2) #FIRLFE T,

——

CPAC 2 1

24.9°C
Shaker |0200 rpmj

BRLE=-TYFRMEDE—FI OV DREZHRET HIZE. SETREVERLET,

=

C085.0 °0) | — e
1] 23 ]4]5]
-

s)rle)e]

ToxF—/I\UFTEMETDREZANLET . AALEEERBEEOE LICRRSNFT . EL
VEENRTENL, EDRERTHIEHT L EDRENAASNEBYET . (KT
ENFFEFTIHAALEIEIZGSLENLD T, TIEELZEL, )

Temp REAVEBL T, HILSRTELIEED SET RAVICRRENDIEFHERL TS0,
Temp REVERT L Temp REU D EAIEALGY BIRLFE—FT OV IDFHLEEELIZREIC
BASSITMBFEILAEINET  CORFIVERIGE, ERICAALZLREICO MA—LE
NELDT, TEELLEL,

CPAC 2 1 (<] >
D B

Shaker 0200 rpm| ser
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F—OREEE

Bravo TYF M 9 BICEFS—MEHRINATEY . REICHLCTTyFZAAE MBS H5KL51274-
TWET, TAPINLIZFS—DEEREDEENHDBZEDH, F5—IL ON IZLFET ., ENLSHT
[FEIR%E OFF ICLTHEEFT .

FO—DEERE(E., BERTZEREAD Up HLLIE Down KAV T, RNBENMEESNIZEEIC
7HEIILT.ENTERREVTEDREEEREL., 512 START RAVERL T HEELIZRETE
EarvbO—LENBESL TSN REIVMA—ILARITENSE BRRTOERD * <
—ON ZORRAOBRKDBRENS LIFAHHEEIF+H(TFR)T—IIC BEEZTIFHEEE— (%
AFR)I—=VIZEDYET,

UP  DOWN  ENTER
® 0 O (
o —

MiniHub [ZDU\T

MiniHub IZZ7L—brZEE Y b BRRIZIE. LWDER 2 DMAE (A1 OEIEAD MiniHub [CIEEXLTFRIED
RIBZHB) TTL—REELVTLIEELY, Thermo Scientific Reservoir # MiniHub 2y k3 381,
Mg PIY REDERS A MiniHub @ BilMEIZ R K SIZE L TLZEWY,, YIYREZE MiniHub M 4%
BIZAFELESIZL TS,

MiniHub IZBR#¥IZEBREZAN-FHIZIXBRAICEBAN T IENATEZIT N, —EVHELIh-RIZ. FT
MEELEZDIENTEEF R A, BEICHMILOEITTEL TS,

K2 Agilent Labware Minihub FL—MEER

[MiniHub WA= %54 XR42 3801
MiniHub D30 EAIZZAR—IHEL . MiniHub [ZZ7L—kEtEyRLIZKWLMES . MiniHub O EEZEL
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>fzA OFF IZL T, FET MiniHub Z[E# xS TR ERTL—rEtvbL., LybhifE o141
MiniHub M EEZH T ON [CL T, Initilize MiniHub RAVERLTA = v S XEMFEHIENTED
FIITRYFELT=,

Controls
# MiniHUbME JFE OFFIZLT 27 L—F ek LR &1
TiEEONCLZ {&(C 43 T @initialze A &0 R LT T £

* Initialize MiniHub

f=12L. CO#EEIX. LER D Initilize MiniHub D7RA A DUz Form TOAERATEETT . CDRAZ
UHDNTLVEL Form ZE L TULV5154 . MiniHub D ERZ 1> T MiniHub #F TRIEES B4 &
SIZLTLIEELY, MiniHub O ER% OFF ICLTHIBEZEA-HE . %7 . MiniHub DA/=2 %54 X
BERBETT A= 4v 31 X THhT ICBIEEEDH DL T5—BRELET,

Initilize MiniHub R4 %%51) 42 LT MiniHub DA = 4v 54 X%#175& . R TEICTEOE@RA RN
*9,

i

[ VYWorks [é]

:I Protocol complete!

OK REVERLTHM D ROBEEITOTIESLY,

MiniHub DDA EFFWNEETEYRSNTOEY AL —BEBLAHZMA T, HIOLENEH-
TLESHE . BREDIVPZTICLAMBRAENDETY , TN LU LML TIC, KTOMILOKRE
[CREBE SN TV R—FBREVEHLEEDICTERIZEL,
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PlateLoc [ZDL\T

BREANTRELEREN R EMEISET SETEIS—OEENEET  BELERENHREMEIC
ETSHE BEEOERIZRUN ORZUHH T, BIETESKIITIEYET , PlateLoc DY —ILIEHE
FE5EHYFET A, SureSelect™ BEIL S X T LTIX. Clear Peelable Seal #{FHLTLVET , 2D
Clear Peelable Seal T —/JLLTzFL—h&. #iBFEINS1BETIL 0 CHhis -80 CHERTRET
EFETH. TNULOHBOREICIETELTOER A, 1BRYRURET B5E. —ILTIEEL &
745 Strip ¥ v v TR EE (IO THEFLIRETREZSL,

BiRA>
I73a>7LwyH—, Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rJOv4 D EREANTET,
Fo—EZTAraLESREL. F—BREFVICTHEERIN TS TOMILTOH ., BREAND
FILFET, 7Ty —EEREANDRIC. BEROZI/O—XDIKREICL TS LEHESEL
TLEELY, Bravo D ERIZAKAEIEIZ. BenchCel MER(F. AMFAEEIZ. MiniHub DERIE.
MiniHub A &SN TLSERRYIADIEEIZHYET . Inheco E—TOVIDERISE@IZ. F5
—NERITIEREIZHYET , PlateLoc (FEED Air R/ YFH ON THAHAZLEZHRLET . &EIC
PC OERZE AN, VWorks VI 7EEEILET

®iRA7

VWorks VIh 7% 0—XLET AYYRRFEELY . EESRELGOEIITLTIZELY,

F M1 . Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rJOvYY  Fo—DEREZELTLNEE
9, BenchCel DERFEHETBFICIE, NUFS—OTERICHEEEFLROKITEEL TSI,
I7AVTLyH—EBREERLLI-ZIC.HKOZMAITT, EKLTZEWL, ZOR. HEVBL KL
S O% Open 358 ELVENTEREKDRUETIEAHED T, TEHEELIZIL, EIERICH
BRI f=F oK BRIBFIZHHEINET O T, IR AICTF LA W BEEZFBVTKIAKRIZENLZNESIC
THEBLIESLY,

PlateLoc (X ERZHEMICATT DL, TL—rEHELITYFMNHHI-KEBOFFICHRYFET . T+
NETLWARENRICESBNEE X, ZOFEFEFTENFEVELAL . TL—FERFFICLELV=LNME
BlE. 7Ty —DEREEFTIZLI=%. PlateLoc DEFE®D Air A4 vF% OFF (LTS,
TYVXEFT . ABICIHLIOIENTEFE T, RIZFERATHEEICIE, PlateLoc DEED Air R YF
#h9 ONIZLTLEELY,
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VWorks Automation Control %2k x7

VWorks Y7+ 7IEEFE LD Agilent SureSelect™ BEIES X T AIZEFEN ., ARy NEE D%
NV THIEITEE T, Agilent SureSelect™ BEIES AT AIZIE, SureSelect AT LATHELH
BT OrLAT RTASTz VWorks YIRIITHHOMEHA UV AR—ILENTLVET , VWorks
VIR TEFENMEH IO —RMGERIEVWALEEENSTARILIZONT, ULTFICEHBALES,
SureSelect DER TV T DIRETIEESNT- VWorks FOrILEFEAT B, FD VWorks FAk
DL TRELGBHRFEICOVTIE, AP IILOERTY T THBALET ,

ZDOI=a7JLI. VWorks software version 11.3.0.1195 [Zx L TLVET,

VWorks D/\—2a 222 TO ZERIE. email japan@agilent.com £ T E#KLIEE
LY,

VWorks Y7k x7ANO5 (>

1. Windows DT RIkyF128% VWorks 74, E1=(Z SureSelect XT_lllumina.VWForm &
I—bhyrEZTILYY) VLT VWorks YT 7 ZEREEIL TSN,

2. User Authentication #4707 Ry ZANENLMEEIZIE. VWorks D4R 0DY—)L/\—
® Log in &7') v L TLZELY,

3. User Authentication #4704 Ry A TlE. VWorks 1—H—& /SR —FE#AHAL.OK %
oL TLESWN, (A—HF—7HIUMEMESIZIE, BEEICRLEhETESLY,)

Please log in:

Lser name:

Password:

VWorks Y7+, 7TAD User Authentication DE%7E (Administrator B 1—%—D & wIEE)
1. VWorks YZrz7DEET Full Screen % off IZLTLE&0Y,

2. BEELEEBDOA=2—/3—H5 Tools 0')voL. ZDT®D User Management &4')vo L TLf:
AN

3. Create New User #:ZRLFEY ., ZOEET. @ELI7% User Name & Password 5% & L T2
S, =% Security Level 2% EfZ&0Y, Administrator L AL KU Technician L)L
(X, AV YRDEZHZ A TTRELD T, Administrator #ERE LN DFERITHEHLEE A BE
[ZAVYE DEEHZ N TELL Operator LRI TOREEHRLET, 112L. TV ERTED
WREFIRESNET,

4. Pass word DEGE AR LGEMDIBEZREL. VWorks DEIEICEYET .


mailto:email_japan@agilent.com
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VWorks ZFAOra)LES YN I7AIL

VWorks Y7+ 7D BEEHIETOTSLERTDI=ODIT7AILIZIE, pro(FARIIL) T7AILE SU(T
YR TFAILD 2FEENBHYET . SR ITFAILIET—IRT— a0 TCEHROBEEE IO
WEHAEDOE T—EIZETTHOICERALET,
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SureSelectQXT_ILM_v1.0.VWForm Z{#ERA L= DX E LFHtA
VWorks ##2&13 5&. FIZRT SureSelectQXT_ILM_v1.0.VWForm MEI@EIZIENET , COEE
L+ T, & SureSelect BEIME TARIILFE XS VD RES KUBIBEITLET,

Workstation Setup

h) MiniHub
7 SureSelect?7 -
'\ . MiniHub Cassette 1 |MiniHub Cassette 2 |MiniHub Cassette 3 |MiniHub Cassette 4
=) Transposase Library Prep —
- . Shelf 5
~— for lllumina sequencers
! ] y Shelf 4
Parameters Shelf 3
1) Select Protocol to Run
|LibraryPrep_QXT_1LM_v1.0.rst | Shelf 2
AMPureXP Case: Shelf 1

2} Select PCR Plate labware for Thermal Cycling

|96 Agilent Semi-skirted FCR in Red Alum Insert = |
3) Select Number of Columns of Samples

PR L A

Bravo Deck

4) Click button below to Display Initial Workstation Setup = S
<Position 1> <Position 2> <Position 3>
@ Display Initial Clear Workstation
=2 Workstation Setup Setup Display
5} Load labware according to Workstation Setup --=
<Pos 4: Peltier= «<Pos 5: Shaker= <Pos 6: Peltiers

Controls

Once you have loaded labware according to Workstation
Setup on right, click "Run Selected Protocol” to start run.

< : ic <Positi = < : Chiller=
\‘B T Pos 7: Magnetic Position § Pos 9: Chiller:
Protocol

Full Screen | Gantt Chart | Elapsed Time: 00:00:00

Reset All Form Selections to Defaults |

l_[/: Pause

— S

BenchCel
Information BenchCel Stacker 1 BenchCel Stacker 2 |BenchCel Stacker 3 |BenchCel Stacker 4
Currently Running Protocol:

Advanced Settings
[T TESTING OMLY: Reduces all incubation times

1. TRYbYT D SureSelectQXT_ILM_v1.0.VWForm > 3—hhybEFE->TIDITA—LEREET,

2. 7A—LDRAOYTE I A a—h5, @Y7 SureSelect 7—970—RTyTEHUTILDAS
L#ERRLET,

3. SDITA—LTIRTDIVDINTA—E%RELT-5. Display Initial Workstation Setup %%
)y LET,

@ Display Initial
= Workstation Setup




2. Agilent NGS EHE) L X T LZEFHERALT- SureSelect QXT Target Enrichment

4. 7#4—LE@D Workstation Setup DE5Z1&. Bravo, BenchCel, MiniHub ®ZHZNIZDLNT,
RELIZZUNTGA—RIIEL TR ELGHRELERBEZ YN DIGANREINET . COEE
BIEREZSE. BRMETORIVIEERBIZSVSNFEFRADT. BT FTINLFIvIT5H5LII1CL
TLIZALY,

) Workstation Setup
e MiniHub
e, SureSelect®7 -

r— \ . MiniHub Cassette 1  |MiniHub Cassette 2 |MiniHub Cassette 3 |MiniHub Cassette 4
=) Transposase Library Prep

- . Shelf 5 Empty Munc

~— for lllumina sequencers Deepwell Plate
l v, Shelf 4 Stop Solution

(twin.tec)

Parameters Shelf 3 Empty Eppendorf
1} Select Protocol to Run twin.tec Plate

|LibraryPrep_QXT_ILM_Vl.D.rSt j shelf 2 |New Tip Box Nuclease-free AmpureXP Beads

Water Reservoir in Nunc Deepwell

AMPureXP Case: |Not Applicable Shelf 1 |Empty Tip Box 70% Ethanol Empty Tip Box
2} Select PCR Plate labware for Thermal Cycling Reservair

|96 Agilent Semi-skirted PCR in Red Alum Insert | Bravo Deck

3) Select Number of Columns of Samples

4) Click button below to Display Initial Workstation Setup o i

<Position 1> <Position 2= <Position 3>
@ Display Initial Clear Workstation Waste Reservoir
"= Workstation Setup Setup Display (Axygen 96DW)

5} Load labware according to Workstation Setup -->

<Pos 4: Peltier={52°C | <Pos 5: Shaker> <Pos 6: Peltier=4°C
Controls Red Insert Munc MasterMix
Plate (Caol 1)

Once you have loaded labware according to Workstation
Setup on right, click "Run Selected Protocol” to start run.

. <Pos 7: Magnetic> <Position 8> <Pos 9: Chiller=0°C
\B Run Selected
Pratocol DNA Plate Empty Eppendorf
(twin.tec) twin.tec Plate on
Full Screen | Gantt Chart | Elapsed Time: 00:00:00 Red Insert

Reset All Form Selections to Defaults |

l_[/.- Fause

BenchCel
Information BenchCel Stacker 1 |BenchCel Stacker 2  |BenchCel Stacker 3 |BenchCel Stacker 4
Currently Running Protocol:

8 Tip Boxes Empty Empty Empty

Advanced Settings
[ TESTING ONLY: Reduces all incubation times

5. SureSelectT BEML L AT LMELL YTy TEN=-C LR LT -5, Run Selected Protocol
#91)vILTLIEESLY,

a Run Selected Protocol
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Bravo O #JHA{t

Bravo DERE AN THRAIZ VWorks ZAA—kLT-&E(21E, Bravo O #IHAEDENEIZEELY, T E
AICTRDOIT—AyE—UM 2 BHFET T TROBRICLIA>T, BELTEEW, CORA
CRIRZMERZ L. IHIENELLTHOAT ., FORLESUL TS EHPICIS—TIEE->TLE
F9, ELLERZITISIITEELIZELY,

1. JAETTVyN—DOHMEUEIZES G axis DIF—RRAHET . COTT—RRMNH-5, BB
Ignore and Continue, leaving device in current state Z:#EiRL TZ&LY,

r -
Bravo - 1 Error

There appears to be a plate present in, or in front of the . 1
gripper's plate presence sensor. :I
- Choose "Retry” to check the plate presence sensar

again.

- Choose "Ignore” to continue to home ih
FPlease note that any plate currently held by the gripper
will be dropped.

- Choose "Abort” to cancel initialization.

Retry

( Ignore and Continue, leaving device in current state D

Abort

Add to Error Library

2. RIZW-axis DAHEIZHESITS—REDVHET . COIS—RRDH =5, EFF Retry Z2RL
TLEEELY,

r
Bravo - 1 Error

Flease verify that it is safe to home H1ﬁ1e - 1
aspirate/dispense axis). If there is fluid in the tips you ’ :I
may want to manually home the W-axis in diagnostics -

over a waste position.
- Choose Retry” to continue homing the W-axis.

- Choose "Ignore” to leave the W-axis unhomed.
- Choose "Abort™ to cancel initialization,

Ignore and Continue, leaving device in current state

Abort

Add to Error Library
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O2al—iavREDHER

VWorks YDz 7IEL 22— 3 E—RTEITTHELTE, ZOMIERY)—2TABLIzOY
KRl Agilent NGS BEIMES AT ATIEXETINEFRTA. SVERABLTET—I9XT—avDEE
NRIGLEWMES . LTOEEEZITL. VWorks TOLIaL—arE—FDREZFERL TS,

1. RF—RRAL o —2A(Z Simulation is off ERREINTULNBZ EZFERLTLEELY,
(View > Control Toolbar £7') w9 F BERT—RRA O —ANKRRSNET )

o : '
@-’ Log out €— Compile B start (P Pause all 4 / Diagnostics |

- *

2. ZMAPr—A1Z Simulation is on ERREIN TNV =5, RT—2RA O —2DREAVEHL
To2alb—3avE—REATICLTEELY,

SureSelect XT_lllumina VWorks 7#—LA[ZY—)L/N\—H R Z %L V5 A . Full Screen
onloff &0y ILTIINRD)—VF—RER T LTZEW  ENTEY—ILN—DBRZ %
WMEEIZIE. I4—LETES)YIL, A=a2—h 5 Control Toolbar Z:#iRL TLEELY,

ForaLFELFSUEIEDET

TOIARDESUNTTITEERTSNET . Yes 41 v- LT BenchCel Sv9ZEKRL. X
D.pro Ft=lL.rst TOSUITHERAB=OIFE>-FHELAEEZTMYRRLNTZEW, L7 ARaLICZES
TIEBIEHREFEATETIL—FOSYIEHBYFET DT, FRATYTTOIRIZLIE=A>TLEELY,

Protocol complete! [%|

9P

H__..{/ Release stacker racks used in pratocals?

Yes Mo |
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VWorks DT

Administrator £,L<I& Technician E—FT VWorks Z{# AL TL\515&1E. VWorks Z@EE DIRET
Close TEEY A, Operator E—F THEALTW\SIHE . TDFEFE VWorks % close TH5ENTEFYE
Ao FEEDFIET Close LTy,

1. VWorks @ Form DEEIZH TLY5 Full Screen on/off #%1)+w%LT. Full Screen off MIKEEIZL
9,

Full Screen on/off

2. E@E L&D Control Toll Bar /™5 LogOut D 7Aa>%E9)vILET,

Compile ‘a Start /

L Control Tool Bar AEMEIZH TS S (L. BEEEED View DAZ2—F0)vIL. FD
th
@ Control Toll Bar Z:&#RLI-IKEEIZL TZELY,

3.Log out ¥°5&. ZOHREUH Log in ITEDLYFET , FEEODI—H—%£ & password TAT AL T
Q=1 AN

User Name : administrator
Pass word : administrator

4. 05 A4 #%1-1"51Z,. VWorks % Close LTLEEW, CCTAHA—TJAPILEERLTLESE £E
EINTLEINAHBYFET, OT MR (FIBEFET I, =512 Close LTLIEELY,
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SureSelect QXT Target Enrichment Procedure D&

ANZSFHORT IR =TV RTZYNT+—LERWNTSAT S ERAMT DD SureSelect QXT
A= YT yFAURDT—970—%E 3 THRBALET . O — 7V RETIHDHUTILIE FF
ZhEN BERIZSATSVRE NADUFAE—2a30 I TFrETVET FvTFrEOYY
JI)L%E PCR #IETHEEIC. HHET Index(NN—a—R)o—4 U REEZ YT ILIZAMLET,
SureSelectQXT Library Prep kits.IZ&FEN TLVS dual index 24 &{#EH9 5L T, SureSelect TF
YT Fx T BA—IMEEDH A XIZHLT 1 L—=oBH=URK 96 4o TILETT—ILLT, TILF
TR —T O APTAET AN FHDIILFILYIR— VX TIE 1 SUICAWS 1 78
—EILDFTARTOL—2EIIILFILIIRS =T RICTDRELNHYFET (CHERAD/N—2avIzk
ST, COFIRIEMEGEELHYVET) , FMITIILIFHOTORLESERIIZS,

% 7 1ZI%. SureSelect QXT M T —970—DHhTEHND VWorks DTORILNEEHTHYFET
YUTNENEBT HEIZERSND VWorks 7RIV DFEMARERBAICDLNTIEL, o TILERE, /A
JUYFAE—2ar BEUILWFILYIRL =TV ZADzHD Index MES LTIV ERKDEREES
FBLTLIESELY,
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SureSelect YT NGS Target Enrichment Workflow

gDNA samples 1,2...n

Fragment DNA and
adaptor-tag DNA ends
Genomic locations of interest in single enzymatic step
Design target sequences Adaptor-tagged DNA library
in SureDesign
l PCR amplity
SureSelect or ClearSeq

Capture Library Prepared DNA library amplicons

Hybridize using SureSelect or ClearSeq Capture Library

v
Capture Library/prepared DNA library hybrids

Capture hybrids on streptavidin-coated
v magnetic beads

Captured, target-enriched DNA library

PCR amplify using
Dual Indexing primers
Dual-indexed, target-enriched DNA library

i Pool libraries for multiplex sequencing
| (Optional)
v

SureSelect-enriched dual-indexed NGS samples

3 HUTIILRAND—HoO—
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#£7 TJ—4970—THERAEINS VWorks 7AFINLBEUSUEYRDBE

Workflow Step
(Protocol Chapter)

Substep

VWorks Protocols Used for Agilent NGS Workstation
automation

Sample Preparation

Hybridization

Indexing

Prepare fragmented and
adaptor-tagged DNA

Amplify adaptor-tagged DNA
Purify DNA using AMPure XP beads

Aliquot prepped libraries for
hybridization

Hybridize prepped DNA to Capture
Library

Capture and wash DNA hybrids
Add index tags by PCR
Purify DNA using AMPure XP beads

LibraryPrep_QXT_ILM_v1.0.rst

Pre-CapturePCR_QXT_ILM_v1.0.pro
AMPureXP_QXT_ILM_v1.0.pro:Pre-Capture PCR

Aliquot_Libraries_v1.0.pro

Hybridization_QXT_v1.0.pro

SureSelectOXT Capture&Wash v1.0.rst
Post-CapturePCR_QXT _ILM v1.0.pro
AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR
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BEES V£S5 ETORBEHOREH

Agilent NGS BEIMES RTLZFRAWLT, llumina 759 IA—LTO—H U RTEHHIZNETED
gDNA 2T D#IE. 1.2.3. 4.6, Ff=lE 12 h5L (8,16, 24, 32,48, Ff=1E 96 HT)LIZHHY)
MoBIRTEFT  F-1ZL. BREADHEEL 24 RIABMATHEALEZICTBF BN GWOELSICRES
NTWBNDT, 24 KYDIRWNVRIEB TSI LIzEETIE, HED 96 REDITIXBYEEYET, TED
21T 24 #RIKBE L TUIET 55512 EERETEZIL TTZELY,

&8 ANILHEYUTILBDRIEEK

HhILE By TILE

1 8
2 16
3 24
4 32
6 48
12 96

% 96 RIS DFUNE 1 50H1=Y 3 5L (24 #&1E5) DRERE 4 BIITS-OICRLEGHAEEES
ATLET,
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BEMETAERT 96 Jx/LTL—FZANS gDNA 2T ILDFBRRIZDOLVT

Agilent NGS BEHMES RTLIE, T ILDOMNIEBEEIZHS L (Column, FI|) BAL TITLY, hS L
1 MRE—IRAUERYET 2T gDNA o T ILIF 96 VLT L—MMIAS LB TEYL
L AT B HT A URIT A2 5 H2 AL BHEIT A12 505 H12 EVNSIEB TRy 5 E31LET,
12 $UTNASLEYDBOHS LB TIVETIEEITE, YT ANSLRICHEETS. Oh
[LEDAZLMSERDENESIZ, Yo TILEtybT 58I1LFET.

X LLLLLLLLLL
99009900099
..:........
...........
‘00000000000

NATNVEAE—=23VDRTYF (A 3) TlE. TL—rD&DOD (Row, 1) ICELZTEED
SureSelect Capture Library 2t yh3 32N TEET , SARL-7H T4—{1E DNAS(4T S
HYEY]7E SureSelect Capture Library &—H9 5L ITEBREFTEL TS, F#lE/ 1T
FAE— 3V DEHESHE I,

FrTFrEDOEIBERTYT (B 3) TlE FrTFr3—7IEDH A XD:EWZL>T PCR g
SAOIWENELGZLZENHYET, FL PCR AU EELBE2—T v A4 XD Capture
Library #RCTL—FTREFT B KL TS, FHMIEF Y T Fr 2 DBIERTYTDIEE %
SHZEL,

F ¥ TFr1 D SureSelect 54T 5)AD dual Index 25 DENY K TEgDNAHUTILD 96 =
LWIL—h LD EERESETHEDELHYET, HIZIL. DNA YT ILTL—rDORILCAY D
YU TIIETRTEL P5 index 754 I—HDEVHTONFET  EERZFIRT BH1IC p.94 D
Mndex 754<—DEIYLBTHRE IS LU p.125 Dldual Index 754 I—DENY L THARSA
2 1ESHBLT, Index & gDNA BT )LAAELZEBESN D KLSICHBTHENEETT,

EEBDHREICOINVT

D—4H7O0—DNATYFAE—230 DATYTTlE, Bravo TyFEH—TIL Y495 EDRBITY
VTN TU—EREICHNTDENHYET . FHITHY—TILYA(95% Agilent NGS BEhiE
DRTLDTEDLEHALIZHKEL , AR THERMLETL— BB TESKSIZL TS,

J—H70—DRATYITDHIZE, T I TL—r%E PlateLoc 4—< LI/ TL—+—F5—
TY—ILLz&. BIDLTREUA DU ERTYTIDRHYET  ShFEEZ LT HDIZ EDHE
Agilent SureSelect™ BEIME S R T LDIAELIZHET HLIICL TS,
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2. Agilent NGS HE){L R T LEERLT= SureSelect QXT Target Enrichment

PCR IL—rDEALTIZDNT

ABEETOrILDHRTIE, o TINES =TI LIS TRIOEMBEL T, PCR TL—HEH
BEOYUTNERETIRATYINERHYVET . CNEDRTYT T FFL—HELCZELLW F
YRN\URY UG EEE1T51=8IZ. SureSelectQXT_ILM_v1.0.VWForm LT, {#H3 % PCR 7L —k
DIEEFIRTET IVLEAHYET , HEML IOV ERIRT SR1IC. FRAFED PCR FL—H, &
VAT LTHR—bENtz, FTEEOANSND PCR TL—rTHEHIEFHERLTTSLY,

REBRTHEATSHPCRIL—IDELEIFT, LTDAZ1—THEELEYS,

2) Select PCR Plate labware for Thermal Cycling

|96 ABI PCR half skirt in Red Alum Insert -

96 ABI PCR half skirt in Red Alum Insert

96 Agilent Semi-skirted PCR. in Red Alum Insert
96 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
47 |96 Eppendorf Twin.tec PCR in Red Alum Insert

HR—FEN TSR PCRIL—DARUF—EREDFERIT. T IICRESATOFE
T HRRBEEAT DY =TI S A ISHMERTREELE>TVET,

R IDTL—FDSBELKDODDTL—MEFERAZEHEREL TS SureCycler 8800 H—
TILYAISITELTWNVER A, ABEI{ETOR3)LT SureCycler 8800 H—< /LY A
5% E AT HEE(Z(F 96 Agilent semi-skirted PCR plate Z{# L T=&LY,

SureCycler 8800 4 —< LY A IS LUND Y —TIL YA U5 ZFIRITGLBEIEER 9
DIL—tDEMSFERFEDH—TIL YA IS THEAFMEELGTL—FERIRLTTS
LY,

£9 YR—FShTL\S PCRIL—FOBFRHR

Description in VWorks menu Vendor and part number

96 ABI PCR half-skirted plates (MicroAmp Optical Life Technologies p/n N8010560
plates)

96 Agilent semi-skirted PCR plate Agilent p/n 401334
96 Eppendorf Twin.tec half-skirted PCR plates Eppendorf p/n 951020303
96 Eppendorf Twin.tec PCR plates (full-skirted) Eppendorf p/n 951020401 or 951020619




3. YT ILORR

®
e O o
O o
0%
e @ . . . . ® o
0,0 i
o 9 4 3. 4o FILDOER
° O o
® . L ]
STEP1. DNAHUFILERZED MH 38
STEP2. Genomic DNA QKL ETH TA—4245 DN 40
STEP3. 7R 74—{1& gDNA AT 31 DiENE 47
STEP4. AMPure XP E—XIZ&BT7H T2—11E gDNA ST DFEE 55
STEP5. BRiKE-&LD gDNASATSYDHAXFIVIEEE 59

COETIE ANIFTHORTIVRILFIVIIRL =V RTZYN T+ — LTIV T 510D
DNA S4735Y% . Agilent NGS BENEL AT LERAWTHE T S A EEZHRBALET ., YILFIL
VPR = O RETSHUTIVIE, 96 DL TL—tD Iz )L OFTREGIZ, SATSVHEE, /A
TYFAE—2a0  BEUFAYTFYDRTYIDTONET . FrTFriED YT )ILE PCR
B9 5L, HHET Index(VN\—a—F) O—H U REZH T ILIZAMLET , SureSelect T
XN TFv T 25— VNEE DS XIZIEL T, SureSelect QXT 2—4 whIU)yF AU RF vk
[CEFENDAIEIFTO—7UHAD Index 2T %EST 1 L—UHURK 96 YU TILETT—
LT RILFIUVIRO—T O REFTHITEMNTEET,

FERIZ(. OD260/280 MLEAY 1.8~2.0 DEIZH D EME D gDNA Z{FE AL S,
TZEBEITIEFIZ DNAZEET A=6IZ Qubit AT LDFEAEHREBEHOHLET,
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3. YUTILOFER

STEP1 DNA H YV FILERED#ENE

SureSelect QXT BEIE L AT LSA TS AREFIRT AF1IC. EERICHELIDFERKT HED
EETT, CORTYTTIE. Y7L gDNA HEEIZEEL, YU T LT L—HMIANTWEET, i
HOEBICRTENVELHELZDRATYITERBLET .

1. SureSelect QXT Library Prep Kit Box 2 (-20°C#£7F)H> DMSO Fa—J#BYHLZET,
DMSO Fa1—7( p48 THEATHETERICEZTET,

2. ARV pA1 BEU p.55 DEHERTYT TRHWSHEZERLET,

a. EATSHH®D AMPure XP E—XZERICRLET . FRATHD4<ES 30 S ULERTIZE
—REERICHLTEBWELHYET . REFLED . RLTELERLRVKIICLTES
LY,

b. HBETHEETS70% IT4/—)L% 150 ml SARLET . RICBIZEHEITRRDERURTY
TTRWS70% T4/—)VECCTHREL. BRALTEVWTHELCLIFHRFT N, T42/—
IWDEELEIURRIZEEEZZ 516, ABEH 70% T2/—ILIXFZFOBOAIZFEL]
HLEHRBMLET,

3. SureSelect QXT Hyb Module Box 1(&iRfR7F)H 5 SureSelect QXT Stop Solution ZERY HL .
BHROINIVEUTOFHRBAEHERL. ARENTI/—ILE 25 % EL TEEMHERBLTZAL,

BREHAFLTRYICFEAT BRI, 4.5 mL @ Stop Solution ZELERFEARRLIZ 1.5 mL D
100 % TR/ —ILEMA . ZIRTR/—ILEEMN 25 %ITHZESICHELES . RMLOEEZESS
YERD . RILTYIRAIHFHTRURHLES . T2/ —ILEMA R, R TERATHMRIZTS/
—ILARMEHTHAHZEDBRIEIZH DD LS, FNILITHIZFFTELTIZELY,

SAREAD 1x SureSelect QXT Stop Solution (& p.42 THEATHET. EEE>LYLEHNHTE
BISTRELET,

4. gDNA HoT)vE UTFITRT KO ZEEDOFIET, HAEEE Qubit ICKYEE-HFRLET,

a. Qubit dsDNA BR Assay F7=I% Qubit dSDNA HS Assay LT, & gDNA ST LD
MEIREZAELET , Qubit DEYIKRLVEHEAZZSHBL TS0, BT A EHERD
=6I1Z1E gDNA ZEFEICEEL . BULGEZRAVSBLENHYET . TDHICTO K
BOFRRATYIIL FEEIZEETT,

b. DNA DOREHMFEIZLLY LoBind ® 1.5 mL Fa—T#ALVT. Nuclease-free KTH
gDNA H>FJL% 100 ng/uL DREIZFRLET .

c. HE Qubit dsDNA BR F7zI& HS Assay #FL T, 100 ng/uL IZFHEELT- gDNA 4T
LWOREEZIEFREEICAELET,

d. c THBAELEEEF#LEIZ, LoBind D 1.5 mL Fa—J#MALVT. Nuclease-free /K T
gDNA H> 7 )L D RAEHILEEZ 10 ng/uL ITFAELTZELY,

5. Agilent NGS BHE#{LL AT LATHRIET B7=5(Z,. 10 ng/ul D gDNAHTI)LE5 ul 296
)L Eppendorf FL—hDITILIZAS LT EIZ A1 DS HT1, A2 Hvid H2, REIZ A12 hhid H12
DIEETHLET,



3. YT ILORR

Agilent NGS BE)E L AT LFAWLT, llumina 75Yb 74— LT —S 2V R B1=
OHIZIIETES gDNA BT LD, 1.2, 3.4, 6, F=[X 12 h5L (8. 16. 24,

32,48, F1=1FX 96 VTILITHZ) MoBIRTEET . p.34 DIBFLSUEITILT
DERBEHDREF 1ZSRELTZEN,

6. PlateLoc Thermal Microplate Sealer T7L—r&>—ILLET , 5RE (L, 165° C. 1.0 T,

7. TL—br%& 30 BEDEDL. TL—FDEDTL—, o —ILIZDWVEREAEUAHDULT,. RaZksEE
T, cDTL—HME p.d5 CERTHETKLEIZEETET,
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3. YUTILOFER

STEP2 Genomic DNA QMFILET7 £ T2 —42 5 DOt

ZDATYITIE, BEEVATLDS 1y LibraryPrep QXT_ILM_v1.0.rst ZFWT, BE— DR IG
kY. gDNA Z2BEERIGIZKVEIFIEL. ISV AV MDOEIHKICTE T4—%AMLET . BiFEH &
V7HTa— k. BEHMED AT LIETH T2—1+E gDNA S147351)% AMPure XP E—X T &l
LET,

CDATYITIE, & 10 [Z5REN = SureSelect QXT Reagent Kit [C&FEN5HEREEL, p.38 M p.39
THEFEELHAEZFERALET,

£ 10 DNA QM HIEE7ZHF TE2—HMDFEZE

Kit Component Storage Location Where Used

SureSelect OXT Buffer SureSelect OXT Library Prep Kit Box 2, -20°C  page 40
SureSelect OXT Enzyme Mix ILM  SureSelect QXT Library Prep Kit Box 2, —20°C  page 40

D—JRT—av ERAEDE K

1. Labware MiniHub & BenchCel D 7L —kEFYTRYIREZT R THAMNITET . F—DERIL
ANZGZWNT OFF OFEFICLTEALTLEZLY,

2. NucleoClean decontamination AL —&ai&k&F* LT AT EIZEFE T, Labware MiniHub,
Bravo T3 . &V BenchCel &LV TLEELY, NucleoClean decontamination R 7L
—BRMN.EHT D96 TLU—FEIZEEM LENESIZTEELLZSL,

3. Bravo 7w 4 FEMEE% Inheco Multi TEC A hA—JLAYFRH)—2 T 52 CIZRELET
(Bravo TwxE—rJOYIDERERTEESELTIIEELY),, Bravo T+ 4 &L Inheco Multi
TEC avkO—)LAYFAH)—2T CPAC 2 1 [THHLET, &5IZ Bravo Ty 6 ENEEL
Inheco Multi TEC A kA—JLAYFAY)—2T4 CIZERELET , Bravo Tv¥ 6 Fld Inheco
Multi TEC a2 hA—)LAYFRY1)—2T CPAC 2 2 [THEHLET,

4. TYFXF9BEDF5—% 0 CIZERELET . FI—UH—/\—IZ[FD71E<EE 300 ml D 25% TR/ —
ILINAD TR EE RS,

o

FRNTFILIZI LAY — ETYX 4 BLIBICHREFT,



3. YT ILORR

6. & 11 IZLf=A>TFvTRyo X% Bench Microplate Handling Workstation [ZtvkLET

% 11 LibraryPrep_QXT_ILM_v1.0.rst F® BenchCel O #HAECE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box Empty Empty Empty

2 2 Tip boxes Empty Empty Empty

3 2 Tip boxes Empty Empty Empty

4 3 Tip boxes Empty Empty Empty

6 4 Tip boxes Empty Empty Empty

12 8 Tip boxes Empty Empty Empty

7. P21 O 2 [TSRIAIZET. R 14 IZLT=AY>T Labware MiniHub [ZZEDTL—kOFvTRYY
AGEEYRLET,

AMPure beads [2&5H > 7 ILIEREHED A

8. AMPure XP E—X BB RN ERICROTWWAIEEHERLET  FRAEEFXLAVESIZLTLE
Y,

9. E—XBERDIREDCEINY—IZHEFET, KCERALET .

10. 5 —714RBEIZL 1= AMPure XP E—X%&&i®& 55 uL %. Nunc DeepWell V—RFL—rDEAT
BEITILIZANTET , ZDY—ARTL—IE MiniHub ®At vk 3, shelf 2 ITEEET,

11. 15 mL @ nuclease-free 7k%& A#11= Thermo Scientific ') H—/\—%&#{ELE T,
CDYHY—/\—% MiniHub DAtk 2, shelf 2 IZEEFT,

12. 45 mL OFHLLARILT= 70% TS /—I)LE AnT= Thermo Scientific JH—/\—Z#HLET U
H—/\—®OBIE(Z nuclease-free IKERXRIMDILKSIIZHIZEDITEHEEFHEIDLET .

ZD')HF—/3\—% MiniHub ®hE Yk 2  shelf 1 ITEEET,
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3. YUTILOFER

SATSYERBMTRE—3yH R & Stop Solution V—RFL—rD
13. Eppendorf twin.tec full-skirted PCR L —r&ALVT, Stop Solution Y—RTL—rE##FELE

j—o

17z)L&HT=Y 35 uL M 1 x SureSelect QXT Stop Solution ZFEHT LI TILIZANET,
ZDFL—r%E MiniHub DAt vk 4, shelf 4 [TEEFE T,
14. SureSelect QXT buffer & SureSelect QXT Enzyme Mix ILM Z&EiEREDHRILTYIRZIXFH T

FCGRBLTREUA Y ULET,

NoDREEF-20CHLEYH LI R TRIETHY ., ALERIETCIZ-20°CITRL TS,

UTDARATYT TR, ERATIHAEDENGEDIESDETH. DNAMF DY A XD
[EoD2EEL-LT aEEEAHYET .

SureSelect QXT Buffer & Enzyme Mix [&, {86 THMENSLVERTY . LTORTY
TTRENTNS, D EBLVEREDAEITR>TEEBTALSICTEE LS, BRE
DIEREBLIOIE. FHESFIURIGBRETLICH—ITRET AIENBH T

BEETY,

15. R12(CLI=A > T BYLEDSA TS ARTRI—IvIREEKLES
RILTVIRAIHY T 20 MHEEHLTRIGBRETEICEE 06, KEIZEEFET,

£12 SATSURARTREI—IVHIRADE(E

Volume for Volume for

Volume for Volume for Volume for Volume for Volume for

SureSelect QXT Reagent 1 Library 1 Column 2 column 3 Column 4 Column 6 Column 12 Column

SureSelect QXT Buffer 17ul  2678ul  4123ul  5569ul 7015 ul 1054 ul 2108 ul
E

SureSelect QXT Enzyme 2 ul 315 ul 485 ul 65.5 ul 82.5 ul 124 ul 248 ul

Mix ILM

Total Volume 19ul  299.3ul  460.8ul  622.4ul 784 ul 1178 ul 2356 ul




3. YT ILORR

16. Nunc DeepWell plate # FHLVT., A7y 7 15 TEFELI=BREE L Library Prep Master Mix ¥
—RTL—hEEFELET,
Library Prep Master Mix % 13 23R 9 &3(Z. Nunc DeepWell 7L—FDHSL 1 DETD™
IILIZANET,
CDIRF—IVYRIE5HET B KEITENTZEN, SO RA—IYIRY—RTL—KE
REMICE 4 DLSIZHYFET,

% 13 LibraryPrep_QXT_ILM_v1.0rst BT RA—IvHRY—RFL—rDEEEL

. Volume of Master Mix added per Well of Nunc Deep Well Source Plate
Position on

Master Mix Solution Source Plate 1-¢olumn 2-Column  3-Column  4-Column  6-Column  12-Column
Runs Runs Runs Runs Runs Runs
Column 1
Library Prep Master Mix (AL-HD) 34.9 ul 55.1 ul 75.3 ul 95.5 ul 135.8 ul 267.1 ul

Pt b bl
<<

&
<<

B 4 LibraryPrep_QXT_ILM_v1.0.rst AR RAI—IYIRY—RATL—rDIRI—IV I ADEE
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3. YUTILOFER

17. RRAA—3IYHRJ—RTL—r% PlateLoc Thermal Microplate sealer To—JLLET , REIE
165°C. 1.0 ¥ TY,

18. 30 BAREL AT BIET, BEORTL— o —ILIZHWV =R EZEL. [iaZlkREET,
CHDIARZ—ZIYHPRY—RATL—MIKEIZEEZEFT,

Y—RTL—rDFEPRIZTANASTIVSE, Bravo [CEKAELLVEREDEEATEEE
Ao BENHMES AT LDSUERO BRI —RTL—rEL—ILL REV A D 0T (7o

TLEEELY,

Agilent SureSelect QXT BElEL X T LD EVH
19. FL—hORZEFITERELT, & 14 (ZLFzA> T, MiniHub 2 EEwyLET,

5= 14 LibraryPrep_QXT_ILM_v1.0.rst FA® MiniHub O #)HAEE

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top) Empty Empty Nunc Empty Empty
DeepWell plate
Shelf 4 Empty Empty Empty Stop Solution
source plate
from step 13
shelf 3 Empty Empty Eppendorf  Empty Empty
plate
Shelf 2 New tip box MNuclease-free AMPure XP beads Empty
water reservoir in Nunc DeepWell
from step 11 plate from step 10
Shelf 1 (Bottom)  Empty tip box 70% ethanol Empty Empty tip box

reservoir from
step 12




3. YT ILORR

20. & 151ZLf=A>T. Bravo Ty¥IZFL—rEtvbLET,

% 15 LibraryPrep_QXT_ILM_v1.0.rst FH® Bravo Tv¥X D # A E

Location Content

1 Empty waste reservoir (Axygen 96 Deep Well Plate, square wells)

4 Empty red insert

G Library Prep Master Mix source plate (unsealed)

7 gDMNA samples (5 pl of 10 ng/pl DNA per well) in Eppendorf plate (unsealed)
9 Empty Eppendorf plate on red insert

VWorks S>tvbk LibraryPrep_QXT_ILM_v1.0.rst ME1T

21. b7 T 74—L.D SureSelect Protocol to Run M T ® LibraryPrep_ QXT_ILM_v1.0.rst.%
EIRLET,

22. FRATHIYUTILDOATLEZRIRLTZE 1.2, 3,4, 6, F=(E 12 hTLAERTEET,
23. Display Initial Workstation Setup 2"y L%Ed,

@ Display Initial
e Workstation Setup

24. T—HYRAT— 3 M T+—L@D Workstation Setup FEEICREN TS KSIZEYNTYTTET
WENLTRERRL TLZEW, CORTYT TeYNTYTRBEEF TILFvod 5 LIICL TS

Workstation Setup 4

MiniHub #

MiniHub Cassette 1 MiniHub Cassette 2 MiniHub Cassette 3 Mml*i‘:

Shelf 5 L

| j

. ..E!'-‘?"I\. e T L e T T —
LY,

25. SZN\TDEBENAOTWAIEEHERL. A= vS5/4XLET,

26. F£ER1% Run Selected Protocol #41) w4 L TLIE&LY,

» Run Selected
y Frotocol
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3. YUTILOFER

27. BRI BEMMTE =L, FTERDI1UFEID OKZED v ILTZELY,

-

VWaorks

2]

./.._.-"".

\ This runset contains protocols that will start running as soon as

W possible.

Before you click OK, verify that the systemn is ready for the runs to start.
If you are not ready to start a run imrmediately, click Cancel.

oK

Cancel

LibraryPrep_QXT_ILM_v1.0.rst SotybE# 1 BRENNYET . BT T HERFREINE=T7TH TH4—
30 DNA %27 )Lid Bravo TYFD 7 BITHDITIYRURILITTU—MMI A= KRBIZEYET,



3. YT ILORR

STEP3 F7H 7R —{tZ gDNA 54 T35 1) DI

ZDARAT YT TIE, Agilent SureSelectXT BE){L L X7 LlETFORa)L Pre-Capture
PCR_QXT_ILM_v1.0.pro #FL\T, A 72— 11+E DNA ST IILDEBED =8O DB R FRTYT
ETVWET, TD%.PCRIL—rEH—TILYAUS(12FL ., BIBRIGETVLET,
CDRATYTTIE, & 16 ITEEH D SureSelect QXT Reagent Kit IZE&FEN SR EEZFRALET,

R 16 FYTFYHISATSVBIEBEOHE

Kit Component Storage Location Where Used
Herculase Il Fusion DNA Polymerase SureSelect QXT Library Prep Kit Box 2, -20°C page 48
Herculase Il 5x Reaction Buffer SureSelect QXT Library Prep Kit Box 2, -20°C page 48
100 mM dNTP Mix (25 mM each dNTP)  SureSelect QXT Library Prep Kit Box 2, -20°C page 48
SureSelect AXT Primer Mix SureSelect QXT Hyb Module Box 2, -20°C page 48
DMSO Transferred to Room Temperature storage on page 38 page 48

473 DYARAVEIR—LaVvEHCT=H12, PCR RIGRDFARIE IR TRDS
N0 —2TYTH UV S0 TEEAT PCR 7—FHhIZTHEEDRE T TEREL TS
it A

—9XT—ar D ¥l
1. FS—OEREREHEAN.0 CIZEYFLET Bravo TyF®M 9 BEAHEHLET , FS5—UHF—/—
(XD 7<EE 300 ML D 25% TR/ —ILE ST TEEHERL T,
2. LibraryPrep_QXT_ILM_v1.0.rst 5> CfEALT= Labware MiniHub ®Atvk1 shelf1. shelf2
DF VTRV RIEFEL, DRI 3> DT L— b EFITRYIRIET R THFIT TS,

3. Bravo Ty¥E—rIJAVIDEERKE (p.19)ZSHEL. Inheco Multi TEC Control #vFX9')—
VEEST Bravo 7YX 6 ZEDEEZHLMNLEH 4° CIZEHRFELTLESLY, Bravo Ty 6 FI&
Inheco Multi TEC Control 2y FRX9')—>T CPAC 2 2 ICHEELET,
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3. YUTILOFER

4. & 17 IZL1=H>T BenchCel Microplate Handling Workstation [CFY TRy RZEYLET,

% 17 Pre-Capture PCR_QXT_ILM_v1.0.pro FH® BenchCel D #{AEE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box Empty Empty Empty
2 1 Tip box Empty Empty Empty
3 1 Tip box Empty Empty Empty
4 1 Tip box Empty Empty Empty
i 1 Tip box Empty Empty Empty
12 1 Tip box Empty Empty Empty

pre-capture PCR RRA—IYHIRERRAA—SYIRY—RTL— D # (il

5. & 18 [ZL1=h’>T pre-capture PCR YRA—IV I REFHEERAELET , RILTYIRXTRLIBHL.
KEICEWTHEEET,

18 F+TF ¥R PCR TRA—IVHIRDFHH

SureSelect ™7 Volume for Volume for Volume for Volume for Volume for  Volume for  Volume for
Reagent 1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns
Nuclease-free 13.5ul 172.1 286.9 pl 401.6 pl 516.4 pl 745.9 pl 1491.8 pl
water

Herculase Il 5X 10.0 pL 127.5 pl 2125l 2975l 382.5 pl 552.5 pl 1105 pl
Reaction Buffer

DMSO 25pL 31.9pl 53.1pl 744l 95.6 pl 138.1 pl 276.3 pl
dNTP mix 0.5 pL 6.4 pl 10.6 pl 14.9 pl 19.1 pl 27.6 pl 55.3 pl
SureSelect QXT 1.0 pL 12.8 pl 21.3 pl 29.8 pl 38.3 pl 55.3 pl 1105 pl
Primer Mix

Herculase Il 1.0pL 12.8 pl 21.3 pl 29.8 pl 38.3 pl 55.3 pl 110.5 pl
Fusion DNA

Polymerase

Total Volume 28.5 pil 363.4 pl 605.6 pl 847.9 il 1090.1 pl 1574.6 pl 31493 I




3. YT ILORR

6. LibraryPrep_QXT_ILM_v1.0.rst @S> THAL = Nunc DeepWell R RZ—3v I RY)—RTL—hk
EEALES . TRE—IVIRY—RTL—rDHATL 2 DFTARATOVILIZ, FREDE 19 ITEEH
ENTVBHEND PCRIYRE—IVIREMAFEY , CDOVRE—IVIRY—RTL—MIJZIEMIC
5D&IHBYET,

% 19 Pre-Capture PCR_QXT_ILM_v1.0.pro AR AS—IYHRY—RTL— D

Master Mix Position on Volume of Master Mix added per Well of Nunc Deep Well Source Plate
Solution Source Plate
1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
Pre-Capture PCR  Column 2 419 721l 1024 pl 132.7 pl 193.3 pl 390.1 pl
Master Mix |:A2-H2}

pre-capture PCR Y—RX L —hrZ#HLLY Nunc DeepWell 7 L—rTHERT HIHA TH.
column 1 DI T)LIFFTRTEDEE. column 2 DFTRTDHIT)LIZ PCRIRZ—IVHIR
MR TSN,
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3. YUTILOFER

4
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5 Pre-Capture PCR_QXT_ILM_v1.0.pro R RAZ—3vIRAY—RTL—+DEE

7. RRHB—IYHRY—RTL—I% PlateLoc Thermal Microplate Sealer TTL—r&#>—ILLET,
&E(E.165° C. 1.0 T,
8. TL—r#FIOMMEDL. BOTL—ro—ILICDWVEEEEL. RAEREET,

Y—RTL—bDBRIZADHDHE Bravo iBRIFD T TS5V I+— L TIERICEEN BN
WIERBYFET . T V—RTL—ESUDHIZ—ILL EDLTLIESLY,



3. YT ILORR

Agilent NGS BENES R T LDRTT
9. & 20 [ZL71=A > T Labware MiniHub Z#{&L %9,

%% 20 Pre-Capture PCR_QXT_ILM_v1.0.pro Fi® MiniHub O ##iEE

Vertical Cassette 1 Cassette 2 Cassette 3 Cassette 4
Shelf

Position

Shelf b Empty Empty Empty Empty

(Top)

Shelf 4 Empty Empty Empty Empty

Shelf 3 Empty Empty Empty Empty

Shelf 2 Clean tip box Empty Empty Empty

Shelf 1 Waste tip box" Empty Empty Empty tip box
(Bottom)

*The clean tip box (Cassette 1, Shelf 2) & waste tip box (Cassette 1, Shelf 1) [&
LibraryPrep_QXT_ILM_v1.0.rst D52 D&IZFDFEFEL. BUFEALET,

10. & 21(ZLE=A">T Bravo TyFZF#[HL TS,

htyk 1 D Shelf2 IZFHLWFYTRYIREHRET DIGE LTV DHEICFVITRYIADA
SL1DFVTEITARTRYBRWNTLEEWL, A5 L 1 IZFYTHAA-TLSE Bravo 75k
TH—LDERYCANYRDNBEY T T, V59 21T 5RBRAHYET .

%% 21 Pre-Capture PCR_QXT_ILM_v1.0.pro Fi® Bravo 7YX DI E

Location Content

i Empty PCR plate seated in red insert (PCR plate type must be
specified on setup form under step 2)

7 Adaptor-ligated DNA samples in Eppendorf plate

9 Master mix plate containing PCR Master Mix in Column 2 (unsealed)
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3. YUTILOFER

VWorks Z7OkaJL Pre-CapturePCR_QXT_ILM_v1.0.pro D =E{T

11. SureSelect yr7vFI7A4+— LD Select Protocol to Run D D
Pre-CapturePCR_QXT _ILM_v1.0.pro #®&iRL %I,

12. Select PCR plate labware for Thermal Cycling D TDF LA A= 1—h 5, Bravo T
D6 B/IZHKET S PCRIL—rDEATEZEIRLET,

13. FRTEIHUTILOOSLEEBIRLTEE 1,2, 3, 4,6, F=lE 12 WS LNEIRTEET,
14. Display Initial Workstation Setup ) vo L%,

@ Display Initial
e Workstation Setup

15. NGS BEIE L R T LM T+—LAD Workstation Setup fBEREN TS ESIZEYNT YT T
ETCWAIDTHERL TSV, CORTYTTEYNTYTRBEES TILFvoT5E3I12LTK

Workstation Setup 4

MiniHub f

MiniHub Cassette 1 MiniHub Cassette 2 | MiniHub Cassette 3 Mmﬂ‘l‘:

Shelf 5 ;

{

-, Ehﬂ'l\ B gl ket Bt il i e
=&Y,

16. SZNTDEBFENAS>TWEIEEFHERL. A=¥S54XLET,
17. ##:2% Run Selected Protocol #41) w9 L TLEEELY,

» Fun Selected

U Protocol

Pre-CapturePCR_QXT_ILM_v1.0.pro 7ErILDERFTIZIFE 15 HhdVUET, ETT5HE. DNA
BT )LE PCRYRA—IYYADRE SN Tz PCR-ready 4> 7 /LA Bravo 7w+ 6 F®MD PCR JL
—H:}-\’D'CL\afj-o



3. YT ILORR

18. RDAytE—UH VWorks BIE LIZRTENT=z5, PCR FL—k% Bravo T+ M 6 FHS5EYS
L. PlateLoc Thermal Microplate Sealer T —JLLE Y, %7€ (X 165°C. 3.0 ¥ TY,

-

Plate ready to seal

Seal PCR plate and run thermocyder
protocol,

Iser data entry: |

Pause and Diagnose Continue

19. TL—b% 30 WEEDL, BITROTOWSRREEICRD . [IBEREET,

20. PCRTL—FEH—TILHAIFIZHBL, R 22 [TRBE SN TVDEIET OV S LERMBL TS
LY,
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3. YUTILOFER

5 22 Pre-Capture PCR 912704554

Segment Number of  Temperature Time
Cycles

1 1 68°C 2 minutes

2 1 98°C 2 minutes

3 8 98°C 30 seconds
h7°C 30 seconds
12°C 1 minute

4 1 12°C 5 minutes

B 1 4°C Hold




3. YT ILORR

STEP4 AMPureXP E—XIZ&kB7F T2 —tZ gDNA 5S4 TS5 ) DEH

ZORFyFTlE. Agilent NGS B EIES 2T LT AMPure XP E—X L1818 1-7 4 F4—1f+= gDNA
S475")% Nunc DeepWell FL—HMZ#LTHEHL. E—XIZ#EE L= DNAZ%%. BH T 5124E%

==

EITLET,

J—
1.
2.

HAT—av ERED LG
Labware MiniHub & BenchCel EDTL—rEFYTRYIRIE, TRTHFFITTLESLY,

AMPure XP E—XHWERTHHZLZHERLTZEW, (FERT2H407%<EL 30 H UL LERTIC.
AMPure XP E—X(4° CREF)EZERICELTHLELIITLET)AMPure XP E—XIEAEREFL
BOESITEELTZELY,

 E—RXBERRDKRELCBAY—ITHLEET, LGRAELET .
. H—ARBEICL 1= AMPure XP E—X# &% 55 uL %. Nunc DeepWell V—RFL—+DERAT

BEVIIICANET ERATIHUTILRICHHOE T, 49 A1 55 HT 1T KEULT A2 i H2
[CELSIEE T, E—XEANDLIITLTEELY,

. 20 mL @ nuclease-free /K& AfLf= Thermo Scientific ) F—/\—Z#{#ELE T,
.45 mL DEHLGARLT= 70% T4 /—)LE ANnT- Thermo Scientific JHF—/\—Z#HLE T,
. ¥IEL7= DNA YT ILD A>f= PCR 7L —r% 30 BREIE DL TEDSTL— o —ILIZDUV =R

EERELETS .
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3. YUTILOFER

8. & 23 [ZL1=h’>T Labware MiniHub IZEFEZE Y LFT, T—IRXT— 32D Labware
MiniHub IZFL—rEty 3 BRE1E p.21 DX 2 DREIE (A1 DELEH MiniHub (CIEEXRLTFREIE
DEIEBIZHD) TTIL—FEBLTLEELY,

% 23 AMPureXP_QXT_ILM_v1.0.pro:Pre-Capture PCR AA® MiniHub D #)¥ift &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

shelf b (Top) Empty Nunc Empty Empty Empty

DeepWell plate
Shelf 4 Empty Empty Empty Empty
Shelf 3 Empty Empty Eppendorf Empty Empty
Plate
shelf 2 Empty Muclease-free water AMPure XP beads Empty

reservoir from step 5 in Nunc DeepWell
plate from step 4

Shelf 1 (Bottom)  Empty 70% ethanol Empty Empty tip box
reservoir from step 6

9. K 24 IZLT=HA>T Bravo TvFxIZTL—rEtYrLET, Bravo TyF¥ 9 FIZIE. FLVFILI=D
LAY — EBE. FOLIZTL—FEEYMLTTELY,

% 24 AMPureXP_QXT_ILM_v1.0.pro:Pre-Capture PCR Fi® Bravo Tv¥ D ¥ E

Location Content
1 Empty waste reservoir (Axygen 96 Deep Well Plate, square wells)
9 Amplified DNA libraries in unsealed PCR plate seated in red insert (PCR plate

type must be specified on setup form under step 2)




3. YT ILORR

10. % 25 [ZL7=A%>T BenchCel Microplate Handling Workstation [ZtvkLET,

& 25 AMPureXP_QXT_ILM_v1.0.pro:Pre-Capture PCR fA® BenchCel D #I#iEtE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box Empty Empty Empty
2 1 Tip box Empty Empty Empty
3 2 Tip boxes Empty Empty Empty
4 2 Tip boxes Empty Empty Empty
i 3 Tip boxes Empty Empty Empty
12 6 Tip boxes Empty Empty Empty

VWorks ZOk3aJL AMPureXP_QXT_ILM_v1.0.pro:Pre-Capture PCR DE{T

11. vyb7vFT74+—L@D Select Protocol to Run M T @M AMPureXP_QXT_ILM_v1.0.pro:
Pre-Capture PCR #&#iRLE T,

AMPureXP & 7Oka)L(E SureSelect D EEMET—Y70—CHEHEFERALET, 70O
FaOLEFNFNREAYETOT, BEETOrILEFRETAEESCIISHTELLNTORT
IWEEIRT B ESLTEELY,

12. Select PCR plate labware for Thermal Cycling D TD 7 LA 2 A1 —/Mi5, Bravo T
FDIFBIZHD. EIELI=DNASATSUDA>1z PCRTIL—DRALTERIRLET,

13. AT IHUTILDHZLEEERLTIZE, 1.2, 3.4, 6, FfzlE 12 S LHIBIRTEET,
14. Display Initial Workstation Setup %'y L%E3,

@ Display Initial
e Workstation Setup
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3. YUTILOFER

15. NGS BEMtS AT LD TA—LD Workstation Setup FBEI T RENTWNAESIZEY T YT T
ETVSHIDTRERL TS,

Workstation Setup
MiniHub

-

MiniHub Cassette 1 MiniHub Cassette 2
Shelf 5

e W

MiniHub Cassette 3 Minik

o | LSNHA L i T R Y T e e

16. S=NTDERMNPAODTWBRIEEFFERL /=954 ALET,
17.

##:2% Run Selected Protocol #4') vy L TL=&LY,

Fun Selected
Priotocol

AMPureXP_QXT_ILM_v1.0.pro: Pre-Capture PCR 7O raJLDEFTIZIZH 45 DMV ET . ET
THEREE DNA YT )LIE Bravo TyFD 7 &(Z$H S Eppendorf DT L—rDHRIZA-TLNET,



3. YT ILORR

STEP5 BERikEIZ&D gDNA SATSVDYAXFzvILER

FEE BIEL-TH TA—1E gDNASA TS DY A XEEEE. 1\ (T T+ 544 DNA1000 7yt
4 4,L< (% TapeStation D1000 Screen Tape ZEHWWTRIELEY

Option 1: Agilent 2100 /Xf# 73544 M DNA 1000 FyFLRARLX VI NEFERTHEE

EIEL=54T 35V &/N\AFTF545 D DNA 1000 FyTEREXYNERWTAELES . /NMFT7F

SAHDIXHARTVIIETE Web YA DS A I O—RN =12 CEMTEET,
http://Agilentgenomics.jp

NOTHR—PFAAT I ERINDAIE. TV ERRFEITOVT, ATAPILFRER—DORENE
HEROIZBENEHELESLY,

1. Agilent 2100 expert VI D7 EEBIL. NAF T FIAFRKEEDIZ2 =7 —2 a3 7 HERLE
ER

2. PlateLoc Thermal Microplate Sealer TFL—r&>—ILLET , 5XE (. 165°C. 1.0 ' TT,

3. BITIDYUTINEE—I2FTB=HTL—rE 5 BRILTYIALT=#. 30 EIEDLTENST
L—ho—ILIZDWV R ERELET,

4. AT FIAFDREFARIZHN, FVT STV SEERELET . HICEE ST
&Y 1L 2EALFET,

5. ARSIz FVTENAFTFIAFITEV b LET, FYTHREEK. 5 HLAIZSUERE—
SEDIBELHYET .

6. EREFVILET . K 6 DK 245 bp hid 325 bp DRI T ILE—UDE—O Ry THSH
HIEEHERLET .

gDNA SATSYDE—Shy T 245 bp KYEMEYENMES . BOOM LR Ty TS
5328 gDNA ST ILED 50 ng KU DEh - -mTEEMEN Y . Duplication Rate D&
LY Sequencing T—RLHBATEEMENHYET . HIZ DNA SA4TSVDE—I My TH 325
bp KYULALEYRIMES . Z#D gDNA HUTILOEMN 50 ng KYEhof=alkEELH
1. On Target %M1&L Sequencing T —2 A ATEEME A HYET

7. B2A4TIVDREZRELET  AATE—VLEDEEZ/NAXTF54F D Smear analysis
WREZRAVTERLFY , ERLGEEDT-OIZ, Gonf=REA/NAFT7 544 DNA 1000 Fv
FOEREEARNICHDIEERELTT S,

Stopping Point: RDATYTEFTCITHHVMES . HTILIE 4°C TBRREFETEET,
1B &YRURET 5154 1%-20°C TREL TS,
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3. YUTILOFER

40

15 50 100 150 200 300 400 500 700 850 1500 [bp]

L)

——r - . T v + v

15 50 lii-} 15 20 300 4‘:!) 0 ,\_:- ) 1500 [bp)

6 *FvrJF+Hl PCR TR =75 T 2—{+Z DNA 54735 D Bioanalyzer 2100
DNA1000
Tyt DikEIE



3. YT ILORR

Option 2: 4200 (% L<[% 2200) TapeStation & D1000 Screen Tape ZEH 3 51HE

TapeStation ® D1000 ScreenTape (p/n 5067-5582)& & iR ZE v M (p/n 5067-5583)&FRALET
TapeStation DIREI =27 JLIETEE Web A bMSA I O—R W12 SEMNTEET,

http://Agilentgenomics.jp

VD THR—MFAATIEREINBZF L. TOEAFEXIZOVWT, ATOPILERR—COBNE
bhEROIZBELEhELLESLY,

1. Agilent TapeStation User Manual 5B L TH T ILEEHELTT I, EiES - DNA 54T
S1)% 1 uL XY, D1000 sample buffer 3uL &BAELET .

EHELEEDT=-HIZ. DNA & sample buffer Z;BE71=H>7)L(Z. TapeStation {1 /&
RILTYIRZIFHTTORIIVIZIEEDOMHE. FRORILTYIRESHLTREWNES
REREICRELTI0# x2 @, BEITEALTTSULY,

2. Agilent TapeStation User Manual 288 L T. Step1 DY FILTL—rEFIERMN) v TFa—
7. D1000 ScreenTape & Loading tip % TapeStation [t ykhLET , S EFBIBELET S

3. MREFVILFET . K 7 DRBRID LG 7 MA G5, 245 bp A5 325 bp fTIADLIEIZ.
SO IWAATE—YDE—I T HHEIEEHRELET,

gDNA SATSUDE—4hyTh 245 bp KUELAEYELES . BHOMAIERTYTIC
5328 gDNA ST ILED 50 ng KU Eh-f-mlEEMEM Y . Duplication Rate D&
LY Sequencing T—RLHBATEEMENHYET . HIZ DNA SA4TSVDE—I My TH 325
bp KUEMLZYRIMES . &#D gDNA BT ILDEM 50 ng KYEh>I-ATEEELH
L. On Target %M1&L\ Sequencing T—2 D ATREME AR HYET,

4. ZORAATE—YLKDEE% Region Table ##8e2 AT, AIELET . BTED S/ 8—2(2
FYUTILEITELDENVNRONDEZEAHYET . BON-EENT VNN EEEEANTHS
CEEHEFRELTT L,
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Sample Intensity [FU] (1043)

Sarmple Intensity [FUT (1043)
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3. YUTILOFER
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Lize
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F+7FFhi] PCR THIEENT=7 5 T 2—{+ZE DNA 547 31) (D 2200 TapeStation

D1000 ScreenTape TH#TLI=#kEIE



4. N(T)FALE—a>

o}
.o. O .o.
0%
.... ....
...
o’ o % 4 NTUHLE—aY
e}

STEP1. NATYFAE—2a %7575 T3—(1E gDNA YU TILD#ERE 64
STEP2. gDNASA TS XN TFo—S4TS)DNAT)EAE— 3> 68
STEP3. NATYFAXEf= DNA H 2T JLD[EUR 82

COETIE. METHULIE-T7HTE2—1+E gDNA S4T51&, 7oL ME®D SureSelect £L<
(X ClearSeq DF v TFvS54T35 %, TAVFUIRELEBITNATVIAXLET . ETE T4
— 1+ gDNA S4T5YH 2T )LIE PCR T Index #5403 BH1IZ. FREFN@EBIZ/NAT )
BARX, XX TFoEiToTLIEELY,

XY ITFNTA4TFVETFTRFE cDNASAT S DL, B> Capture $1FEE1F
BI-BITBHTEETYT , FTAPILEBDEICLIZA>T. NATYFIE—av %
ToTLESLY,
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4. NATV)EFLE—ay

STEP1 NATYFALE—L 3 0FFTIT7FTA—HZ gDNA 54 TS5 ) DElR

BYHUTINDTETE—FE DNASATSIIZH LT BRINAT)FAE—2a30 EX T FEST
WET, COBBTIEH YT ILET—IILLENTEELY,

NATYFAE—2aVIERTETETI—FEDNASAT I DEREF YT Fv34T3VDH AKX
[CEOTERBYES , K 26 [CRSNSEEANTHEARREGRAEZFEAL TSN,

& 26 NATIFAE—2aVIERTEITFT5— & gDNASATSVE

Capture Library Size Amount of prepared gDNA library used in hybridization

Libraries 3.0 Mb (except ClearSeq 750 to 1500 ng DNA
DNA Kinome; see below)

Libraries =3.0 Mb and ClearSeq DNA 500 to 750 ng DNA
Kinome (3.2 Mb)

p.59 M5 p.62 DFIBTRELIZZE YT ILD DNASATSREMNS, FREOKXZRAWLT. /N (T
BAE—aVITERT IRV UTILEEHELET,

BHUTILDBEEWUL) = 750ng .~ DNASATSYEE (ng/ul)
HLLIE
BT DOBEE(UL)

1500 ng .~ DNASA4TSYEE (ng/uL)

HUT I EDORENHREINDIFEAELY DG E (T (ClearSeq DNA Kinome M54 731 DY A
ZH3.0 Mb I FDIBA T 750 ng. 54T 5+ 4 XA 3.0 Mb Ll E DA TIE 1500 ng) . T
D DNAHUTINENATIEAE—=a ITFERLTESLY,

Agilent SureSelect QXT B &)\t 7B k)L Aliquot_Libraries_v1.0.pro T/\A ) F A E— a2V (2fE
A3 5& DNASATSVEFHLWH T ILTL—MIHELET BEMETOMILEERT BRI, @
BTV EEEEEV AT AIZIERT 50D RETEROFIEICLEN>THERTIHENHY
F9,



4. N(T)FALE—a>

8 2 RT K32, AyFE—%DIFf=.csv(comma separated value) 771 ILEERBRLET . A
B —DXFITIEAR—REEFRNELSIZLTLESLY, 2D FIE Microsoft M Excel EDRT
LyRS—MERT7 TV r—2avzE>TEY RET SIRIC.csv 74— YMMITHIEHTEE
T, CDITFAILIETL—bDE 96 VTIL 3 DIT(Rows) 2 ETLHENAHYET,

£ DNAHUTLITONTAYE—DIRE DEH/REAALES

SourceBC DAIZ(F, T IWTL—bORNBEFEF/S\—a—FEAHLET ., SourceBC D7
(.9 RTDH Row TRILIZHYET,

SourceWell & DestinationWell Q321 TL—FTOFNAEFNDITILDLELEZADLET,
SourceWell & DestinationWell IZEZMN-RBRIFE YT ILIZDWTRICIZEYET,

Volume DFNIZI&, NATIVEAE—2aVITERATSHDNAYUTILE (W EETREN AL
F9 (p.64 DHAFFAVESRLTZEN) B 8 ITRT LI, TL—FDZEDITILIZIET
RT O EANLTLZEN  ZO I TILOITIFBIBRLELKSITLTESLY,

A B I C | D

1 |SourceBC SourceWell  DestinationWell  Vaolume

2 |SamplePlateXYZ Al Al 535
3 |SamplePlatexYZ B1 B1 4.28
4 |SamplePlatexYL 1 L1 4.75
5 |SamplePlatexYZ 1) 01 519
B |SamplePlatedyI E1 E1 549
7 | BamplePlatel I F1 F1 466
8 |SamplePlateXYZ 1 =1 s05
9 |SamplePlateXyZI H1 H1 437
10| SamplePlatexYZ A Al 1]
11 | SamplePlatexyZ B B 0
12 | SamplePlatexYZ L Ld 1]
\ﬁ_ﬂqmdﬂﬂlr\!ﬂ':ﬁhu-\. S ' [ ----.\,__..-|.-"ﬂ:|‘-I b, T ke -\_\__r-\--\.q_j

8 HAFLIFVADYUTLGBO=HDYTIVRTLYES—E

HYUOTIWATUYR—MEITFRDOTALIMIZHYET,

C: > VWorks Workspace > NGS Option B > QXT_ILM_v1.0 > Aliquot Library Input
Files > Aliquot_Libraries_full_plate_template.csv.

Aliquot_Libraries_full_plate_template.csv 774/ L&D 74+ )LFIZaE—L. T 7L —F
&L T Aliquot_Libraries v1.0.pro S>® csv 774 IVEERT 5=-IFERATEET, 12
HSL(96 BT IEYDENSL DT TL—RELTERT BB, 96 HTILHD
5l (Volume &) (FZDFFZEL. FERALLZLDTILD Volume #iZE 0 EANTBEIITER
LTLIZELY,
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4. NATV)EFLE—ay

3. VWorks VI I7 AU RR—ILEN TS PC DRDTA LA Z.csv T7MILEA—RLET,
C: > VWorks Workspace > NGS Option B > QXT_ILM_v1.0 > Aliquot Library Input
Files

4. FS—DEREAN.0C IZtYyrLET . Bravo Tyx®d 9 FEMNHELELET, F5—)HF—/\—
IZ1E75<EE 300 mL ) 25% TR/ — LS A TWAI EEFEEL TS,

5. 3 271zL1=hA">T Bravo Tw*%#ELET,

5 27 Aliquot_Libraries_v1.0.pro Fi® Bravo TYy¥X DA E

Location Content

] Empty Eppendorf plate

B Empty tip box

8 Mew tip box

9 Prepped library DNA in Eppendorf plate

6. SureSelect 7yr7 v T 7+—LD Select Protocol to Run H\5 Aliquot_Libraries_v1.0.pro
ZERLET .

7. Display Initial Workstation Setup #2')vJL%Ed,

@ Display Initial
S Workstation Setup

8. T—ORT—3rMNT+—L® Workstation Setup FEEIZRENTNBKSIZEYN T YT TET
L‘éb‘%\fﬁﬁmwa(f'éb\

Workstation Setup

=

MiniHuls 1;
MiniHub Cassette 1 MiniHub Cassette 2 MiniHub Cassette 3 Mm:r;]

Shelf 5 ;
g

Shﬂ,-l\ A e = e s e o et | -

9. S=N\JNDE ,ﬁb\lofb\é;&’éﬁﬁﬁb 4’_*/—\"74’7\L$‘9"

10. #:2%# Run Selected Protocol #47')wo L T &0y,

Fun Selected

y Priotocol




4. N(T)FALE—a>

11. TOEA7ATRYI AN I=5ZDTo DY —RTL—bDT=OIZ{ERLT-.csv T7AILEIEE
L.OKZ9Uvo LTS EFBLET,

7| Select Hit Pick Input File ==

Please select the hit pick input file for the hit pick replication task at task "5 of
subprocess "Aliquot Libraries”,

C:WWorks Workspace\NGS Option B\QXT_ILM_v 1.0\Aliquot Library InputF III

I Ok | | Cancel |

COHWTArIILIF 96 T ILTH 1 BN MYET , ST TEHCIE DNA 42T )LhS Bravo T
* 0 5 FIZ#HS Eppendorf plate F7L—MZA>1=KEEIZRHEYET,

12. DNA Yo7 )LD TL—r% Bravo TyFMinélY  BHERIDIET 45° C UTODEETYUTIL
FHIRSEET,

13. BS1EL=H T ILFNEFNIZ 12 ul @ nuclease-free KZEMA THIARLET , FUTILORNEE
[CHRSTERYTAUTTEHIETH VTN ELLKBABIELIES. T RITEFELTERY TS
LTLEESLY,

14. PlateLoc Thermal Microplate Sealer TFL—r&L—ILLET , FREIE. 165°C. 1.0 ¥ TT,

15. TL—rE 30 BRI TYIALTCRIRSE =Y VTV ERRITEBRSEET . TDOHR 1 SRR
DL, BEOTL—ho— LDV REREVF UL TRIBEREEY
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4. NAT)FALE—a>

STEP2 gDNA 54 T3 ) & SureSelect ¥ ¥ TF ¥ 54 TSVDNAT)FLE—->

.

3

ZDATYITlE Agilent SureSelect QXT BEE L R TLDTOMIIL
Hybridization_QXT_v1.0.pro #FEAL TNATUA A E—2a 2 EFT BB R FRATYI %
EHLET, TDE. YU TILTL—rEH—TIL Y AHFI12#L T 65°C TREL.DNAHUTILE
SureSelect ¥ ¥ TF¥S54T5"), 1L LLIZL ClearSeq ¥ TF¥S5ATSVENATIVEAXESEFET,

CDARTYITTlEFE 28 M SureSelect QXT HEF VM FRALET , KAEIIRPIZEEH LTLDE
HTRELTESND, Z0% . FRFBEEZRILTUIORITEHL, RELA DU LTS,

£28 NIT)FLE—1avexvTFrARE

Kit Component Storage Location Thawing Conditions Where Used
SureSelect @XT Fast SureSelect OXT Hyb Module  Warm to Room page 74
Hybridization Buffer Box 2,-20°C Temperature (RT). then
keep at RT

SureSelect @XT Fast SureSelect OXT Hyb Module  Thaw on ice page 71
Blocker Mix Box 2,-20°C
SureSelect RNase Block  SureSelect OXT Hyb Module  Thaw on ice page 72 or

Box 2.-20°C page 73
Capture Library —80°C Thaw on ice page 72 or

page 73




4. N(T)FALE—a>

Y=Y AO50DTRIT5 L

1. TFTEOXR29IZLIE=AS>T . NATYEAE—230DT—970—TFERTHH—TILF 495D
TO9SLEAALTEEET,

D—970—0RPICHUTIVEREFVELBEEICZR DO N\ MTUF(E—a>DEHE
DARATLERB—NT BRI —VIL T A ISFE B LTHLCENEETT,

£ 29 INATVFALE—2a>THERT I —TIYAISTATILN

Segment Purpose MNumber of Cycles Temperature Time
Number

1 Denaturation 1 95°C 5 minutes
2 Blocking 1 65°C 10 minutes
3 Hold for NGS 1 65°C Hold

workstation StEDST

4 Hybridization 60 65°C 1 minute
37°C 3 seconds
b Hold until start of 1 65°C Hold
[Iap‘[unﬂ.t

F ZOY—INYA95TOT T LERI—MTBIE, RERY1—LA4IE 35 uL ISERELTTSL(Segment 4 TD /A
ATVEAE—2aV RIGIZEITBRMEIIEAR) 12— L& 35 uL IZHEYET),

T VWorks software [ZAvt—UARRFRSNTF=5, 20 Hold DRATFYTTHUTILEREIZNGS T—HIATF—3
VIZBLET,

¥ HUTILIL p.82 MSEIAT S Capture & Wash automation ORI JLEEREL TLVAR. 65°CIZRE=NET,

Y—TIHAIIDERFREN=H. MEIERIGETHENHYFET . EDASTHERT L
FITIFERE DT TS,
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2.
3.

HDARAT—av DHElR

4. NATV)EFLE—ay

Labware MiniHub & BenchCel EDFL—rEFYTRYIRET R THFFIFTLEE S

NucleoClean decontamination R 7L —i&8&&EF LT A T2 EIZEFEE T, Labware MiniHub,
Bravo 7. KU BenchCel #+0& LKLV TLZELY, NucleoClean decontamination R 7L

—REMNERT ST —MEITEEMAGIRNLIICT IR,

FS—NEEEAN.0°CIZEYFLET . Bravo TvFD 9 BAEHLET, FS—UHF—/n—IL
D75<EE 300 ML D 25% TR/ —ILE ST TEEFFERL TS,

Bravo T 4 BIZHFRWTFILSZH LAY — EHEET,

Bravo Tw&®M 6 F(ZZ JL/A\—® Nunc DeepWell FL—r /oY —rEBEF T, DA H—b
(ENATNVEAE—=2a0TaraLDERDIC DeepWell V—RTL—bD I TILIZBFEZOT

SEIELIR

J—9RT—3> M MiniHub DAtYRAD shelf 2 [CEDFYTRYIRZBLTTFELY,
% 30 M &>I< BenchCel Microplate Handling Workstation [ZFyFiwo R &y LET,

% 30 Hybridization_QXT_v1.0.pro M BenchCel D ##AELE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 2 Tip boxes Empty Empty Empty
2 2 Tip boxes Empty Empty Empty
3 2 Tip boxes Empty Empty Empty
4 3 Tip boxes Empty Empty Empty
i 3 Tip boxes Empty Empty Empty
12 b Tip boxes Empty Empty Empty




4. NT)FAE—3>
TOYIIARE—Iv RN RS

9. LUTOXR3ICLIEASTIAVIRARE—IVIRERBLET AR PE IV EAICIEKEIZ
HBLEIIZL TS,

% 31 TOvyRRE—IVIRDE(E

SureSelect QXT Volume for Volume for Volume for Volume for Volume for Volume for Volume for

Reagent 1 Library 1 Column 2 column 3 Column 4 Column 6 Column 12 Column
Nuclease-free

2.5 ul 49 ul 69 ul 91 ul 111 ul 174 ul 348 ul
water
SureSelect QXT
Fast Blocker Mix 5 ul 98 ul 138 ul 182 ul 222 ul 348 ul 696 ul
(blue cap)
Total Volume 7.5 ul 147 ul 207 ul 273 ul 333 ul 522 ul 1044 ul

X TFo—54T5)—RREI—IyIADAR

10. EXvTFSATIVE@RINAT)EAE—320F 502, K 32 HBHK 3512 RSN TS
SONHXNTFNSATS)NATUELE—30 Mix ZRRELET, BERBEDORILTIYIAILY
TH5MBEEBRL RELA DU LR KEIZEBWTHEEET,

#fHLTz gDNA o TULTL—rDBITIRELDIXYTFvIA4TIVENATVELXT B
CEMTEET, LOLEAS, SATFYDHAINELENIE FrTFrZDEIEY 1)L
HHELBYES . ALYV TLTL—rATE, RBEDOY A XDIA4TSVENAT)FA
A BHEIIEBRZEFBELTZEN,

TL— DT RTOITRLF YT FvS4TFVEERTHEEE. p.72 D Step a (X 32
HL<IEE 33) [CLF=A 2 TR RA—I v I RZRAB L TS,

TL—rDRFITREDF YT FvIA4TI)EERATHHEEIE. p.73D Step b (F 343L
IEFK 35) LI TENEFND IR AZ—I VI RERBEL TLEELY,
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a. IL—rDFRTOFTCRALFYTFrIMTIVEERTIBEIE. FvTFr54T5UD
HAXNIZE>TH 32 HLLIEE 33 I2LIA > TRRI—SU I REABLTEE,

£ 32 XA TFHSA4TS)IRI—IVIRDRE., F¥TFv54T3)H 3.0Mb RiFEDIFE . 8Row 73

Terget size <3.0Mb

Volume for Volume for Volume for Volume for Volume for Volume for Volume for
Reagent

1 Library 1 Column 2 column 3 Column 4 Column 6 Column 12 Column

Nuclease-free

4.5 ul 90 ul 126 ul 162 ul 198 ul 306 ul 612 ul
water
Rnase Block 0.5 ul 10 ul 14 ul 18 ul 22 ul 34 ul 68 ul
(purple cap)
Capture Library 2.0 ul 40 ul 56 ul 72 ul 88 ul 136 ul 272 ul
Total Volume 7.0 ul 140 ul 196 ul 252 ul 308 ul 476 ul 952 ul

R I3 XNTFHSATIFIRAZ—IVIRDRAE., FvTFvS514T5YH 3.0Mb LI EDIES*. 8Row &

Terget size >3.0Mb

Volume for Volume for Volume for Volume for Volume for Volume for Volume for

R

eagent 1 Library 1 Column 2 column 3 Column 4 Column 6 Column 12 Column
Nuclease-free

1.5 ul 30 ul 42 ul 54 ul 66 ul 102 ul 204 ul

water
R Block

nase Bloc 0.5 ul 10 ul 14 ul 18 ul 22 ul 34 ul 68 ul
(purple cap)
Capture Library 5.0 ul 100 ul 140 ul 180 ul 220 ul 340 ul 680 ul
Total Volume 7.0 ul 140 ul 196 ul 252 ul 308 ul 476 ul 952 ul

* ClearSeq DNA Kinome XT Library (3.2 Mb)Z &3
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b. FL—rDBFITTREZXVYIFVYI/TIVEERTIHAE. T TFYS1T3DYA
RIZEoT. T34 BLLIEER 35 IL=M 2T FYRE—IVIRERBL TS & 34
HLLEFR 5 FHUTILITILD 1 TR DHAEEERLTVET . RADBELGHI LY
DTFICRESNTNSEICLI=A> TS,

% 34 XY TFHSATSVRARI—IVIRDTRAH, v TFvS54T5UM 3.0Mb RFHDIHE . 1Row 4

Target Size < 3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for Volume for Volume for
E 1 library 1column 2column 3column 4column 6column 12 column

Nuclease-free water 4.5 ul 11.25 ul 15.75 ul 20.25 ul 24.75 ul 38.25 ul 76.5 ul

Rnase Block 05ul 125ul  175ul 2254l 275ul  425ul  85ul

(purple cap)

Capture Library 2.0 ul 5 ul 7 ul 9 ul 11 ul 17 ul 34 ul

Total Volume 7.0 ul 17.5 ul 24.5 ul 31.5 ul 38.5 ul 59.5 ul 119 ul

R IBXNTFIATII)IAREZI—IVIADRB., XX TFS544T5UH 3.0Mb LI EDIFE*. 1Row 53

Target Size =3.0 Mb

Volume for Volume for Volume for Volume for Volume for Volume for Volume for

Reagent .
1 library 1column 2column 3column 4column 6 column 12 column

Nuclease-free water 1.5 ul 3.75 ul 5.25 ul 6.75 ul 8.25 ul 12.75 ul 25.5 ul

Rnase Block

0.5 ul 1.25 ul 1.75 ul 2.25 ul 2.75 ul 4.25 ul 8.5 ul
(purple cap)
Capture Library 5.0 ul 12.5 ul 17.5 ul 22.5 ul 27.5 ul 42.5 ul 85 ul
Total Volume 7.0 ul 17.5 ul 24.5 ul 31.5 ul 38.5 ul 59.5 ul 119 ul

* ClearSeq DNA Kinome XT Library (3.2 Mb)&& ¢
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Hybridization Buffer Y R4—3vy - XD
o & 36 [CL1=A>T=E T Hybridization Buffer Y R2—Iv o AEFHRL T,

% 36 Hybridization Buffer Y RA—3v O X DA

SureSelect®™T Volume for Volume for Volume for Volume for Volume for  Volume for ~ Volume for
Reagent 1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns
Nuclease-free water 2.5 pl 53.1pl 744l 95.6 pl 116.9 pl 159.4 pl 297.5 pl
SureSelect QXT Fast 6.0 pl 1275 pl 178.5 pl 2295 pl 2805 pl 3825l 714.0 pl
Hybridization Buffer

(yellow cap)

Total Volume 8.5l 180.6 pl 2529 pl 325.1 pl 397.4 pl 541.9 pl 1011.5 pl

TARB—ZIYHRY—RATL—F DS

e Step 9 M5 Step11 THRBL =Y RF—3vY X% Nunc DeepWell FL—HMZ/FL T, YRAZ—=
YIR)—RATL— EEBTHERLET . & 37 [TRENFE-ENDTRE—3vH X% Nunc DeepWell
TL—rDENSTLDEITIVIZENENMAET . BHO XY TFrSA4TSVEFERT HEEE.
BEXNYTFv54T5) T AB—3IyH A& Nunc DeepWell FL—bD&H T BITICNMAET . B
BICTRE—IYIRY—RTL—METOR 9 D&AIHYETS,

& 37 Hybridization_QXT_v1.0.pro TERAT 5T RI—IVIRY—RTL—r D ¥l

Volume of Master Mix added per Well of Nunc Deep Well Source Plate

Master Mix Position on
i 1-column 2-Column 3-Column 4-Column 6-Column 12-Column
Solution Source Plate
Runs Runs Runs Runs Runs Runs
Column 1
Block Master Mix 17 ul 24.5 ul 32 ul 39.5 ul 58 ul 107 ul
(A1-H1)
Capture Library Column 2
) 16 ul 23 ul 30 ul 37 ul 55 ul 110 ul
Master Mix (A2-H2)
Hybridization Column 3
19.9 ul 29 ul 38 ul 47 ul 65.1 ul 123.8 ul

Buffer Master Mix ~ (A3-H3)




4. N(T)FALE—a>

1 2 ) 4 5 & 7 & Y 10

9  Hybridization_QXT_v1.0.pro T#ERAT 35T RA—IVIRY—RTL—FDEE

13 YRHA—3IYHYRY—RTFL—F#% PlateLoc Thermal Microplate Sealer TFL—k&L—ILLE

9, BEIX.165°C. 1.0 TY,

14 TL—% 30 #fE. 1000 g TEIDL. BOTL—Fo—LIZDOW=REREVSA DL, Ria%E

BEFET, COTRE—ZIYIRY—RTL—MIFRIZBLVTHEZET,
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Bravo TYX D
15 % 38 IZLf=M>T Bravo TyFZ &L TEELY,

% 38 Hybridization_QXT_v1.0.pro Fi® Bravo Tv¥XD#)HEE

Location Content

4 Empty PCR plate seated in red insert (PCR plate type must be specified on
setup form under step 2}

5 Empty Eppendorf plate

] Master Mix source plate (unsealed) seated on silver Nunc DeepWell insert

8 Empty tip box

9 Prepared gDNA aliquots in Eppendorf plate (unsealed)

VWorks protocol Hybridization_QXT_v1.0.pro ®E{T

16

17

18
19

20

21

SureSelect vk 7y T I7A4+— LD Select Protocol to Run D D
Hybridization_QXT_v1.0.pro ##iRL TSN,

Select PCR plate labware for Thermal Cycling D TD T )LA D A= a1 —Mi5, Bravo T
XD 4BIZEESPCRIL—PDAATEEIRLET,

AT DY TILDATLEEEIRLTZEN, 1.2, 3,4, 6, F=IF 12 AT LABIRTEFET,
Display Initial Workstation Setup #)vYLET,

) Display Initial
S Workstation Setup

NGS B#lt > AT LA T+—L D Workstation Setup 8B REN TS ESIZEY N T YT T
EFETVAIDTHERLTZELY,

Workstation Setup 4
MiniHub §
MiniHub Cassette 1 MiniHub Cassette 2 | MiniHub Cassette 3 HIHIPE'I

Shelf 5 ;

- !

i, Ehﬂid\ e SRl TR R Y ST e -

SZNTDERPASTNAILEHRL. /=2 v T1XLET,
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22 FE:2# Run Selected Protocol Z4')vo L TLFEELY,

Fun Selected

y Priotocol

Agilent NGS BEI{L > X7 LAY SureSelect T7AYIIRA—IV I RERFLIZ YU TILTL—bD
TILATEDNAYUTILERAELET . COTORRDKR TR, YTV TL— 2 —TIL Y (95
IZBL.N\MTUEAE—23 DRI TILDERETOVF T EITNVET,

23 VWorks [ZRDAvE—O N ET  FOVTILSZO LAY —MIELI=EE T, Bravo Tv¥ 4
EHS PCR TL—rEH LTS, TL—RESLT=#£(Z Continue 9wy LE T,

Remove plate
Remove plate from insert, seal and place in
thermocyder.
IUser data entry:
Pause and Diagnose Continue

24 HY#4L1= PCR 7L —kIX PlateLoc Thermal Microplate Sealer T>—ILLET , 2R E &
165°C. 3.0 ;T
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25 L—JLLT=PCRIL—rEH—TIHAIFITHLET . p.69 DFEK 29 DEBYIZHLMLHEK
LTRSS LEREELET . RELTHWMTAYSLDSS, HUTILOEMETOYF T
ZITOIRETEDORE 10 TR HHTY .

Table 28 Thermal cycler program for Hyrt:-ril:lizatinn'

Segment Purposa Mumber of Cycles Temperaturs Timie
Number

1 Denaturation 1 95°C 5 minutes
2 Blacking 1 65°C 10 minutes
3 Hold for NG3 1 B5°C Hald

workstation steps’

10 N\ATVFAE—23 RO Y VT INOERE LV TOVF T ETIRODH—TIIL T (Y
SOTAT 5L

Y=L THUTILTL—bEAL 2 FaR—RLTULVB/RIZ, Agilent NGS BEN LS AT AT
XN TFHS54T5)TRA—3yH A& Hybridization Buffer R RAZ—IvHRERELET .
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Step 25 & Step 29 [& VWorks software DRITIR TERELIZ. REUATIBLENHYE
9, PCR 7L —kA Agilent NGS BEN LD R T LMNSH—TIL LIS ET BRI
HUTILDBREN 65°CEHIFTIENEETT,

26 Agilent NGS BENME S R T LD XY TF ¥ 54T 51 Y RA—3 w9 X & Hybridization Buffer <X
A—IY Y RADERERTTHE. VWorks BIFEIZRD AV E—UBRFEINET , H—<ILHY (Y
ZH 65°CD Hold DRAT YT ITELI-DZEHEEELI-#. Continue 7)Yy LFEY, PCR TL—k
(X VWorks BIE CRHMENZETH—ILHAISDFRIZEBL=FEICLTEESLY,

e )

Wait for plate in thermocycler

When thermocyder has reached hold step
at 65C, dick Continue,

Leave DMA plate in thermocyder until you
are prompted to transfer the plate.

IUser data entry:

Pause and Diagnose Continue
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27 VWorks EEIZRD Ayt—UNRREINT=H, H—TILH L4955 PCR TL—FEHRECEY
HLU., BNEREVESITSEEFTL— oo —ILEIINLET , Bravo TyFD 4 FED TR
FILVEZO LAY —rDLIZ PCR IL—FEF#LET, Continue #501)vHILET,

Place DMA plate on Bravo

Complete the following steps as quidkly as
possible:

Retrieve DMA plate from thermocyder, and
place on insert at Bravo pasition 4 and
unseal.

Click Continue to resume protocol.

#Use Caution: Position 4 wil be hat.

Iser data entry:

Pause and Diagnose Continue

m Bravo Tv¥ 4 HIXEETI .,
EROTYRITEMLTODBDERIBICIEEELTESLY,

Agilent NGS BENME D AT LIEF v TFvS54/4T 31T RA—3 v X & Hybridization Buffer ¥ X
—IY Y RERBLIZARKRE.IDNA G T )LETOYX U T REFREALIBRMN Aoz PCR
TL—MIBLET,
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28 VWorks EEIZRD Avt—U NI RENT=5, PCR FL—F%# Bravo TvyF 4 BN EHhSFEEL
BYNLET , FOWTILSZO LAY —MIZFDFEE Bravo TyF EIZELTHEET,

Rermowve Plate from 4

Quickly remove plate from position 4, seal
and place in thermocyder.,

Click Continue after plate is in thermocyder
for protocol to finish.

ser data entry:

Pause and Diagnose Continue

29 WYsLI=%>TILTL—kIE PlateLoc Thermal Microplate Sealer TY—JLLET , FRE (&
165°C. 3.0 T,

30 HUTIWTL—rE2RBH—TIL Y1495 (65°CT Hold MIREE) IZRLET , HoMUHETELT
BW=H—TILYA4I5DTOTSLD5E, segment 4 FRE—RL TSN (p.69 DX 29 B
), COBRKETIE. 7avyxo S L=-DNA YU TILEX Y TFSATISVINATIVEALXLET,

H—TILHYAISTDTL—FDREIL 105° C DIMERXNDE (heat lid) ZALVT. 65°
CTHERALET . H—VILTAISDEIHL MEFRTELAHYET , ZDELT
EETBHEZIZIEREDIFT TS,

31 Y—TIWHYAISTNATIEFAE—L 3 %FiR%. VWorks EE LT Continue #4')voLFE
ERS

32 VWorks @7 RAFIJLELTLET . Unused Tips & Empty Tip box D5 4704 Tl
Continue %#%').y% L. Protocol Complete % 14704 Tl Yes #4')vo L TLEEY,
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STEP3 /N\AIYFALXEhi-DNA DF+TF+x

ZD AT YT Tl SureSelectQXT_Capture&Wash_v1.0.rst to automate 7Ora)LZFERAL T,
gDNA EX v TFHSA4TSYDNATVIRERNTRFE S Ta—Tao Shi-HittE —X T+
TF¥LFET, Capture & Wash FTOrIJL (FEED Step1 Hi> p.85 M Step16 £T) (& P.81 THATAL
==Y AISTONATVEAE—L 30 TArILERBELTNAMICE TS EERELAHYFE
FTUNATVEAE—2 3 IZF 1.5 BREIAMYED),

Capture & Wash M5 2(Z[&3K 39 [ZEE &St TLVS SureSelect QXT Reagent Kit DX EFE(IZ/MZ T,
M BEDRANTNFTED L TaA—TAV T SNHHE—XZRAVET (p.12 DX 1 SR)

£ 39 NATVIRFHTFrDHE

Kit Component Storage Location Where Used
SureSelect Binding Buffer SureSelect AXT Hyb Module Box 1, RT  page 83
SuresSelect Wash Buffer 1 sureSelect @XT Hyb Module Box 1, RT  page 84
SureSelect Wash Buffer 2 sureSelect @XT Hyb Module Box 1, RT  page 84

D—HRT— 3 Dl

1.
2.

Labware MiniHub & BenchCel D 7L —hEFYTRYIRET R THFITTLEESLY,

NucleoClean decontamination R L —A&KEF LT AT EIZEFEHE T, Labware MiniHub,
Bravo T . & BenchCel &KL TLEELY,

Bravo T3 4 ZFD;REZ% Inheco Multi TEC 3> kA—LAYFAH)—2 T 66°C IZHRFELET (
Bravo Tw¥tE—rJ OV DBERELZSHEL TS, Bravo TvF 4 &L Inheco Multi
TEC avbA—JLAYFRY)—2TCPAC 21 IZHELET,

#*D PCR JL—kA>HY—k% Bravo T+ 4 HIZtEVrLET,

Bravo Tv¥® 6 FIZ)L/N—®D Nunc DeepWell TL—hf oY —rEBEET, CDAH—F
(% Capture & Wash 7Ora)LDEREFIZ DeepWell V—RATL— DI TILIZEE G ZOTLT
BE=OITHETT , Y—RTL—rEV ILA—D DeepWell 12 H—bD LIZHEDEIZIX, EE
[CBHMMEDHDESICIELLTL—FDEH TS REREL TS,
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Dynabeads RFLTFPE D VE—X D%

6. Dynabeads MyOne Streptavidin T1 #EE—XERILTY I XA THLGBHRLET , #EE—XIX
REFEOBIZEITEATHET,

7. E—RXERDFIETHEAELET

a. AZANLFa—TIZTREDR 40 IZERE SN TVWAREEMATEELET . COREIXE
RYCARDEEATUVET,

&40 BME—XERERTERATIEEK

Reagent Volume for Volume for Volume for Volume for Volume for  Volume for  Volume for
1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns

Dynabeads 50 pl 425 pl 825 pl 1225 1.65 ml 25ml 5.0 mil
My0One

Streptavidin T1

bead suspension

SureSelect 0.2 ml 1.7 ml 3.3 mil 4.9 ml 6.6 ml 10 mi 20 ml
Binding Buffer
Total Volume 0.25 ml 2125 ml 4125 ml 6.125 ml 8.25 ml 12.5 ml 25 ml

b. HRILTYIRTSMEE—X%BHLET,
c. E—X®DA->f=Fa1—T% Dynal magnetic separator D K5 ERADHMAIZYLET,
d. EBHABRERYRWVTEELET,

e. RATv7TanbdETEHIERYIRLT.E—XERELET . —EDEKEFEICK 40 (258
HINTWBEDHLL SureSelect Binding Buffer 2z TRiFESN-E—XEREL T
=&y,

8. E—X#TEDOX 41 IZREHSN TLV\HED SureSelect Binding Buffer TE&ELET .

£ 41 SureSelectQXT_Capture&Wash_v1.0.rst TERT 2BEE —X D # |

Reagent Volume for Volume for Volume for Volume for Volume for  Volume for  Volume for
1 Library 1 Column 2 Columns 3 Columns 4 Columns 6 Columns 12 Columns

SureSelect 0.2 mi 1.7 ml 3.3ml 4.9 ml 6.6 ml 10 ml 20 ml
Binding Buffer
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9. #¥i%L71= Dynabeads MyOne Streptavidin T1 # 4t — X% %L 1= Nunc DeepWell Y—X 7
L—hE#EHLET , BHL-E—X8%&% Nunc DeepWell 7L—FD &S /LIZ 200 uL 372

MAEY,

10. Bravo 7w ®M 5 &FICE—X R &% 57 L1= Nunc DeepWell V—RTL—rEEEZFET,

Capture and washwash solution Y—XFL—FD#(i

11. 15 mL ® nuclease-free /K% A#11= Thermo Scientific ') Y —/\—ZF#HLE T,
12. Eppendorf 7L —kZ Wash #1 £52AL. & x)LIZ 160 uL D SureSelect Wash Buffer 1

EMAES .

13. #LLY Nunc DeepWell Y—RFL—KkIZ Wash #2 AL, & T/LIZ 1150 uL 3D
SureSelect Wash Buffer 2 i1z £,

Agilent NGS BEI{ES R T LDEST
14, 21 R=C DR 2 [ZRTIL—FDEEEFSEIZ, XK 42 (ZLTF=H>T Labware MiniHub Ztwk

L/id—o

% 42 SureSelectQXT_Capture&Wash_v1.0.rst FH® Labware MiniHub M #) ikl &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top) Empty Empty Empty Empty
Shelf 4 Empty Empty Empty Empty
shelf 3 Empty Eppendorf  Empty Wash #1 Empty
plate Eppendorf source
plate
Shelf 2 Empty Muclease-free Empty Empty
water reservoir
Shelf 1 (Bottom)  Empty Empty Empty Empty tip box
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15. FEEDF 43 IZL1=M>T Bravo TyFZ#fELE T, Bravo 7w+ 5 FIZILEEIZ Streptavidin

E—X® A->1= Nunc DeepWell Y—RATL—rD 2y SN TLET,

% 43 SureSelectQXT_Capture&Wash_v1.0.rst F® Bravo 7YX D #HIEE

Location

Content

1
4

Empty waste reservoir (Axygen 96 Deep Well Plate, square wells)

Empty red insert

Dynabeads streptavidin bead DeepWell source plate

Wash #2 DeepWell source plate seated on silver Nunc DeepWell insert

16. FEEDFE 44 IZLTF=HM>TFvTRv4I X% BenchCel Microplate Handling Workstation (2t

L/ij-o

5 44 SureSelectQXT_Capture&Wash_v1.0.rst FH® BenchCel ##iEZE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip boxes Empty Empty Empty
2 2 Tip boxes Empty Empty Empty
3 3 Tip boxes Empty Empty Empty
4 4 Tip boxes Empty Empty Empty
B 6 Tip boxes Empty Empty Empty
12 10 Tip boxes 2 Tip boxes Empty Empty

VWorks 7Ok3)L SureSelectQXT_Capture&Wash_v1.0.rst DEST

p.81 MBRALI=NATUE(E—2ary (W1 BREDART L. Y—<IIL Y150 TOT S LA

Segment 5.0 65°CT Hold 35X Ty FIZEIELIzC L& MR LIz, VWorks BIE M 5

SureSelectQXT_Capture&Wash_v1.0.rst # XR2—+,SEFT,
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SureSelectQXT_Capture&Wash_v1.0.rst DEFTIZIEH 90 MU ET . $590 D BEETRka
IWEETLTWARIZ, ARL—F—([E NGS BEFME L AT LDEIZDONT, FTEDRK 45 [TEE SO
TWBFIEIV T TREETIDLENHYET . TN TN DIREIEIL VWorks BN AYE—DFH UF-BFIZ4T
W&ET,

5 45
Operator action Approximate time after run start
Transfer hybridization reactions from <b minutes

thermal cycler to NGS workstation

Hemove PCR plate from red aluminum  5-10 minutes
insert

17. ®yh7 v T I74+—LOD Select Protocol to Run O FTMD
SureSelectQXT_Capture&Wash_v1.0.rst.Z#IRLET .

18. Select PCR plate labware for Thermal Cycling D TDFILE I A= a—hi5, N(T)E
AtE—avIfERALE: PCR JL—rDAATERBIRLET . COTL—ME VWorks @TART

= 4=

IVEATHITH—TIILYAI5h 5 Bravo TYFD 4 BITHEINFET,
19. FRATEHUTILOOSLEEEIRL TS, 1. 2, 3. 4.6, F=z(E 12 hSLNEIRTEET,
20. Display Initial Workstation Setup #7') v L%9,

@ Display Initial
e Workstation Setup

21. NGS H#ES AT LM T+—LD Workstation Setup fBEICREINTNVAKIIZEYNTYTT
FETVSHI LT RERLTIZELY,

Workstation Setup
MiniHuls
MiniHub Cassette 1 | MiniHub Cassette 2 MiniHub Cassette 3 Minik

Fpgri

L x

Shelf 5

k-\_._,h_,_

-, Ehﬁi‘q\m-- L et g i ettt i et |

22. SENTDERNPAO>TNSILEHERL. /1=2vZ4XLET,
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23. FE:2# Run Selected Protocol Z4')vo L TLFE&LY,

w Fun Selected
Frotocol

24, ZUDEBMET LIz, ROV1URID OK £9') v LTLZEL, Bravo Tv¥®D 4 HEDR
EAtyrENTIVS 66°CITELTLVELMES, 66°CITET HFTT/AMILIFFRIRELLYE
ER

VWorks lﬁq

I"_o This runset contains protocols that will start running as soon as
W possible.
Before you click QK verify that the system is ready for the runs to start.
If you are not ready to start a run immediately, click Cancel.

QK Cancel
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RD Step24 ZHRBLMDEABFUTITEMNETELEETY , YU TILDIREMD 65CE
HIZFTHESIZ. YU TIVTL— b2 —TIL Y L4955 Bravo TYFICRBEEFSE
TLEEW, YU TIBEBRNIEREVKIIZ, TL—rEETZYRIZEL EIFVET5E
ERTL—Doo—ILEIEMNLET . YT ILTL—kE Bravo TYFIZHBENSE SH]
IH Agilent NGS BEIMES R T LD TSN I+—LTIXDREREE. FvTPTL—
FRDEREMNTEICE T LI EFERLTESLY,

25. Vworks EEIZRD Avt—UMRRSNIzH, PCR FL—rEH—TIIL YA ISR EHRY
HLET, COEE, H—TILHAI5HD PCR TL—rINATNFAE—2aV RIGER T .
65°CT Hold DIREEICH-TWVET , YU T ILBEMNEREVNKSIITEERTL——ILEE
ML, RE(Bravo TYF¥ D 4 BITHREBESNZFRWTILZ =D LfHP— I~<DJ:IJ§§JJ‘511"$'§'O
PCR 7L —%## 813 /-#%. Continue /)y LET,

——1
Add Hyb Plate

Complete the following steps as quidkly as
possible:

Retrieve Hybridization plate from
thermocyder, and place on Red insert at
Bravo position 4 and unseal.

Click Continue to resume protocal,

#se Caution: Position 4 wil be hot.

User data entry:

i |Pause and Diagnose Continue

Bravo Tv¥ 4 HIXEETY .
[ WARNING [N S il s g e e e e e A
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26. Vworks BHEICRDAvtE—NRRSN=5, FWTFILISZ O LS —MIFELI-FET.
Bravo Tv& 4 M5 PCR JL—rEBYIEF LET , Continue 5y L., 7O EEH
LET.

F -

Update Bravo Deck

Remove PCR plate from position 4.

Leave Red Aluminum PCR. plate insert at
position 4 for next protocal,

User data entry:

Pause and Diagnose Continue

e

SureSelectQXT_Capture&Wash_v1.0.rst @ EITIZ(X# 90 #HhMVET ., TATSL DK T H%.
Streptavidin B E —X ¥ vFFrEhiz DNA 42 F)LiL Brovo TvF 9 F®D Eppendorf F7L—KIZ
ADTWVET,

S4&T 1. Brovo Tv¥ 9 FH\S Eppendorf FL—R%ERY . PlateLoc Thermal Microplate Sealer T
—ILLET, FHEE 165°C. 1.0 W TT . ROBEETOYSLTHERATHETKETREL T,

FrTFyEIht=- DNA 5473 (&, Post-capture PCR [ZKkAIEIEFEFTANLTRFEDY
E—XLEIZREFINTLET,
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5. Index fHINERILFTLYIRL =5 ZAD=ODY T ILEE

5. Index IMERIVFTILYIR—F5 O ADT=8

DY TIVENE

STEP1.
STEP2.
STEPS.
STEPA4.

STEPS.
STEPG.
STEP7.

X TFHS54TS5) DIEIEE Index /N\—a—K 25 DN
AMPure XP E—X#ZFU = Index 11054751 (&L
Index Z{+AIL7T= DNA 427 )LD & & 5

EE PCR [2&k% Index 2T (4 EF ¥ TF¥34T3VDEE (X Tav)

TIVFITLYIR = ADT=0DH T ILDT—IL
—H AT IL DR

Sequencing >Nt yb 7y FE Read oD T H TA—KJID Y

COETIE, BIEBRETIUTYIREMMT BRATYTEAUTIIRER/MLIZZA4T 5 DFER
ETDRELEREDFHEETEIRTYTITONWTRBLET . oo IILFILV IR =Ty
TD=ODATIIRGMZAT VDT —IVDHEEE— T T RATYTITETEHARS4

VERBLETT,

91

92
101
105

109
110
111
115



5. Index ftMERWVFILUYIRL—H U AD =0 DH T ILEE

STEP1 ¥ ¥ TF¥ 5475 ) DEIEL Index 2 5 DTN

ZDATYITIE, Agilent NGS BEIES R T LZERULVT SureSelect TEMELT- DNAH T )L
Index 25 %7# > E—X PCR T3 2R TV TEEITLET . Agilent NGS BENEL AT LD T O
3JLIETPost-CapturePCR_QXT _ILM_v1.0.pro. 1ZfERALET,

PCRIL—bERE LIz, BIEDT=OIZTL—EH—TIIBHAITICBTRENHYET,
CDRTYTTIE, & 46 DREEZFALFET  MEIFRE. RILTYIRL, KEIZENTEZEWN,

% 46 PCR BT & DX YT Fr#£ D Index 25 D {FHMIZALSRE

Kit Component Storage Location Where Used
Herculase Il Fusion DNA Polymerase SureSelect QXT Library Prep Kit Box 2, -20°C page 93
Herculase Il 5x Reaction Buffer SureSelect QXT Library Prep Kit Box 2, -20°C page 93
100 mM dNTP Mix (25 mM each dNTP) SureSelect QXT Library Prep Kit Box 2, -20°C page 93

SureSelect @XT P7 and P5 dual indexing primers  SureSelect QXT Library Prep Kit Box 2, —20°C page 94

D—HRT—ar DER

1. F—DEREAN.0°C [TEYrLET ,Bravo Tv¥ M 9 FEAHEABLET, F5—)HF—/\—IC
(F7%5<EH 300 ML D 25% T3/ — LM A TSI EEHERLTIZELY,

2. Labware MiniHub & BenchCel DL —kEFYTRYIRET R THFFFTLIEELY,

3. Bravo Tv¥ 4 BFND;EE% Inheco Multi TEC 2> A—JLARAYFRI)—2 T4 °CIZERELET,
(
Bravo Ty¥t—rJOvIDBRERTEZSEL TS, Bravo TvF 4 &L Inheco Multi
TEC oV hA—JLAYFRHY—2T CPAC 2 1 [ZHYELET . 512 Bravo Ty 6 BDEEAR
Inheco Multi TEC 2> krA—JLAYFAHY)—2T 4 °CIZEHRFELZET . Bravo 7w 6 &l Inheco
Multi TEC 3> kA—)LAYFRAI)—2UTCPAC 2 2 [THELET,

4. F&*D PCRTL—rA Y —k% Bravo Tv¥ 6 FIZEYMLET,
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PCR TRA—3IVHRADAR
SA473)DHARAVEIR—a EFHCTHIZ, PCR RIGEDAMIISHRTROHON

f20)—2TYTH UV S T%EART- PCR7—FHhTHEEDRE T TERMELTZS
A

5. & 47 IZLF=HM>TEYLEED PCR YRA—IVIRFRARML TSN, RILTYIRIXH TR
&SL.KEIZBEET,

52 47 Post-CapturePCR_QXT_ILM_v1.0.pro Fi® PCR R A& —3 v XD FRHL

SureSelect T Volume for Volume for Volume for Volume for Volume for  Volume for  Volume for
Reagent 1 Library 1 Column 2 Columns 3 Columns 4 Columns 6 Columns 12
Columns
Nuclease-free water 9.5 pl 121.7 pl 2009 pl 282.6 pl 363.4 pl 524.9 pl 1049.8 pl
Herculase Il 5x 10.0 pL 127.5 pl 2125l 297.5 pl 382.5pl 552.5 pl 1105.0 pl
Reaction Buffer
100 mM dNTP Mix 0.5 pL 6.4 pl 10.6 pl 14.9 pl 19.1 pl 27.6 pl 65.3 ul
Herculase Il Fusion 1.0 pl 12.8 pl 21.3ul 29.8 pl 38.3ul 55.3 pl 110.5 pl

DNA Polymerase
Total Volume 21.0pl 267.8 pl 446.3 pl 624.8 pl 803.3 pl 1160.3 pl 2320.6 pl

6. & 48 [TIRENT-EMD PCR YRA—yH A%, Hybridization_QXT_v1.0.pro 7ArIJL TR
Nunc DeepWell RRA—ZIYHIRY—RTL—rDHSLADTRTDITILIZINZAET , 2iFED
TU—HMIRDRTYT (95 R—D) THEATHETKLEIZENTZSLY,

5% 48 Post-CapturePCR_QXT_ILM_v1.0.pro Fi® post-capture PCR Y—XFL—r D #fi

Master Mix Position on Volume of Master Mix added per Well of Nunc Deep Well Source Plate
Solution Source Plate
1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
PCR Master Mix ~ Column 4 30.8 pl 53.2pl 755 pl 97.8 pl 142.4 pl 287.4 pl
(Ad-H4)

post-capture PCR Y—XFL—rE#LL) Deep Well FL—bTHERESN DB E (X, 5L
1.2.3%ZILI=FFEF PCRIYRA—ZIVIRENTL 4 1TMATLEESLY,
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Index 754 <v—DE|Y B TDRE

7.

EHUTIVIZHINY HEY)A Index DEIY B TERELET . D DNA TS DIBIERTVT
THWS P7:P5 754<7—® Index E5 DIEEEFZDOWTIX, REDT7L U RAIEESHEL
TTFELY, (HiSeq £LLIE MiSeq DTSV ITA—LTO—IIURETIHEIEER 71 &k 72,
NextSeq DTSV IT+—LDIBEEFE 71 £ 73 [ZL=M> TS, )

dual index DENY HTIZDWTIETEDHARSA L= > TLEEELY,

RICLL—2TO—H IV REITOFEDHUTILIZIE, BB Index TS5AR—DAEHEEE
ALTLEEELY,

A—ykiE#E DNASA4TS5)—TL—hrTlE. RLTOY T ILIEFT R TEL P5 Index(P5i13
M5 P5i20)AEIYLBTONET , Chik. BEMETORLEFERT S5E. P5 Index 7547 —
[X source plate @ 1 DDHS5Lh S PCRindexing TL—bDTRTDHASLIZHFEINET=6HT
T, BITICIE. SVIZERINDT—ARECIILFILYIRDOLENREEELT,. FL. HLILE
5% P5 754 —%BEBELET (RRAE—3vY X source plate [Z P5 Index 754 Y —% N Z 5%
DEMIETD Step 10 [TLE=A - TLESLY),

BEtFObra/LTlE. P7 indexing 754 <— (P7 i1 h5 P7 i12)I34—4 v iE#E DNASA4TS5
)—TL—bDEDH U TIVKRO L3V THERE TEET (P7 754 —source plate Dty 7y 7
DEEMIEIT D Step 8. Step 9 IZLT=A 2 TLEESLY),

RIVFILIIRL =IO RETBIGFERICIE. DWF—NFUREFRDI2H.P5T54T—H LU P7
TS5AR—MEAD Index DZHMERKIZTEHIEEHBELTOVET  HIZIE,. 8 TLYIRTITS
BATIE. B43% 8 DM P7 Index 754X —& 2 DD P5 Index 7S5/ <v—%#EHALET, 55T
p.125 M 74 (L= > TLEELY,

3HSLSVUT8HUTINERILFILYIRTSH

1

2

3

P5i13/P7il

P5i13/P7il

P5i13/P7il

P5i13/P7i2

P5i13/P7i2

P5i13/ P7i2

P5i13/P7i3

P5i13/P7i3

P5i13/P7i3

P5i13/P7i4

P5il13/P7i4

P5il3/P7i4

P5il4 / P7i5

P5il4 / P7i5

P5i14 / P7i5

P5i14 / P7i6

P5il4 / P7i6

P5il4 / P7i6

P5il4 / P7i7

P5il4 / P7i7

P5i14 / PTi7

IT|®(MMO|O|(wm| >

P5i14 / P7i8

P5il4 / P7i8

P5il4 / P7i8
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3HSLFUTEY VT INIHLTRGESEAEOEDI U TYIRERFTHH

1

2

3

4

5

P5i13/P7il

P5i13/P7i2

P5i13/ P7i3

P5i13/ P7i4

P5i13/P7i5

P5i13 / P7i6

P5i13/ P7i7

P5il13/P7i8

P5il13/P7i9

P5il4 / P7il

P5il4 / P7i2

P5il4 / P7i3

P5il4 / P7i4

P5il4 / P7i5

P5il4 / P7i6

P5il4 / P7i7

P5il4 / P7i8

P5il4 /P79

/PTil

/ PTi2

/ PTi3

IT|OMMO|O|(m|>

/PTi4

/ P7i5

/ P7i6

8. & P7 indexing 754 ~<— (P7 i1 5 P7 i12)% %K 49 ICLI=A>THFRLET . TN ER= (X5
EDQARNEEATVET,

% 49 P7 indexing 754 v—DHFINBHRDER

Reagent Volume to Index 1 Sample  Volume to Index 8 Samples
Nuclease-free water 4.0 pl 34 pl

SureSelect OXT P7 dual indexing 1.0 pl 8.5l

primer (P7 i1 to P7i12)

Total Volume 5.0 pl 425 pl

9. #HLL PCRJFL—t®M% P7 indexing 754 Y—%EEBEITSHFEDNDITILIZ. & 49 DELYIC
FIRLT= P7 indexing 754<X—%# 5 uL 3045 LET .
SELE=TL—REKEIZEWNTIESLY,

10. Lo Step 6 THfEL=, PCR YRARA—3IYHIREHT L 4 1253E L= Nunc DeepWell T RHZ—=
YIRY—RTL—rEAELZE T, & P5 Index TS54<—(P5 i13 > P5 i20)2Hh5 L 4 D&
PHEITIILRDIRAI—ZIYIRITIZATLESW, ZOEE. SVICERTRIH T ILATLEIC
KT K 50 ICHRESINTWWDEZMAET . H5L 4 DEVILIZIXEIL. HLLIEELS P5
Index 7S5AX—%&MRABEMTEET , TRAI—IVIRY—RTL—FDREMLEEIL p.97
DE 11 [ZLF=M> TS,

PELIZY—RTL—HEIKEIZHELTZELY,
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# 50 post-capture PCR Y—RFL—HMZ%5E9 % P5 Index 754/ v—E

Solution added to
Source Plate

Position on
Source Plate

Volume of Primer added per Well of Nunc Deep Well Source Plate

1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
SureSelect OXT Column 4 1.5pl 25ul 3.6 pl 4.7 pl 6.8 pl 13.7 pl
P5 dual indexing (A4-H4)
primer(s)’

5L 4 DEITIVIZIE, BL. HLLIFELS P5 Index T5AY—%E BT A ENTEET, 8
BIRY7E 12 h5 L DS TlE SureSelectQXT P5 dual indexing 754 <— (P5i13 hi> P5i20)MD
8 DI RT#HERL. PCRindexing FL—tDEITIZEL D P5 T4 —DEESNET,
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+ + ¢
......Q.
........

v1.0.pro. TAWS T RA—IVIRY—XTL—rDEE

R_QXT_ILM

Bl 11 Post-CapturePC

11. YRRA—3IYHYRY—RTL—r#% PlateLoc Thermal Microplate Sealer T>—ILLE T, SRE (.

165° C.1.0 T,
12. TL—rERILTYIRATEGRELTLEELY, 30 #EEDLTENSTL—F o —ILIZDUV=EE

EEL.RBEREET
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NGS 7—HRT—Lav D#ElH
13. & 51(2L1=hS>T Labware MiniHub ##fELE 3, TL—rDEE (X p.21 DX 2 [ZLI=HA>T

{fEaly,

% 51 Post-CapturePCR_QXT_ILM_v1.0.pro FA® Labware MiniHub M #)¥Afc &

Vertical Cassette 1 Cassette 2 Cassette 3 Cassette 4
Shelf

Position

Shelf b Empty Empty Empty Empty

(Top)

shelf 4 Empty Empty Empty Empty

Shelf 3 Empty Empty Empty Empty

Shelf 2 New tip box Empty Empty Empty

sShelf 1 Empty tip box Empty Empty Empty tip box
(Bottom)

14. % 52 1ZLF=HM>T Bravo TyXZ L TEELY,

5% 52 Post-CapturePCR_QXT_ILM_v1.0.pro AA® Bravo TYyXND#IHAEE

Location Content
4 Captured DNA bead suspensions in Eppendorf twin.tec plate
B Diluted P7 indexing primers in PCR plate seated in red insert (PCR plate type

must be specified on setup form under step 2)

g Master mix plate containing Pb indexing primers and PCR Master Mix in
Column 4 (unsealed)
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15. & 53 [CLIzh>TFvTFRyH X% BenchCel Microplate Handling Workstation [ZtvkLET

& 53 Post-CapturePCR_QXT_ILM_v1.0.pro Fi®M BenchCel D ¥ #iEZE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box Empty Empty Empty

2 1 Tip box Empty Empty Empty

3 1 Tip box Empty Empty Empty

4 1 Tip box Empty Empty Empty

B 1 Tip box Empty Empty Empty

12 1 Tip box Empty Empty Empty

VWorks ZOk3)L Post-CapturePCR_QXT_ILM_v1.0.pro ®E1T
16. SureSelect vt 7 v T I74+—L®D Select Protocol to Run ® T @D
Post-CapturePCR_QXT _ILM_v1.0.pro Z:&RLZET,

17. Select PCR plate labware for Thermal Cycling D FDFILE D A=a1—Mi5, Bravo T+
D6 BIZFESPCRIL—PDEATERINLET,

18. ERTAHUTILDOATLEZERLTIZE 1. 2, 3.4, 6, F=(E 12 AT LHIBIRTEFT,
19. Display Initial Workstation Setup #2'JvJLEY,

) Display Initial
S Workstation Setup

20. NGS B#E L AT LM TH+—LD Workstation Setup FEIEIZRENTWSESICEYRTYTT
FETLSIDLT RERRLTZALY,

Workstation Setup

e

MiniHulb 1f
MiniHub Cassette 1 MiniHub Cassette 2 | MiniHub Cassette 3 M'M:I

Shelf 5 ;

- §

., _Er‘:ﬁ"’\_m‘.....-ﬂ_ . P T ,a.,____.._#_}\' gt _lam, -

21. ST DEEMNASDTWAIEEHERL. A =vI31ALET,
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22. FEER1# Run Selected Protocol #41)w4 L TLEELY,

Fun Selected
Frotocal

Post-CapturePCR_QXT_ILM_v1.0.pro ®ETIZIE. $5 15 9oV ET, BTE. TvTFyrant-
DNA & PCR YRA—IYHRHF &L PCR-ready Y7 )LI& Bravo T+ M 6 D PCR L —hZ#
HShTLWET,

RDAyt—ThH VWorks EIE LIZKRFSNIz5.Bravo 7vF 6 FMS PCR TL—rERY.
PlateLoc Thermal Microplate Sealer T>—JLLE T, 5RE L. 165° C.3.0 T,

-

Plate ready to seal

Seal PCR plate and run thermocyder
protocol.

Iser data entry:

Pause and Diagnose Continue I

23. PCRTL—hE 30 EEDLTEDTL—r o —ILIZDWVBEEREL. RBEREET,
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24. PCRIL—FEH—TILHAH5(1ZFL. R 54 DTOY S LTHEIELET,

5 54 Post-Capture PCR Y17/ 705 5L

Segment Number of Cycles Temperature Time

1 1 98°C 2 minutes

2 Capture Libraries =3 Mb: 10 Cycles 98°C 30 seconds
Capture Libraries 1 to 3 Mb: 12 Cycles 58°C 30 seconds
Capture Libraries <1 Mb: 14 Cycles 72°C 1 minute

3 1 712°C 10 minutes

4 1 4°C Hold

101



5. Index fHMERIVFILYIR—H U AD = DY T IVEE

STEP2 AMPure XP E—XZ AU V= Index 1154 TS5 1) OER

CDARTYITIL, Agilent NGS BEMES X T LZEALT, Index Z{FILT= DNA YT )LDTL—h
[Z AMPure XP E—X %57 L TIB#L. E—XIZHEE L= DNA £k, BT HIR1EEETLET,

J—
1.
2.

9.

HDRATF—a  ERED
Labware MiniHub & BenchCel D 7L —kEF VT HRYIRET RTHFITET,

NucleoClean decontamination R 7L —i8&&EF LT A T2 EIZEFEE T, Labware MiniHub,
Bravo Tv¥. LU BenchCel Z0ELAELNTLESELY,

FRTZ04<EE 30 D LLLERTIZ. AMPure XP E—X (4°CREF) #EBICRLTHLESIZLET,
AMPure XP E—X IR L TAERELZLTEELY,

E—XBEBDIREDCBNY—IZHEET, KCEELET.
#F+D PCR JL—kA>H—k%& Bravo Ty¥ 9 &HEIZEYMLET,

F5—(ThermoCube)DERZE AN . 4°CIZZYLET , Bravo TvF D 9 BAHELET . F3
—)HF—\—[FD73<EE 300 ML D 25% TR/ —)LEEL T EEERLTIESLY,

. Bravo Tv¥ 4 ZFD;EEZ% Inheco Multi TEC 3> rO— LAY FRAH)— T 45 CIZEHELET

(Bravo Ty¥bE—rJOvIDBRERTEEXSHELTIZELY),, Bravo Ty 4 &l Inheco Multi
TEC a>kA—JLAYFRI)—2TCPAC 21 [ZHEHELET,

AMPure XP E—X%&:&& D A>71= Nunc DeepWell V—RATL—rE#fELE T, —AREEIZL
1= AMPure XP E—X %% 65 uL %. Nunc DeepWell FL—rDERTZEITILIZANET,

15 mL @ nuclease-free 7k%& A= Thermo Scientific ) HF—/\—Z 2 LE T,

10. 45 mL O#FHLLEARLT- 70% T2 /—IL%E AN T= Thermo Scientific JH—/\—%#EHLET, U

H—/N\—®OBIEIZ nuclease-free IKERBIM DL KSIZHZEDIFEHEEHEDHLET .

11. PCRZ7L—k& 30 REHED L TEDSTL—b o —ILIZ DV =% EEELET,
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12. % 55(2L71=h%>T Labware MiniHub ##{ELE 3, TL—rDEE (L p.21 DE 2 (ZLI=A>T

{fZEly,

% 55 AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR Fi® Labware MiniHub O #){iid &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4

Position

Shelf 5 (Top) Empty Nunc Empty Empty Empty

DeepWell plate

Shelf 4 Empty Empty Empty Empty

Shelf 3 Empty Empty Eppendorf  Empty Empty
Plate

Shelf 2 Empty Muclease-free AMPure XP beads Empty
water reservoir in Nunc DeepWell
from step 8 plate from step 7

Shelf 1 (Bottom)  Empty 70% ethanol Empty Empty tip box
reservoir from
step 9

13. 3 56 IZLf=A>T Bravo TvXZ L TIEELY,

% 56 AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR Fi® Bravo Tv¥ DA E

Location Content
1 Empty waste reservoir (Axygen 96 Deep Well Plate, square wells)
9 Indexed library samples in unsealed PCR plate seated in red insert (PCR plate type

must be specified on setup form under step 2)
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14. % 57 IZL1=H>T BenchCel Microplate Handling Workstation Z# gL TZE0Y,
% 57 AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR Fi® BenchCel D #)#AEZE

No. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box Empty Empty Empty

2 1 Tip box Empty Empty Empty

3 2 Tip boxes Empty Empty Empty

4 2 Tip boxes Empty Empty Empty

G 3 Tip boxes Empty Empty Empty

12 6 Tip boxes Empty Empty Empty

VWorks O ka)L AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR N34T

15. SureSelect v+ 7 v T 74+— LD Select Protocol to Run D T®D
AMPureXP_QXT_ILM_v1.0.pro:Post-Capture PCR Z:&iRL %7,

AMPureXP #8703/l SureSelect ® BENMET—o70—THEHKEFERALET . 70O
FOILEBENFNELGYFEITOT, B TOr L ERBTAEEI2ERIELLN SO
IWEBIRT HEIITL TS,

16. Select PCR plate labware for Thermal Cycling D FDTILE D2 A=a1—hi5, Bravo TYF
D 9 FED Index FMLI=514T 3D A>1z= PCR FL—rD AL TEERLET

17. FRTEIHUTILOOSLEEZRLTIZEWN 1. 2, 3. 4.6, Fhzl& 12 hSLNERTEET,
18. Display Initial Workstation Setup #2)voLET,

@ Display Initial
"e= Workstation Setup
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19. NGS BEIEL AT LN T+—LD Workstation Setup fBEIZRENTNDESICEYRT YT T
FETVSIDLT RERRLTZALY,

Workstation Setup &
MiniHub #
MiniHub Cassette 1  MiniHub Cassette 2 MiniHub Cassette 3 Mml*l‘,

Shelf 5 X

j

. .EP-SE"\.JH---“L P L T R S R R R et —

20. S=N\TDERBENAODTNBILEEREL. A=¥S51XLET,
21. FE21 Run Selected Protocol £4') 4L TLFE&LY,

Fun Selected
Protocol

COBBWTORILIZIE, 49 45 HHMUET , BT, BIESh 1= DNA 42 FILIE Bravo FvF®
TEOIYRVFILTIL— R BERTOES,
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STEP3 Index Z{th0L 1= DNA 4> 7L & B EE i

Option 1: Agilent 2100 3/ A7 F 54 P kD RE (VA X) Fxvy

BRLEXYTFIA4ITIIDREEY A XD TE /(AT F545 D High Sensitivity DNA Fy T &
HREXTYNMEREAWTAELETS . NMATFSAHFDOHXAART Y IIETEE Web A B4 o O0—
RS ENTEET,

http://Aqgilentgenomics.jp

DO TH R AT IERENDF X, TOERFEITONT, KTOPILEERR—DOEWVE
HhEBEACBENELEEEL,

High Sensitivity DNA 7t Z[X Version B.02.07 LL_E® Agilent 2100 Expert YV 7+

IT7HETT,

1. Agilent 2100 expert Y77 E#EEL . NA AT FIAFREKEDIZ2 =7 —S 30 Z AL
7,

2. PlateLoc Thermal Microplate Sealer TFL—r&>—ILLET , SR E (. 165°C, 1.0 ' TT,

3. BYUIINDHYUTINEN—IZTEE=HOTL—rERILTYIALIZ#%. 30 BESEDLTEDLTL
— ko —ILIZD WV EREZELET,

4, NNAXTFTFSATFDOHEHARIZHWN, FT . HUTIL SEZRBULET, pMICEFEHUTIL
[ZH=Y 1L F2ERLET,

High Sensitivity DNA Yk &Y 7 IL DR R EAMEIRI BV ER—R TSIV RELSIE
BT EAHYET . COBETOYUTILIFKTEHREINA TSRO, BIERIIZH T
JLAULIZIXTEZ QUL MDA T 10 fEICHRL., BEBSAKRREBIZTHILEHBOLTULE
T, FBDRILTYIZXZXH (IKA vortex) ZFHLVT 2000 rpm TEGEBLI=&. ZOHFR
TS 1 pL Lo TRIELTEZEW, FREXRIBEOHEICHLELLBYET DT, BT 5L
$RE LTRSS,

5. FAEMNROI=FVTENAFTFIAFITEVrLET . FyTHREE. 5 DURIZTUERE—
SEIDBENHYET,

6. EREFIvILET.E 12 DELSIZ 325 bp i 450 bp DRI T ILE—HDE—SRyTH
HHEEHERLET,

Stopping Point: RDRATYT&$ CICITHREWNMEE . YU TILIE 4°C T—BEFETEET . 1B KY
RLRET B15A1E-20°C TREL TS,


http://agilentgenomics.jp/

5. Index fHINERILFTLYIRL =5 ZAD=ODY T ILEE

35 100 150 200 300 200 500 600 700 1000 2000 10380 (bp)

E 12 High Sensitivity DNA 3vbr#FL V= Index Z{1h01L7= DNA 4> 7LDk BifE R
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Option 2: Agilent TapeStation [C&Z@RE (VL4 X) F vy

TapeStation ® High Sensitivity D1000 ScreenTape (p/n 5067-5584)& B AR ZE X v p/n 5067-
5585)%{#LVE Y, TapeStation DIRET =27 JLIETEE Web YA bMoAHoO—RLTULV=fEITE
ElS

http://Agilentgenomics.jp

NOTHR—MFAATIERENDH & TORRFEIZOVT, KTOFILEER—DORENE
HERAIZEENEHELESLY,

1. PlateLoc Thermal Microplate Sealer TFL—r&L—I)LLET , FREIL. 165°C. 1.0 T,

2. BIOIIDOYUTINEE—IZFTB=HTL—rE 5 HRILTYIALI=#. 30 # =D L TEEAS
TL—ho— LIz EREZEELET,

3. Agilent TapeStation MIZET =27 ILIZHELY, 2 UL DT H TE2—{FE1EIE DNA YU TIL%E, 2
uL ® High Sensitivity D1000 #> 7 )L/ w77 TERL. KCREET .

IEHEIZEE DT, DNA & sample buffer &g 1=H> 7 L&, TapeStation f1ER
VTV ASXHTTORILIIEEDRHE., ABRORILTYIRESHLTHWMEAR
EREICERELT S5 MHE. EITESLTTSL,

4. Agilent TapeStation User Manual #58BLT. Step3 DY TILTL—tMRN)wTFa—T,
High Sensitivity D1000 ScreenTape & Loading tip % TapeStation [Tty cLET , T %5t
LEY,

5. #REFIVILETE 13 D&LSIT 325 bp H5 450 bp DRI VT ILVE—IDE—IRyT
BHHEEHRLES

Stopping Point: RDXTyIT =S CITITHEWNMEE. YU TILIE 4°C T—RREFTEET . 1BELY
RARBETB15E(3-20°C TRELTESLY,


http://agilentgenomics.jp/

5. Index fHIMERIVFTLYIRL =5 ADT=ODY T ILE

& @
2
wﬁl‘ R
500 -
I_Il; i ' *
z ]
C 400
=
@
(=1
E
™
[F]

100

201

B 13 2200TapeStation ZFL /= Index Z{1h1L7= DNA 4> F L D5k EIfER
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STEP4 T EE PCRIZ&% Index 3T {EX v TFvSA4TSVDEE (AT 3YV)

UTDRATYTDEHMIZDULTIE, Agilent QPCR NGS Library Quantification Kit (p/n G4880A)®M
TOrINERBT SRS,

1. Agilent QPCR NGS Library Quantification Kit (p/n G4880A A JL3FF)%E. & Index 24 &
FTFvIA4TI)DEZICAVET,

2. G4880A MF¥wrhMRAEZAL, JOPILESELT. RERBAOELREZRANLES,

3. B Index AT MEFYTFvS4T3) % REFRDEEHBICHIFLLSITHEYEEICHR
LEJ . G4880A IZE&FENSIEE D Dilution Buffer Z{F AT 571-8. 43 G4880A dTFOkajL
FSRBDSZ. R,

—BRIZIEF N TFHSA4TS5)%E,. L% 1:1,000~1:10,000 DLERTHRT B EITHYET,

4. G4880A MZOLaLESHELT. 4JLIF Adapter-specific PCR Primers ® A—>71= QPCR
master mix JBREABELET

5. & PCRFa1—7(FL—hM)IZ, master mix #%EL . template #INZE T,

6. MX3005p HEDTEE PCR VAT LZEALVT, G4880A D7OrANIZREINTLNDESE
PCRMO7OUSL%EHELTRUN LEY, SYBR Green )t DA EHALET,

7. BERMSZTNETND Index FTFEXTFv 4TS DREZHELFT . BEE M T
HELFEY CCTHESNZREEZRICIALFILYIR =T RRITY VT IVEERICEE
—Gj_)bl./gzj-o
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STEP5 TRIFILYIR—HZADI=HDHTILDT—)L

RBEISAIZEIEBFENDAILIF I —5 Y DH#EFEAS Version [CEH>TERYFET DT 4
AIVEFHDOBEITIHEFOTOr L EFHHE TSRSV, KTOra/LIZEEESN - DNA D&
HABREIX. ALSFTHOTYTT—MIEYEDLSEIENHBYFET DT, BRIIZTHEZRLESLY,
1. T=IT BT IEEHICEEZREIDENRHYFET, FTEENKIZKY. Index /N\—a—FKH
VINET—ILTBH-ODEFHELET,

V()= C(f)
#x C(1)

Volume of Index =

V() : T—ILT5ODORBULGLES

C() : T—IITEFNSHTATH DNA DRKWTRE
(5l ALEFIZHETORIILTIL 10 nM)

# . T—IL9 B Index /N\—I—F AR5 D

C() : % IndexH T ILDYHERE

% 58124 D0 Index 2T (ENTNELGLINPARE) Dt EHIZERLET , Low TE ZHLVT, xRIEM
HEE(COFITIX20 L. EE 10 nM DEE) ITHRBLET,

% 58 ~—%JLE 20uL [2F 1= D Index 45 FE2H T IL DR A HI

Component V(f) C(i) C(f) # Volume to use (pl)
Sample 1 20 pl 20 nM 10 nM 4 2.5

Sample 2 20 pl 10 nM 10 nM 4 b

Sample 3 20 pl 17 nM 10 nM 4 2.9

Sample 4 20 pl 25nM 10 nM 4 2

Low TE 1.6

2. RRMNICLEBERREITHEALIIHAEEITVET,

T—ILLTz Index 25 FEH T I EDRENREMICDELRE LY DLENMEE . Low TE

Buffer # ALV TRENRBRMICHBLRREITHEDISIAEBLET,

T—ILLTz Index #TMEHUTILEDKRENREMNICBLELRELYZ VLGS, BiEE0H

FRVTREZRFRSE. BABELTERMICBELRRELLET.

3. ABLET— Y oTILETCICO—r U RLEWMEE X, Tween20 % 0.1% (VIV) DEEIZHES
K3IZMZ T-20°C CTRAMRETEET,

STEP6 L —4 2 RYUTILDEE

SureSelect QXT TA—4 Vb EMEELI=54 735" D&’ Seeding iZE (L. HiSeq & U MiSeq T
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(% 8 pM A5 12 pM DFE. NextSeq Tl 1.2 pM Mi> 1.4 pM DRI TI , Seeding iBEEISREEE
[.5473D DNA BiF YA X3 HO. RODDIEARBET—ADEICIGLTHET ILELNH D
HBENBHYET , Sequencing DIA) T4V A—ILDT=HIZ, AILIF 1 DOHRIZA-T PhiX OV
FO—JLERMLUTT S,

Seeding #IZEE (8 pM A5 12 pM)IE 2100 /A1 FT7FS544 . £ L<IE TapeStation %
FALTEELTLET, p.105 M5 p.108 ZSHBL T ELY,

QPCR G ERLDIEEFREEZERT DEEIE. XBELEITRIFEEIZT 516D Seeding
BEERHTIVLELNHDIGENHYET,

B2 ILZF 4D Paired-End Cluster Generation FvbFRWNTYSAFEIBIZEA TSN, K
59 DFYrDERRITHET S Read RICHIELTLET . Read KIZIEL SureSelect QXT 8 bp
dual index [CWhE7% Read & (5 16 bp) FMA TSI, VTR AMERBD ATV T RR—
[SureSelect QXT Read Primer M JLSF Paired-End Cluster Generation ¥ yh A EHET
DOEAIEHOEERZTEAL, BDMILEF#HOT=a7ILESRBLTTIL,

% 59 A JLZ7 Cluster Generation vk ZEIRHAK

Platform Run Type Read Length' SBS Kit Configuration Chemistry
HiSeq 2500  Rapid Run 2100 bp 200 Cycle Kit vl orvz
HiSeq 2500  High Output 2100 bp 4 x 50 Cycle Kit' v3

HiSeq 2500  High Output 2100 bp 250 Cycle Kit v

HiSeq 2000 All Runs 2100 bp 4 x b0 Cycle Kit' v3

MiSeq All Buns 2100 bp 300 Cycle Kit v2

MisSeq All Buns 2= 76 bp 150 Cycle Kit v3
MextSeq 500  All Runs 2 =100 bp 300 Cycle Kit v2

* TIVT—3v(t&o>TLREUND Read EANBELIFEE . Read 1 &£ Read 2 [TIIZTH 8 bp D
dual
index read (&t 16 bp)IZ+ 4 E M Sequencing SXFEMNHEZEFFEBLTT LY,

T 200 cycle Fvk 1 DTIXZDTA—T Vb T Read 1 & Read 2 12012 T 8 bp M dual index read
(5t 16 bp)ZEMEIT DI+ ED Sequencing REMNSENZEH A, 200 cycle FYMIMMZ T
50 cycle ¥ vk 1 DEMAEHLESHIELHEFT,
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SureSelect QXT Read Primer WA JLS7 Paired-End Cluster Generation vk &#H
HAEHhETOER

llumina >—4 >3 245 TS5y I4— LT SureSelect QXT SA TSV E— VAT BIZIE
SureSelect

QXT Library Prep Kit Box 2 [C&FE N5 LLT M Custom Sequenicng Primer #3320 ENHYE
ERe

e SureSelect QXT Read Primer 1
e SureSelect QXT Read Primer 2
e SureSelect QXT Index Read Primer

» SureSelect QXT Index 2 Read Primer NSQ (NextSeq 75vh 74+ —LMDH)
SureSelect QXT custom sequencing perimer [& 100 uM DEEIZFHBINTEY .. UTFIZRT FIE
(ZiA> T, WY1 A LSS Primer Solution THIRETHIVELNHYET,
HiSeq 75vhI4A—LTlE p.114 DF 60 HL<IEE 61 ITRTBY TS/ Y—EMAEHETTE,
MiSeq 7S5YhI4—LTIE p.114 DX 62 ITRTBYTSAY—2 A EHETT S,

NextSeq 7S5 Yk I24—LTIE p.115 DK 63 LLLIERK 64 [TRTBY TS/ Yv—ZHABHETTS
LY,

BTFAR—ERENE=BYDLLET, EHICHABOESIZENEETT  EAREAN
TEHORFIEREF1—TOINIICREIN AR 21— LEZZOFFRALT . KBREE
FEICBIYER>TTHERATSL,

ENENDRERERILTYIATHRIZEAL. custom read primer T Index R H AVIE
LLITh N3 ES, BRETLEITH—IZLTTSLY,
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% 60 HiSeq 2000 & HiSeq 2500 High Output E—KF @ Custom sequencing primer M) &

Sequencing Volume of sureSelect™T Primer Volume of lllumina TruSeq Primer  Total Volume
Read

Read 1 5 pl SureSelect QXT Read Primer 1 (brown cap) 995 pl HPG or HP10 ml

Index 15 pl SureSelect @XT Index Read Primer (clear cap) 2985 pl HP8 or HP12 3mi

Read 2 15 pl SureSelect AXT Read Primer 2 (black cap) 2985 pl HP7 or HP11 3mi

% 61 HiSeq 2500 Rapid E—F® Custom sequencing primer M)z

Sequencing Volume of SureSelect®™T Primer Volume of lllumina TruSeq Primer  Total Volume
Read

Read 1 8.8 pl SureSelect QXT Read Primer 1 (brown cap) 1741.2 pl HP10 1.75ml
Index 8.8 pl SureSelect QXT Index Read Primer (clear cap) 1741.2 pl HP12 1.75 ml

Read 2 8.8 pl SureSelect QXT Read Primer 2 (black cap) 1741.2 yl HP11 1.75ml

% 62 MiSeq 75vhr24+—L® Custom sequencing primer MRS

Sequencing Volume of sureSelect™T Primer Volume of Hlumina TruSeq Total Final
Read Primer Volume Cartridge
Position
Read 1 3 pl SureSelect @XT Read Primer 1 (brown cap) 597 pl HP10 (well 12) 0.6 ml well 18
Index 3 pl SureSelect QXT Index Read Primer (clear cap) 597 pl HP12 (well 13) 0.6 mi well 19

Read 2 3 pl SureSelect @XT Read Primer 2 (black cap) 597 pl HP11 (well 14) 0.6 ml well 20
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& 63 NextSeq 500 / 550 High-Output v2 Kit @ Custom sequencing primer )&

Sequencing Volume of sureSelect™T Primer Volume of lllumina Primer Total Final
Read Volume Cartridge

Position
Read 1 3.9 pl SureSelect OXT Read Primer 1 (brown cap) 1296.1 pl BP10 (from well 20) 1.3 ml well 7
Read 2 4.2 pl SureSelect OXT Read Primer 2 (black cap) 1395.8 pl BP11 (from well 21) 1.4 ml well 8
Index + 6 pl SureSelect QXT Index Read Primer (clear cap) 1988 pl BP14 (from well 22) 2ml well 9
Index 2 + 6 pl SureSelect QXT Index 2 Read Primer NSQ

(purple cap)

& 64 NextSeq 500 / 550 Mid-Output v2 Kit ® Custom sequencing primer D&

Sequencing Volume of SureSelect™T Primer Volume of lllumina Primer Total Final
Read Volume Cartridge

Position
Read 1 2.7 pl SureSelect @XT Read Primer 1 (brown cap) 897.3 pl BP10 (from well 20) 0.9 ml well 7
Read 2 3.3 pl SureSelect @XT Read Primer 2 (black cap) 1096.7 pl BP11 (fromwell 21) 1.1 ml well 8
Index + 4.8 pl SureSelect AXT Index Read Primer (clear 1590.4 pl BP14 (fromwell 22) 1.6 ml well 9
Index 2 cap) + 4.8 pl SureSelect @XT Index 2 Read Primer

NSQ (purple cap)
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STEP7 Sequencing 5> Dtyr7vF& Read DD T7HETEa—R)SVT

Custom sequencing primer Z{$i>7= Sequencing S>Dtyr7yF(Z(X, U TDEBMAARS A&
HIZAIWEFHOEBRTOLILESBLTESY,
SureSelect QXT dual index DEEFIIEHRIEL p.123 DF 71 ITLF=A > TLFZELY,

fEHTIC SureCall 2F 4 5188 (EMELLTIIEFDAITHTIE)

HiSeq £ L<I& MiSeq 75wk 74— LS H AShiz Sequencing T—2M 674 T2—EE5lZERIZY
T3 58T E. TDED Read DT A AU EEMFTELELIZ, TOLUMD NGS T—2fEHTV I+
D7 TH5 SureCall ZAWVTERTHIENHEET , |BED SureCall Y7oz 7DHFHO—F
FUT&YITAFET,

SureCall page at www.genomics.agilent.com

SureCall [% HiSeq-MiSeq WFhDTS5vbT7+r—LhbH EhTz FASTQ 77/ )L CHERT 52
MTEE T, SureSelect QXT FYrERWTHELNI=T—4% SureCall TREMTHICIE. £F
Analysis Workflow Z:EZ R 2LELNHYFET , EIRESN 1= Analysis Workflow IZKY . YIRDzT7H
F475")% SureSelect QXT NI4T ) THAHERHBL. BT F T4—R)SVTEEBLET . +
JIUTENT FASTQ T7AILIET A AU MEERLT BAM J7/ILEERT 575E . TiRDE
[CAHVLLNET,

D Analysis Workflow T BIZ(E, p.117 DE 14 [ZLF=A>TLEELY, SureCall FEEEIL
Analysis Workflow 27%%1)v- L TLFEELY, @Y7 Analysis Type(single sample/pair analysis/trio
analysis)%#3RL . Import Unaligned Files R2>% 1)y L TLIZELY, Select Unaligned Sample
Files D4R HT Add R2%FE>Tread 1 &read 2 D FASTQ 774/ ILEREL TIEELY, BEIE
TA®D Analysis Method #=a21—5'i5 Default SureSelect QXT Method %;&#RL . Desigh *=21—
MSE YA SureSelect THAUEEIRL, Platform A=a—m5 lllumina Z5&RLET . ChUBED
TIAVAVMOERBHT AT YT &, SureCall DERAEEZS S,

TIAVAVMOTROBIIHMDBIT A TSIAE2ERTHIBE. p. 117 HoDTIVNIT+—LTE
DHARZAUIZLT=D > TS,


http://www.genomics.agilent.com/en/NGS-Data-Analysis-Software/SureCall/?cid=AG-PT-154&tabId=AG-PR-1196&Nty=1&Ntx=mode+matchall&Ntk=BasicSearch&N=4294967292+4294967234+4294967294+4294967244&type=baseSearch&No=0&Ntt=surecall
http://www.genomics.agilent.com/en/NGS-Data-Analysis-Software/SureCall/?cid=AG-PT-154&tabId=AG-PR-1196&Nty=1&Ntx=mode+matchall&Ntk=BasicSearch&N=4294967292+4294967234+4294967294+4294967244&type=baseSearch&No=0&Ntt=surecall

5. Index fHIMERILFTLYIR =5 AD =D YT ILElE

L
s Sample i, Coafigure Sepporting -
18 el oview BB Settings Files p—
lect the detgn and sosuenciag platfarm that wis Used. ¥ the Sesgn file his not been prmlouly kapseted, o s Supsorting fles
Cotapse NI
)
2 .
tes e o & B B
C AL T8
A 47
)
3
for
aly
File Mame: EL_SCS VAVAR_101612_S_ACAGTG_R2 fasta. gz
Pa of Type: lr{.‘: H', c. fz Y fetaa, ':11}13 ‘|:
( - A ) < - Al )
Pakred Ead 1 Puired End 2
OG0 S AGGTG Rt | s avea o s 7GR feirs g2
Show conplode puth b Seble oalysis Method | Dottt Suretomet GXT Mathed -)@ Curalotect Human Al Exoa VS DY arizen o =)
Chear Ml Lists Ok | Cancel
© pack text ©

14 SureCall @ Analysis Workflow D{ERX

fRHT(C SureCall ZFERALLELVES
® MiSeq 75 vhk74—.L Sequencing run setup E7H TRA—NJSU T HARSAY

lllumina Experiment Manager(IEM)Y 2+ 7% LV T, custom primer Sample Sheet Z{ERLL
TLZ&ELV, Read 1, Read 2, Index @ Custom Primer [CFzvoZFLNET,

IEM Sample Sheet Wizard #fWLVT, 72 49— ISV T EELIUDREEFIToTLEEL, Wizard
TE@EICIETAH=KIZ. Use Adaptor Trimming 7> 3> %2 RiIRL. 7 T 2—EFIELT
CTGTCTCTTGATCACA &IEELTLZELY, T T MiSeq Reporter VI 7H 74 T2 —ER 5
ZR#HL. Read W T7HATA—NIZU T ERHBLET .

® HiSeq. NextSeq 500 75vh74—.L Sequencing run setup E7E TR2—RM)IVTHARSA

~

~

F 65 =SB L T Sequencing >V D EREZ T2 TLEELY, HiSeq TD S Tl. Instrument control ¥
7k 7 ® Run Configuration B T Dual Index ZEiRLET . QXT Custom Primer (X1Z#E A4
JLEF%t D Sequencing primer OF 21— [THMEINTVET . T ZEITIMEIC QXT Custom Primer
ZHEAT H5-ODHMNGEEREIEITETT,
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NextSeq TDIUTIE YA VIBMENRALL —ro T T54—v T4V T %
Instrument control ¥/ Zkr2 =7 M Run Configuration EIE TR ELET .

% 65 Run Configuration E[EITODHY AL EDERE

Run Segment Cycle Number
Read 1 100

Index 1 (i7) 8

Index 2 (i5) 8

Read 2 100

Sequencing T DT # . AL T OERYIKLERBAIZLI=A > T demultiplex Ehf= FASTQ 7—4
HALET, BHTIC SureCall ZFEALLELMGEE . AGeNT (FH T2—KJIU T Y—IL)ERWLT
Read Mo 7R TA—ERFINIZV T EEBLTT S, COY—ILIE FASTQ XD T—2FHYIAAT
Sequencing Read DInMLT7 X TA—EHEREL. NISUT %D FASTQ 77/ ILEHEALET &
B AGeNT EZDERBAIE. LT SH O A—RFTEET,

http://www.genomics.agilent.com/en/NGS-Data-Analysis-Software/AGeNT/?cid=AG-PT-
154&tabld=prod2570007



http://www.genomics.agilent.com/en/NGS-Data-Analysis-Software/AGeNT/?cid=AG-PT-154&tabId=prod2570007
http://www.genomics.agilent.com/en/NGS-Data-Analysis-Software/AGeNT/?cid=AG-PT-154&tabId=prod2570007
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o
S o o
- O
0%
e ©® . . . . ® o
0,0
O . O
© ® o
* 6. YIFLUR
HE—E AEXVMERSA 92
SureSelect QXT Dual Index 018 E A5 101
105

Dual Index {0427 )LD Multiplexing IZEE3 2H AR5 1>

ZDETIE VI7LVRAERELTHFYLNDERSZEY 2T IL Sequencing ATV T THIAT %1%

|ICDOWTERBALET,
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AE—K

SureSelect QXT FHEX v I U TOEBEEMNORYET , & Box [T THEERETREL T ZE
LYo

% 66 SureSelect QXT HAES v BRL—F

Component Kits Storage Condition  HiSeq or NextSeq
MiSeq (ILM) (NSQ)
96 Samples 96 Samples

SureSelect @XT Library Prep Kit. ILM. Box 2 —20°C 5500-0121 b500-0127

SureSelect QXT Target Enrichment Kit, LM Room Temperature  5190-7335 h190-7335
Hyb Module, Box #1

SureSelect @XT Target Enrichment Kit, LM~ -20°C 5190-7334 5190-7334
Hyb Module, Box #2

*SureSelect QXT Library Prep Kit, ILM, Box 1 [ECDY =217/ THRBASN TS T—970—TIX
FRALEFEA,

& 66 DEEHMDABILLLT DR 67, & 68, & 69 [TRREHE SN TLVET .
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5% 67 SureSelect QXT Library Prep ILM, Box 2 D& RL 5

Kit Component

HiSeq or MiSeq (ILM) 96 Reactions

SureSelect QXT Buffer

SureSelect AXT Enzyme Mix ILM
Herculase Il Fusion DNA Polymerase
Herculase Il 5x Reaction Buffer

100 mM dNTP Mix (25 mM each dNTP)
DMSO

SureSelect @XT Read Primer 1
SureSelect @XT Read Primer 2
SureSelect QXT Index Read Primer
SureSelect XT P7 dual indexing primers

SureSelect AXT P5 dual indexing primers

bottle

tube with orange cap

tube with red cap

tube with clear cap

tube with green cap

tube with green cap

tube with amber cap

tube with black cap

tube with clear cap

P7 i1 through P7 i12 provided in 12 tubes with yellow caps (one tube per primer)

P5 113 through P5 i20 provided in 8 tubes with blue caps (one tube per primer)

%% 68 SureSelect QXT Library Prep NSQ, Box 2 D& &

Kit Component

NextSeq (NSQ) 96 Reactions

SureSelect OXT Buffer

SureSelect @XT Enzyme Mix ILM
Herculase Il Fusion DNA Polymerase
Herculase Il 5x Reaction Buffer

100 mM dNTP Mix (25 mM each dNTP)
DMSO

SureSelect QXT Read Primer 1
SureSelect @XT Read Primer 2
SureSelect QXT Index Read Primer
SureSelect @XT Index 2 Read Primer NSQ
SureSelect QXT P7 dual indexing primers
SureSelect @XT P5 dual indexing primers

bottle

tube with orange cap

tube with red cap

tube with clear cap

tube with green cap

tube with green cap

tube with amber cap

tube with black cap

tube with clear cap

tube with purple cap

P7 i1 through P7 i12 provided in 12 tubes with yellow caps (one tube per primer)
P5i13 through P5 i20 provided in 8 tubes with blue caps (one tube per primer)
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% 69 SureSelect QXT Hyb Module Box 1 D&k &

Kit Component 96 Reactions
SureSelect @XT Stop Solution bottle
SureSelect Binding Buffer bottle
SureSelect Wash Buffer 1 bottle
SureSelect Wash Buffer 2 bottle

% 70 SureSelect QXT Hyb Module Box 2 DR &

Kit Component 96 Reactions
SureSelect AXT Fast Hybridization Buffer bottle

SureSelect AXT Fast Blocker Mix tube with blue cap
SureSelect XT Primer Mix tube with clear cap

SureSelect RNase Block tube with purple cap
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SureSelect QXT Dual Index MDiEEE 5|

SureSelect QXT Index DIEHERINERDRIZRLET .

SureSelect QXT P5. P7 Index @ Index Number (. AL F#AMERT BT v XEHI EEEEL,

HAWIELEILEFITH->TH Index Number NELZZEDMAHYET

% Index [ 8 R—RXDEETT, 8 X—AM Index ZAHLNTS47 3D Sequencing #1T5A5;:%(ZD

WTIFA LS FHOERYIRULERBRICL =M > TS,

& 71 SureSelect QXT P7 index (1 5\ 12)

Index Number Sequence
P7 Index 1 (P7 i1) TAAGGCGA
P7 Index 2 (P7 i2) CGTACTAG
P7 Index 3 (P7 i3) AGGCAGAA
P7 Index 4 (P7 i4) TCCTGAGC
P7 Index 5 (P7 i5) GTAGAGGA
P7 Index 6 (P7 i6) TAGGCATG
P7 Index 7 (P7 i7) CTCTCTAC
P7 Index 8 (P7 i8) CAGAGAGG
P7 Index 9 (P7 i9) GCTACGCT
P7 Index 10 (P7i10) CGAGGCTG
P7 Index 11 (P7i11) AAGAGGCA
P7 Index 12 (P7i12) GGACTCCT
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72 BaseSpace ZFIFL T HiSeq. MiSeq £ L<I& NextSeq 75V I+—LTHDIUERET
BFED SureSelect QXT P5 Index EEFI1E$R (13 H5 20)

Index Number Sequence
P5 Index 13 (P5i13) TAGATCGC
P5 Index 14 (P5i14) CTCTCTAT
P5 Index 15 (P5i15) TATCCTCT
P5 Index 16 (P5i16) AGAGTAGA
P5 Index 17 (P5i17) GTAAGGAG
P5 Index 18 (P5i18) ACTGCATA
P5 Index 19 (P5i19) AAGGAGTA
P5 Index 20 (P5i20) CTAAGCCT

5% 73 BaseSpace ZFIFHHETIZ NextSeq F5YrI+—LTDIUEERT DD SureSelect

QXT P5 Index E2FI1E$R (13 H 5 20)*

Index Number Sequence
P5 Index 13 (P5i13) GCGATCTA
P5 Index 14 (P5i14) ATAGAGAG
P5 Index 15 (P5i15) AGAGGATA
P5 Index 16 (P5i16) TCTACTCT
P5 Index 17 (P5i17) CTCCTTAC
P5 Index 18 (P5i18) TATGCAGT
P5 Index 19 (P5i19) TACTCCTT
P5 Index 20 (P5i20) AGGCTTAG

*BaseSpace #F|AT HI5EIEFEK 72 IZEREH SN TULVS reverse complement 2B 5z AL T F:

AN
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Dual Index 04 > F)L @ Multiplexing [CB8T 551 K514 >

Dual Index Z{FMILI=H>TILDT—ILIZBETBHAESAELT, K 74 1258 EHL TLVS Index DFE
HEOEEHELTVET, COMAEHEIL. MIHD Index Read DRRIZEH A VL THhS—1\FY
ABNRENDESICRESNTNET , DEWNSUTILET—ILLI=EERIZH LT, Single index LK
(% Dual Index Z{tiILf=H>FILELT Demultiplexing 3315 & 123t L TLVE T, Demultiplexing
DRIZIE 1 T ILHI=YIZFE5NSD Sequencing ENEREKIZHSESIZ. 1 bp DIRAIYFEHET
HEEEFRAL TS,

#& 74 96 RiEFYLO Dual Index 042 FINLOT—IVICET HH (RS54

Plexity of Sample Recommended SureSelect™T P7 Recommended SureSelect™T P5 Indexes
Pool Indexes
1-plex Any PT index il to i11 Any PS5 index (i13 to i20)
2-plex P7i1 and P7i2 OR Phil3and P5il4 OR

P7i2 and P7 i4 Phi15and P5i16 OR

PR i17 and P5i18

3-plex P71, P7i2 and P7 i DR Phil3and P5il4 OR

P7i3. P7 id and P7 i6 OR Phi15and P5i16 OR

P75, P7 i7 and PT i P5i17 and P5i18 (as needed)
4-plex P7i1,P7i2 P7i3 and P7i4 OR Phil3and P5i14 OR

P7i3. P7 i4, P7i5" and PT7 i6 OR Phi15and P5i16 OR

P7 ik, PTi6*, P77 and P78 P5i17 and P5i18 (as needed)
5-plex P7i1, P72 P7i3",P7 i4 and P7 i5" OR Phil3and P5i14 OR

P7i3. PT i4, P7i5", PT i6 and p7 i7" OR Phi15and P5i16 OR

P7 ik, PTi6*, P77, P7 i8 and p7 i9" P5i17 and P5i18 (as needed)
6-to 11-plex Any combination of P7 indexes i1 to i11 P5i13and P5i14 OR

using each index only once P5i15 and P5il6 OR

P5i17 and P5 18 (as needed)

12-to 88-plex Any combination of P7 indexes i1 to i11 P5i13 and P5i14 and any third P5 index OR
(as needed) P5 i15 and P5 i16 and any third P5 index OR
P5i17 and P5 i18 and any third P5 index (as needed)

89-to 96-plex All twelve P7 indexes (il toi12) Any P indexes (i13 to i20, as needed)

* ZOY—YTRENT= Index [F. T—ILENBEI DY TILERLS Index BBFIEHFDOLDTH
NIE P71 55 P7i11 OF DO Index TEEMASHIELARETT
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Copyright Agilent Technologies 2014-2016
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