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SCOPE

The scope of this SOP is to cover the automated sample processing using the Agilent NGS Workstation
with the SureSelect*" Low Input target enrichment workflow for samples to be sequenced using the
lllumina paired-read sequencing platform. The procedure will cover both Whole Exome Sequencing

and Targeted Sequencing library preparation.

SAFETY PRECAUTIONS
Wear appropriate personal protective equipment (PPE) when working in the laboratory. Follow signs
labeled on the instrument to prevent physical injury.

SURESELECT TARGET ENRICHMENT OVERVIEW



Prior to sequencing, individual library preparations, hybridizations, and captures are performed.
Depending on the target size of the SureSelect capture, multiple samples can be pooled and
sequenced in a single lane using the 8-bp SureSelect®’ Low Input multiplex indexes. The SureSelect”
Low Input Library preparation is compatible with both high-quality gDNA prepared from fresh or fresh
frozen samples and lower quality DNA prepared from FFPE samples, using a DNA input range to 10 to
200 ng DNA. The figure below represents the sample preparation workflow for SureSelect*™ Low Input
NGS Target Enrichment.

SureSelect*T Low Input

: Ganomic DNA samples
NGS Target Enrichment {10~ 200 ng DNA per sampls]
WG Fkﬂ ow l Shear ONA
DHA fragments of 150.200 bp
Prepare samples usng
SaraSelect XT Low Input
Genomic locations of interest Library Preparation Kit
Molecular barcoded
Design probes against target pei oy
sequences 1 SureDesigr ONA libraries
hd l BCR amglify using
Capture Library index primers
{SureSelect or ClearSeq library) Prepared DNA libraries

Hybridize using SureSelect XT Lew Input
reagerts and pratocol

«—

Capture Library/prepared DNA hbraty hybrids
Capture hybnds on magnetic beads

e

Captured fibraries

PCR amplify

G

1 Pool captured samples
| ‘Opional}
h 4

SureSelect-enriched, indexed, mofacular barcoded
NGS samples

Figure 2  Overall sequencing sampis preparation workfiow.

D. EQUIPMENT
e Agilent NGS Workstation Option B with VWorks software version 11.3.0.1195
] Thermal cycler and accessories
. P2, P10, P20, P200 & P1000 single channel pipettes
] P10, P100, & P200 multichannel pipette
] Vortex mixer
¢ Qubit fluorimeter
] Covaris model E220
. Microcentrifuge
] Plate or strip centrifuge
. 96-well plate mixer
*  Agilent 4200 TapeStation
e  Applied Biosystems Quant Studio 6
*  Agilent PlateLoc Thermal Microplate Sealer
*  Vacuum concentrator



-80°C freezer, -20°C freezer, and 4°C cooler
Magnetic separator

Ice Bucket

E. MATERIALS

Robotic Pipetting Tips (Sterile, Filtered, 250pL)

Applied Biosystems MicroAmp Optical 96-well Reaction Plate

Applied Biosystems MicroAmp EnduraPlate Optical 96-Well Fast Clear Reaction Plate with
Barcode

Tube cap strips, domed

Eppendorf twin.tec full-skirted 96-well PCR plates

Thermo Scientific Reservoirs

Nunc DeepWell Plates, sterile, 1.3-mL well volume

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

Eppendorf LoBind Tubes, 1.5-ml and 0.5-ml PCR clean

P2, P10, P20, P200 & P1000 sterile, filtered tips

Eppendorf P10 & P100 dual filtered, PCR clean and sterile tips

Covaris 96 microTube Plate (P/N: 520078)

96-well plate foil seals

8-well tube strips and caps

PPE: gloves, protective eyewear, and lab coat

F. REAGENTS

SureSelect*” Low Input Reagent + Capture Library Kit for lllumina (ILM) platforms, 96 reactions
with Index Primers 1-96 or 96 reactions with Index Primers 97-192

Agencourt AMPure XP Kit, 450 ml

Dynabeads MyOne Streptavidin T1, 100 ml

D1000 ScreenTape, Reagents, and Sample Buffer

High Sensitivity D1000 ScreenTape, Reagents, and Sample Buffer

KAPA Library Quantification Kit

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

100% Ethanol (Ethyl Alcohol, 200 proof)

Nuclease-free water (not DEPC-treated)

G. PROCEDURAL NOTES

DNA will be prepared using suitable purification system depending on sample source (fresh or
FFPE).
DNA integrity of FFPE DNA will be assessed using Agilent Genomic DNA ScreenTape assay
DIN score. The DIN score will be used to determine input modifications.

Table 12 SureSelect XT Low Input DNA input modifications based on DNA Integrity Number (DIN) score

Pratocol non-FFPE FFPE Samples
Parameter  Samples 4

’ DIN > 8 DIN 3-8 DIN<3
DNA input 10ngto200ny 10ngto 200 ng DNA,  Use at least 15 ng for more Use at least 50 ng for more
for Library DNA, quantified guantified by Qubit  intact samples and at least intact samples and at least
Preparation by Qubit Assay  Assay 40 ng for less intact samples. 100 ng for the least intact

Use the maximum amount of samples. Use the maximum
DNA available, up to 200 ng, for  amount of DNA available, up to
all samples. Quantify by Qubit 200 ng, for all samples. Quantify
Assay. by Qubit Assay.

* FFPE samples with DIN>8 should be treated like nan-FFPE samples for DNA input amount determinations.



H. SHEARING
Shearing steps depend on quality of DNA. High quality and FFPE DNA have different shearing
requirements.
1. Determine input amount of DNA. Each sample should contain 10-200 ng gDNA.
2. Transfer DNA to wells in Covaris microTube 96 well plate.
3. Bring volume of DNA up to 50 ul with 1X Low TE Buffer.
4. Shear DNA using Covaris E-series instrument with SonoLab software v7 or later software using
these settings:

Semmiig High-quatity DNA FFPE DNA
Duty Factor 10% 10%

Pesk Incidunt Power (PP} 175 176

Cycies per Burst 00 200
Treatment Time 2% 120 seconds 240 seconds
Bath Temperature et 2106°C

Use the steps below for two- round shearing of high- guality DNA
samples only:

e Shear for 120 seconds

sSpin the micraTUBE for 10 seconds

«Vartex the mieroTURBE al high speed for § secands
*Spin the microTUBE for 10 seconds

sShear for additional 120 seconds

*Spin the microTUBE for 10 seconds

eVartex the microTUBE at high speed for & seconds
«Spin the microTUBE for 10 seconds

o

Once shearing complete, transfer 50 ul of sheared gDNA to an Eppendorf twin.tec 96-well plate.

6. Run sheared gDNA using High Sensitivity D1000 DNA Analysis kit. Target DNA fragment size is
150 to 200 bp.

7. Create input plate for library sample preparation. Input amount depends on quality of DNA.

Transfer required amount to a new Eppendorf twin.tec plate and bring volume up to 50 ul using

huclease free water.

l. SAMPLE PREPARATION
1. Prepare Agilent work station according to SureSelectXT_LI_ILM_vB1.0.1.VWForm. For Sample
Preparation steps, use LibraryPrep_XT_LI_ILM_v.B1.0.1.rst runset.
2. Prepare appropriate volume of End Repair/dA-Tailing master mix using volumes listed on table

below:

Reageat Volamefor Velumeior Volumefor Yolumefor Volumefor Volomefor  Volume for
flibrary  1Columm  2Columns 3Cclumms 4 Columns 6 Columns 12 Columos

End Repair-A 16ul 204 pl 3ol 476 ut 612yl 884yl 1768 pl

Tailing Buffer

{bottle)

End Repair-A aul 51 i 85 119t 153 yl 221yl 442 i

Tailing Enzyme

Mix [orange cap}

Total Volome 283 255 i 425l 595l w5l 118831 28

3. Prepare appropriate volume of Ligation master mix using volumes listed below:

Reagent Volumefor Volumefor Volumelor Volumefor Volumelor Volumefor Volums for
Tlibeary 1Columm  2Columns 3Columus 4Columns 6 Colemns 12 Colunims

Ligation Buffer Bt 2933wl 4888 pl 684.3 ul 879.8 ! 12708 ul 2541 5yl

(bottle)

T4 DNA Ligase 2 255l 4254l 59.5 i 76.5 pl 110.5 pt 2204l

{biue cap)

Tetal Volume Uil Hogpl 5313l 3ep %83 gl 138131 27625yl

4. Prepare appropriate volume Adaptor Oligo Mix dilution according to volumes listed below:



‘Reagent Volumefor Volume for Volumefor Volwmedlor Volumelfor Volumefer Volume for
tlibsary $Columm  2Columns 3Columns 4Columns 6 Columns 12 Columny

Nuclease-free 254l 254 638 i 85.0 pi 106.3 1435l 266.5 4!

water

Adaptor Oligo Mix  5pl 85.0u! 12754 170.0 pl 2125 22875 5330l

{white cap)

Total Volums 75ul 125p 1.3 260 kit ¥ 4305 pt 7995l

Prepare master mix source plate using Nunc DeepWell plate according to table below:

Master Mix Positionon  Valume of Mastor Mix added per Well of Nunc Desp Well Source Plate

e Somrce Plate S Columm  2.Comn  3Colms 4Colmn  6-Column  12-Cokima
Rums. Runs Runs Ruoms Runs Runs

End Repair-dA Column { 310t 520yl 7304l 94.0 pt 1365 ! 2730

Tailing master mix  |A1.41)

Ligation master Column 2 36.0 ut 620wl 88.0 pl Na.0u 169.0 ul 33804l

mix |AZ-H2j

Adaptor Oligo Mix  Column 3 150 225 300l 375t 5251 97.5ut

dilution {AZH3)

Prepare purification reagents by adding 140ul of homogenous AMPure XP beads per well into a
separate Nunc DeepWell plate.

Prepare a reservoir containing 15 ml of nuclease free water and a separate reservoir containing
45 ml of freshly prepared 70% ethanol.

Set-up prepared plates according to set up on LibraryPrep_XT_LI_ILM_v.B1.0.1.rst runset.
Press start when set-up complete and allow LibraryPrep runset to complete.

. Once LibraryPrep runset complete, prepare workstation for amplification of adaptor-ligated
libraries according to Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro.

. Pre-program thermal cycler with PCR steps below. Refer to the next table for Pre-Capture PCR
cycle number recommendations:



Segment Number of Cycles Temperature Tima

1 1 98°C 2 minutes
2 8to 14, based oninput DNA qualityand  98°C 30 seconds
quantity {see Table 24}
80°C 30 seconds
72°C 1 minute
3 1 72°C S minutes
4 1 4°¢ Hold

' When setting up the thermal ¢ycling program, use a reaction volume setting of 50 ul

Quality of Input DNA Quantity of input DNA Cycles

Intact DNA from fresh sample 100 to 200 ng 8 cycles
50 ng § cycles
10 ng 11 cycles

FEPE sample DNA 160 10 200 ng’ 1 cycles
50 ng 12 cycles
10 ng 14 cycles

* gPCR-determined quantity of amplifiable DNA or DIN value-adjusted amount of input DNA
12. Prepare appropriate volume of pre-capture PCR mix according to table below:

Reagemt Volumefor Volumefor Velumefor Volumefor Volumelfor Volumefor Volums for
tlibrary 1Column  2Colomms 3 Columns 4 Columns €Columns 12 Columms

Nuclease-freewater 65l 829 138.1 1934 pt 24860l 358.1 pl 718.3ui

5% Herculase il 10p 12750l 2125 2975l 3825l 552.5 pl 195t

Reaction Buffer (cleat

cap)

100 mM dNTP Mix 05pl 84l 106t 1494 19.1 276l 55.3 ul

{green cap)

Forward Primer 2t 265ut 425t 685! 76.5 yt 1105 221.0 i

{brown cap}

Herculase [ Fusion iyl 128 213 20.8ul 38.3ul §6.3 pl 1105 pi

DNA Polymerase {red

cap)

Total Volume 2@ &5 a259u 5951 wi 765 11e5ul 28

13. Dispense pre-capture PCR mix to same Nunc DeepWell master mix source plate that was used
for the LibraryPrep runset. Use volumes below:

Master Mix Positionon  Volume of Master Mix added per Well of Nunc Deep Wall Sousce Plate

Solution Source P

- Ot e N okms  2Colmn 3.Celms O.Cohms  6.Cekms  12-Colomm
Rune Runs Funs Runs Runs Runs

Pre-Capture PCR  Column 4 31.0ul 520 ui 73.0ui 84.0ul 136.5 i 2730

Master Mix (Ad- Hd)
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Prepare the pre-capture PCR indexing primer plate. Use the appropriate SureSelect XT Low
Input Index primers. In each well of a %2 PCR plate, combine 2 ul of the specific indexing primer
(1-96 or 97-192) to the assigned sample well with 3 ul of nuclease free water.

Set-up prepared plates according to set up on Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro.

Press start when set-up complete and allow Pre-CapPCR runset to finish.

Once Pre-CapPCR runset is complete, transfer PCR plate to thermal cycler with appropriate
program.

Set up workstation according to AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR. Use
AMPure beads left over from LibraryPrep runset.

Once Pre-PCR thermal cycling program complete, transfer PCR plate to assigned position on
workstation.

Press start to begin AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR runset.

Once runset complete, assess the quantity and quality of DNA. Use Agilent 4200 TapeStation
instrument and the Agilent D1000 DNA Analysis Kkit.

Store pre-captured libraries in 4°C overnight or -20°C for long term storage. Otherwise proceed
to hybridization steps.

J. HYBRIDIZATION

1.

Determine input amount of DNA for hybridization reaction. Each reaction requires 500-1000 ng
of prepared DNA in a volume of 12 ul. To calculate input divide required input (500-1000ng) by
the concentration of DNA determined by D1000 DNA analysis.

Aliquot input DNA to Eppendorf twin.tec plate.

Use vacuum concentrator to dry samples at < 45°C. Reconstitute each dried sample with 12 ul
of nuclease free water.

Set up workstation according to Hyb_XT_LI_ILM_v.B1.0.1.pro runset.

Program thermal cycler with hybridization cycling steps:



Segment  Purpose Numberof Cycles  Temperature  Time

Nomber

3 Denaturation 1 95°C § minutes

2 Blocking 1 65°C 10 minutes

3 Held for NGS 1 85°C Hold
workstation stops*

Il Hybridization 50 e5°ct 1 minute

371°C 3 saconds

5 Hold until start of 1 grect Hold

Capture

1

4

When setting up the thermal cycling program, use a reaction volume setting of 30 i {final vol-
ume of hybridization reactions during cycling in Segment 4.

Samples are transferred to the NGS Workstation during this Hold step when prompted by the
VWorks software.

Reducing the hybridization temperature to 80°C {Segments 4 and 5) may improve coverage for
AT-rich regions of some libraries.

“* Samples are held at 85°C until they are processed in the Capture & Wash automation protoco!

that begins on page 95.

Prepare the appropriate volume of Block master mix on ice according to table below:

Reagent Volumefor Volomefor Volumefor Volumefor Volumelor Wolumefer  Yolume for
Tlibrary 1Column  2Columns 3Columms 4Columps G Columas 12 Columas

Nuciease-free 25y 31oul 83.1 ul a4l 95.6 pl 138.1 i 276.3 yl

water

SureSelect XTHS 5.0l 838 ul 166.3 ul 14838l 191.3 4l 2763l 5525 pl

and XT Low Input

Blocker Mix {blue

cap)

Total Volume 154 5.5l 1654 22318 289 M 8288l

Prepare the appropriate volume of Hybridization Buffer master mix at room temperature
according to the table below:

Reagent Volumefor Volumefor Volumefor Volamelor Volumefor VYolumefor Volumefer
1 Library 1Column Z2C0okimns 3 Celumns §Coluoms & Colummrs 12 Columns

Nuclease-free water 25yl 53.1u 744l 95.6 1169 ul 1584yl 2075 g}

SureSelect Fast ] 1275 1785 22854l 2805 pl 3825 71404

Hybrideation Butfar

|bottie)

‘Total Volume a5l 1838 wl w20 i 748 5419 105

Prepare the appropriate volume of Capture Library Master Mix. Volumes will depend on the
target size of the capture library bait:



Target size <3.0 Mb

Beagent Velumefor Volomefor Velumefor Volumefor Volumefor Volemefor Volume for
1 Library 1Colemn  2Colwmms 3IColomws 4Columms  ©Columms 12 Columins

Nuclease-free 454l 7651l 1480l B30 u 18134 306.0 pl 5929l

water

RNase Black 050 854l 128yl 1700 21.3 pl 34.0pl 65.9 ul

{purple cap)

Capture Library 2.0t 34.0 pt 81.0pl 68.0 pl 85.0 pt 1360 p) 263.5 pl

Total Volome 78l 119.05 1786pm 2388 278 A7 pi 822.3pk

Table 44 Preparation of Capture Library Master Mix for Capture Libraries 23 hb, 8 rows of wells

Target size =3.0 Mb

Reagent Velume far  Volume for Volumefor Volumelor Volumefor Volumefor  Volume for
1 Library 1 Columm  2Coluwmws 3Columws AColuwws 6 Columns 12 Columns

Nuclease-free 15 255 pil 3831l 51.0ul 63.8 pt 1020 4l 19786

water

RNass Block a5 85yt 128pl 17.04 203 3404 85.9 pl

{purple cap|

Capture Library 5.0t 850u! 12164l 17000l 21254 340.0 i} 8588 pl

Total Volume I8pt 11985 1e.epl usom 20749 476.8 gl 8223

9. Prepare the master mix source plate using an Eppendorf twin.tec plate at room temperature.
Refer to tables below for appropriate volumes and plate configuration.

‘Master Mix Positionan  Volume of Master Mix added per Well of Eppenderd twin.tec Source Platy

Soluti Sourcs Plats
- t-Column  2.Colmn  3-Column  4-Colums  6-Column  12-Cokamo
Runs Runs Runs. Runs Runs Rums

Block master mix  Column 1 1oyl 19.0pt 27.0pl 349l 50.9 pi 102.7 yt
{A1-H1)

Capture Library Column 2 140ul 214l 288 i B3 58.6 pt 1134

master mix {A2-H2)

Hybridization Column 3 1994l 29.6 pl 38.0pl 4790 pl 85.1 pi 1238 ol

Buffer master mix  (A3.43)

10. Load the Bravo deck with prepared plates according to the Hyb_XT_LI_ILM_v.B1.0.1.pro.

11. Begin the runset. Once liquid handling steps complete, place PCR plate in thermal cycler once
prompted by the software.

12. The Bravo will complete aliquoting the Capture Library and Hybridization Buffer master mixes.
When liquid handling complete, another prompt will appear. Remove PCR plate from thermal
cycler and place back on Bravo deck.



13. Allow runset to complete liquid handling steps. Once complete, another prompt will appear.
Place PCR plate back on thermal cycler as instructed by prompt and allow PCR hybridization
cycling to complete.

14. While DNA is in hybridization, prepare workstation for capture and wash steps. Use
SSELCapture&Wash_XT_L|_ILM_v.B1.0.1.rst runset to set up workstation.

15. Prepare the Dynabeads streptavidin beads by combining the components listed in the table
below. The beads must be washed by vortexing the mixture and allowing the liquid to separate
from the beads with a magnetic separator and discarding the supernatant. These steps must be
repeated for a total of 3 washes.

‘Reagem Volume for Volumefor Volumefor Velumafor Volumefor Volumefor  Volume for

1 Library 1Column  2Column: 3Columme 4Columns 6Cclumns 12 Celumss
Dynabeads 50 i 425 pi 825 12251 1.65 ml 25mi 50ml
MyCnre
Streptavidin T)
bead suspension
SureSelect 8.2 mi 1.7 ml 33mi 4.9mi 6.6 ml 10mi 20 mt
Binding Buifer

Totsl Volume 0.5 mi 2125mf  4126ml 6125w 825w 125mi Bmi

16. Once washes complete, re-suspend the washed Dynabeads with the appropriate volume of
Binding Buffer. Refer to table below:

Reagont Volume for Volumefor Volumefor Volumelor Velumefor Volumefor Velumefor
1 Librasy $Colunws  2Colums 3IColuwms 4Columms & Columns 12 Columns

SureSelect 0.2 mi 1.7mi 3.3mi 49mi 5.6 m! 10ml 20mi
Binding Buffer

17. Aliquot 200 ul of washed Dynabeads for each well processed to Nunc DeepWell source plate.

18. Prepare an Eppendorf twin.tec plate labeled Wash #1. Aliquot 160 ul of SureSelect Wash Buffer
1 for each well to be processed.

19. Prepare a Nunc DeepWell source plate labeled Wash #2. Aliquot 1150 ul of SureSelect Wash
Buffer 2 for each well to be processed.

20. Load prepared plates according to SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst runset setup.

21. Determine if PCR hybridization cycling steps complete before starting Capture and Wash
runset. When runset started, a prompt will appear to retrieve plate from thermal cycler and place
on assigned position on deck.

22. Allow SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst runset to complete. Store completed plate
on ice and proceed to Post-Capture PCR steps.

K. POST-CAPTURE SAMPLE PROCESSING
1. Prepare workstation according to Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro runset.
2. Pre-program thermal cycler with Post-Capture PCR thermal cycler program. Number of cycles
depends on capture library target size.



®

10.
11.

12.

13.

Segment Nomber of Cycles Tempsratiure Time

1 1 98°C 2 minutes
2 9t 14 98°C 30 seconds
See Table S8 forrecommendations based  ggop 30 seconds
on Capture Library size
12°C 1 minute
3 1 12°C 5 minutes
4 1 4°C Hold
Capture Library Size/ Description Cycles
Libraries <0.2 Mb 18 cycles
Libraries 0.2-3 Mb {includes SSel XT HS and XT Low input 12 cycles
ClearSeq Comp Cancer)
Libraries 3-5 Mk 10 cycles

Libraries >5 Mhb (includes S$Sel XT HS and XT Low Input 8 cycles
Human All Exon V6 and Clinical Research Exome V2
libraries)

Prepare the appropriate volume of post-capture PCR Master Mix according to volumes on table

below:

Reageat VYolumefor Velumefor Velumefor VYoelumefer Velumefor Velumetor Velume for
Tlibrary 1Columan 2Colomns 3 Columns 4dColumss 6 Colimes 12 Columms

Nuclease-frse water 125yl 1584 pl 266.6 9l EIARST 4781l 580.6 pt 13281yl

5x Harculase Il ol 127.5 9 2125l 2975l 3825l 552.6 ul 1062.5 pl
Reaction Buffer {clear

cap)

100 mM dNTP Mix 0¢5pl 84l 106p 149l 8.1 216l 831l
(preen cap}

SweSelact 1t 128 213 298 B3 55.3 ui 1053 ui
Post-Capiura Primar

Mix {clear cap)

Herculase i Fusion 1l 28l 213t 208l 3834 5.3 4l 1083 i
DNA Polymerase {ied

cap)

Total Velome 254l 31880 5313 7438 9563 ol 1381.3pd 2656.3 st

Prepare the master mix source plate by adding the appropriate volume to all wells of column
one of a Nunc DeepWell plate.
Master Mix Pesitionon  Volume of Master Mix added per Well of Nunc Desgp Wek Source Plate

e Somce Plate . oelumn  2-Column  5Cohmm  4&Colmn  6-Cokmn  12-Cohmm
Rumis Runs Runs Ramis Russ Huns
PCR Master Mix  Column 1 BOpl 520pl 88.0 ul 1adul 1660 yi 3220 ul_
{A1-R1)

Load the Bravo deck with prepared plates according to the Post-
CapPCR_XT_LI_ILM_v.B1.0.1.pro runset.

Allow runset to start. Place PCR plate in thermal cycler once prompted by software.

During Post-Capture PCR thermal cycling, prepare the workstation according to
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR.

Prepare a Nunc DeepWell source plate with 55 ul of homogenous AMPure XP beads per well.
Prepare a reservoir containing 15 mL of nuclease-free water and a separate reservoir with 45
mL of freshly prepared 70% ethanol.

Load the prepared plates according to the Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro runset.
Once Post-PCR thermal cycling program complete, transfer PCR plate to assigned position on
workstation.

Press start to begin AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR runset.

Once runset complete, assess the quantity and quality of DNA. Use Agilent 4200 TapeStation
instrument and the Agilent High Sensitivity 1000 DNA Analysis kit.



14. Use concentration and region molarity from High Sensitivity D1000 analysis to normalize
samples for QPCR quantification.

15. Quantify libraries by preparing samples with KAPA Biosystems library quantification kit and
running qPCR on Applied Biosystems Quant Studio 6.

16. Combine the libraries such that each index-tagged sample is present in equimolar amounts
using this equation:

Volume of Index = ’Mﬂ
#x C(H

where V() is the final desired volume of the pool,

C{f) is the desired final concentration of all the DNA in the pool
(typically 4 aM-15 nM or the concentration of the most dilute
sample}

# is the number of indexes, and

C(i) is the initial concentration of each indexed sample|

17. Once libraries are combined into a final pool, assess the quality and quantity of the pool using
the Agilent 4200 TapeStation and the Agilent High Sensitivity D1000 DNA Analysis kit.

18. Quantify the final pool using the KAPA Biosystems library quantification kit and running gPCR
on Applied Biosystems Quant Studio 6 to determine size adjusted concentration.
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