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Dynabeads MyOne Streptavidin T1 Scientific 65603 i87F 100 mL
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Nuclease-free water (not DEPC-treated) Ambion AM9930 [EE] 500 mL DEPCHLIETII /L &

Thermo Fisher 22— OIDNAE TEBLITIERICEEZ TS
Qubit dsDNA BR Assay Kit Scientific Q32850 i87E 100 assay |fzHICHLET.
KEEF (500 assays [Q32853) £HNET.
Thermo Fisher BR Assay T3 BEED E UL 1gDNAE
Qubit dsDNA HS Assay Kit Scientific Q32851 i57F 100 assay |T&EAMTIETRICERTA/IhCBLET,
KERZ1F(500 assays [Q32854])e:p L o,
i ~S-3HE7 ~

= 2 HERHIE(FFPEDNA YT ILDH)

Z DD EEZE (FFPE DNAS > FILD&H+)

.
N ! som
2% D B wme |mw
LEET
G9700A
16055 . -
; ) . (16/2)5) - - FFPEREDNAT > JIL D355,
Agilent NGS FFPE QC Kit Agilent 697008 BE gé%g/\ ¢/ J.DNA QCI (EBLE .
(96[5LS5) 7

Genomic DNA Screen Tape Agilent 5067-5365 BT iz TapeStation Genomic DNA #4755
Genomic DNA Reagents Agilent 5067-5366 | 5 | 11247 s [AF T HITOGDNAD SERESHRICERLE T
QlAamp DNA FFPE Tissue Kit, 50 Samples Qiagen 56404 BE

Deparaffinization Solution Qiagen 19093 1BE

& 3 3473 QCH

S4T73QCA (HF5DERABEREICILL. TapeStationAELLUZ/NSAFTTFFHSAHA. WThODERSBECHETSL.)

o w o 155/ e

e WAEA—P— =% 10 5 AEE ‘ﬁ%

Agilent 4200 / 2200 TapeStation; 55

Agilent TapeStation D1000 Screen Tape Agilent 5067-5582 e T 1T RAI6H L FILBETEET.

Agilent TapeStation D1000 & o Agilent 5067-5583 EE 11290 ggg;;;@gfg;u%@ﬁ%/&ﬁﬁﬁ;é

Agilent TapeStation High Sensitivity D1000 Screen Tape Agilent 5067-5584 EE T 1T RAIeH Y FILBETEL T,

Agilent TapeStation High Sensitivity D100 Agilent 5067-5585 #BE |12 Ty

98-well sample plate (4200 TapeStation¥ fF) Agilent 5042-8502 #BE §§23§?§3§2$§ff§ﬁ§ ;ij;ig Lo

96-well plate foil seals Agilent 5067-5154 BT

8-well tube strips Agilent 401428 EBE

8-well tube strip caps Agilent 401425 BE

Loading tips (4200 TapeStation= F) Agilent 5067-5598 5% gggg;‘?g’ﬁzgz;ﬁ; ﬁfggsfig%m

Agilent 2100 /S 177 >S5 B R

Agilent DNA 1000 kit Agilent 5067-1504 55 25504 |15V TRANRYUILETRT LN TEET.
1SUTRRAMBVIILETRIEN TEELS.

Agilent High Sensitivity DNA kit Agilent 5067-4626 i8E 10525 Expert Control Software ver B.02.07LIf&h¢
HETT,

KABEFITNBEZMTHHHLOEIFANZTES,
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DNABITADC ESAHER (LW IThh O ESRBEBECFIE FELL)

¥

>
o
fein

DNADEMF-IERBICERT LN TEET.
Agilent 4200 TapeStation System Agilent G2991AA = Agilent 2200 TapeStation® EFRE 0J8ETTHs. Ho
FIARSOBHIEL AT LEAEATEEL A,
DNAQEMFIEEICFER TN

Agilent 2100 Bioanalyzer Agilent G2939BA i5E TFE T, Expert Control Software

ver B.02.07LIED BT .

EOMDER
Hot TopfEH.
SureCycler88004 — =2 JL.H 75 (Agilent p/n
A ] GB800A), 96 well plate module (Agilent p/n G8810A),
compression mats (Agilent p/n 410187)
BLIHEE &
=T ADSCELIET L — FEBIRLTES L,
PCR plate B#bIcHILTL AT —Ep. 34, R 10 &
SR TGRS,
Eppendorf twin.tec full-skirted 96-well PCR plates Eppendorf 95102000401 | 57E 951020619 TE 0]
Thermo Scientific Reservoirs Thermo Scientific | 1064156 1BE
Nunc DeepWell Plates, sterile, 1.3 mL well volume Thermo Scientific|260251 BT
Axyg_en 96 Deep Well Plate, 2 mL, Square Well (waste reservoirs; Axygen P-2ML-SQ-C 57 E&K Scientific p/n EK-2440T 9]
'working volume 2.2 mL)
Robotic Pipetting Tips (Sterile, Filtered, 250 pL) Agilent 19477-022 1BE 147 —296F v 7 AW, 507 — 2
Peelable Clear Seal for PlateLoc Sealer Agilent 24210-001 1EE
DNA Away Surface Decontaminant Wipes Thermo Scientific| 7008 [i:E] BEL 25 LOBRICERLET.
. Thermo Fisher - 22— FIFOIDNAE TELIET ERICEET S
Qubit Fluorometer Scientific Q32857 87E fesblo LT,
) Thermo Fisher . QubitTgDNA%L [ETEICTE & T AT
Qubit assay tubes Scientific Q32856 1EE L,
DNA LoBind 72—/, 1.5ml PCR clean, 250 pieces Eppendorf 022431021 LiEE] 25074 ZEEDBFE DI LoBind &1 TEERATIEL,
Covaris E220LMDEF L EC RGBS (I RETIC
Covaris Sample Preparation System (TLTH2e Model E220 BE HRELSHEEEL,
s FISHOERIHERELEEA,
. Covaris e
Covaris microTUBE sample holders (LT 25 520045 EE
L B Eppendorf 5804 152 96 Well Plate3 551, Deep Well (FX31.35 mm)

hABIE. 1000 gLl k.

45°CLATF D KR T96 Well Platel 2 AN 72 /B (B4
12 L) DB TED .

HHO-2. A4S TERREE R THLET
BHEE 8 (96 well plate IO — & — {) Savant SC210A L E] T TOMYHE T OCC-105—REERTEET.
Savant?>DNA120+96 Well Plate B DO —52—
(RD2MP) L&A T=F ¢ H% Deep Well Plate(d AL
FHA.

Thermo Fisher KEEDANTHPEDE —AE—EISR BT
E-AnERv T F ok 12302D L BHICHETT, 48 TILUTOH U T ILHEiRDE

Scientific 2(Z(3Dynal DynaMg-15 (12301D)DS BRI T 7,
e } P10,P20, M
Ak Pipetman P200.P1000 i E]
TILFF ek I Rainin L12-20 EES
EubFo 7 BE. Nuclease-Free.
TPOVIL IOy T4 IR TF
WEES A-HLFa-—JoRTOELUM 15mL FRAOY 352097 EE]
BRI Kimberly (Zszowaiz}fm LEE
SAFE SKIN Y0 —7 PRE (S, M, LX) Clark o
VARINVTY
A<=
LTI 2R3

gDNA #ARE<HIE/R, HDOFEEIZ 150-200 bp DREICE /1T B1=8HIZ. Covaris DERIIEE
SNTULET, Covaris DFFMIZDOLTIE, TATREHEKARHICERLEHLEIZELY,

SureSelect XT Low Input Automated Target Enrichment System 13



1. [FC&HIZ

RRICHELGEE, HEAEA T ay

R 5 FDMAT D%

dE
<

(=

ZD AT a DR FE

f&E/

[=] J‘% —h— =] g1
k] KiEA—D Ik ) AEE e
B EOgDNAEER T2 27 LA . s . . B
QlAamp DNA Mini Kit Qiagen 51304 [EE] 50471 (2500 )L AE&HY F T (p/n 51306)
c AR E TN
Ethylane Glycol Wako 055-00996 | 18% 500 mL Eg‘;}@’“ HAGRTRBRIC. RiEH LD
. . N =T 2S4S DARTEOTHIC
Tween 20 Sigma Aldrich P9416-50ML | 1= 50 mL BELET.
PCROMIEIZ LTI, stripF vy TDH YT —
) ) ) Thermo Fisher e LEFEATEZTH. @ ERL D IUIZ
MicroAmp Clear Adhesive Film Scientific L12-20 LEE] AN EDC. + A
BT, HotTop I IEDE GES ELCEEL,
. R oo i B
AriaMx U7 JL 241 L TEBPCR 27 L, Agilent G8830A ta2 %T;?;*DNA#/%”@ 5.7 /L.DNA QCI- %
) o ) ) 401490 F7-13 |, .. AriaMx U7 L &1 EBPCRY 27 A& EE T 51
AriaMx 96-well plates F7=(Z optical Tube Strip Agilent 401493 liEE] Py
- - ~=paRt, = o
Mx3000p/Mx3005P Optical Strip caps Agilent 401425 [EE AriaMx )7 )L 521 L EEPCRY 27 LE R T SHHIC

ALhxd.

XEAZE - HERORIHAREICOLT]

FOLVNAROREHMEE. FFOF12—T DA RHDLIEARMLIZEESE D Expiration
date(Exp. date)F&Z TTY . RAFAMZBE-HRICOVTERBFENHOIGELBMNTELL
BEEAHYET DT, AR INoI CICABTYZEHERLTTSL,
RAHEZBELEEREDRIENTELG U= REEFABRNIFER T HEIIFHELTTSELY,

KENENORECONT, HEESN TVHERE TREZEL,

¥SureSelect A1) I ¥ v TF¥54 T3 (Bait)DHRALTH A% SureDesign/eArray TITo1=15&
[&. 7Y 1> ID(ELID)AS. SureDesign/eArray TTHA L. A—F—Lz3DEE—THHILERE
BLTUESW ANTXXTFoS4ITIVDTHAL ID &, Fa—TINULELUVF1—T D A>fz
FADOINIZERHEINTOET,

XEBESRATLANERTHEREMITOVTE BTHEEDHAZIF AN IEEDHEERD
FERZAMRELT. 1 mm LUTORETTOrILLSHFEATOET FEELSNORREFAT HL
RERMSFWDELLGDERENHYES .
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; 2. Agilent SureSelect XT Low Input
‘e e e HEMLS R T LEMERALE
® ® P SureSelect Target Enrichment
| Il
o0 @ Qo Agilent SureSelect XT Low Input &ML R T L 15
. . . SureSelect Target Enrichment Procedure ®#f& 28
e BBIESVETS ETORBERORE 31
[ ]

CDETIL. Agilent SureSelect XT Low Input BEIES X T LD#ESr. SureSelect XT Low Input
Target Enrichment @ 7AIJLEEE . KU Agilent SureSelect XT Low Input BE1{EL AT LZEE-
1= SureSelect RERDETEZIL THMRIZE R T ANETLITOVTHRALTVET,

Agilent SureSelect XT Low Input BEj{t > X T A
Agilent SureSelect XT Low Input BE{EL AT AlX. Z BB 5 E# D Bravo 75 vb 74 —L4,
RAAyh—t&ET4o0TL—rRABEI/\>F5—0 BenchCel, £ 40T —bN\TRT—23>
T#H5 MiniHub, BE1>—5—® PlateLoc NS ESNTULVET , Bravo T3V T+ —LDTYFD
#7723 THS Inheco E—rTBYY (4 FE. 6 F) EFF5—(9 F) A Bravo TSN TLVET , S5
[Z PlateLoc & BenchCel OBIMEIZERT 5T 7Ty — (FLIEEBERDIIV) B RT
LIZHEGFEINTOET,

BenchCel
ZAyh—ftE</oaTFL—rE
BEj/\RKS5—
(i (Hﬁ'"li ) §
Bravo
EC =iV
KR BB 5y

PlateLoc
BE—5—

15

Agilent Technologies



2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

(ZLOHIZ. ZEAD Bravo TS5V IA—LDIFE. A0 TFH R ELUERE L
DIBLEIBFALLEEN . R 6 DA—HF—HARDYRMESBL TS,

# 6 Agilent SureSelect XT Low Input BEl{E ATL 1—H—HAK

Device User Guide part number
Bravo Platform G5562-90000
VWorks Software G5415-90063
(version 11.3.0.1195)
BenchCel Microplate Handler G5400-90004
Labware MiniHub G5471-90002
PlateLoc Thermal Microplate Sealer G5402-90001

Bravo 73wk 74 —LALIZDWVT
Bravo 75y 74—/, 96 D)L, 384 DT ILDTL—LDNURY T IZE LIz 9 DD TSI+
—LTvEHHHLEMBEE DT TS, Bravo T3V T7+— LI VWorks Automation Control ¥/
Th T 7TAVMA—ILLET , RIEATREL 7 BEOREF Vv I F (A EWMETFYTRERYR YR
HERTE. 0.1 uL M5 250 UL FTORBREZEREICHEFTEFET . ATAFILTHEALTLBER
YRAYRTIE, 2 uL M5 175 pL FTORAEREZEREICHIETEE T,

BravoFSvhk 74 —LTvE
ZOFOrILDUTDEI 30T, Bravo TYFDI_EDBRIZTL—ROREYHF—N—%%
BT A-HDHBANHYET ,Bravo TSV IA—LTYEDFEEIZDONTIE. E 1 #5BLTGES
W, ELKBEFMEL AT LEFERTA=012. ZCOTYXFDAERFRITIIEEICEETT,

i i
=
V&

*&

1 Bravo F5yhI4+—LTv¥
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2. Agilent SureSelect XT Low Input B8k X T L% {# LTz SureSelect Target Enrichment

BenchCel[ZTDUL\T
BenchCel M/N\UFS—MEMET HAR—RIZ FEESNF-LUNDED TR ITEARNKDIC, Ff:-
BEDMEICEDED M EN KT, FE LTS, BenchCel DR AYA—ICRENF=F YT RYY
RF. FERABFADEDHEDT, SR THR. FVTRVIRERYRE, POFVTEEET HLSI1CL
TLIZELY,
BenchCel DERZEF 79 5&. BenchCel DN\ RS—[ETADR—LRISLIVETTIA>TLEFY
F9AREHFELROELSITEELTZALY,
A—REIRGE T, BenchCel DNURFS—DT7—LEH A >TLESFIZIE, EEOIVD
ZFICKBUBERBNMBETT, ThULMSTIZ, KT7OLDOKREIZEHESN TLDHHR—+E
BLWEbhERAOICTEREEL,

MiniHUb[Z2ULYT
MiniHub (27 L—rZ&tEyh3 BEIZIE, LVDE p. 46 DR 4 DEE (A1 DEIEAHY MiniHub [ZIExL
TFRIEDRMEIZND) TIL—FEELVTLEELY, Thermo Scientific Reservoir  MiniHub (2122
FBRIE, A DT, JIYRZEDERDH MiniHub DFIMAIZRKKSICEBLTESW, gIYKREE
MiniHub M SMANZ A IH7ELESITLTLEZELY,
MiniHub [EER#ICERE ANT-FFICIEBHICEIN T IENTEFT A, —EDHLINRIL. FT
RMEZEZDIENTEF A, BEIZEIHNILBVELSITEFEL TS,

[MiniHub @4/ =2 %54 XR22 i8]
MiniHub D&% 512 AR—ZAMAEL, MiniHub I2FL—rEtYRLIZKUME A MiniHub DERELY
>tzA, OFF IZLT. FET MiniHub ZEiESE TR ERIL—rEEYRL, EybhR &b oI
MiniHub MEEZE TV ON [ZL T, Initialize MiniHub RALZILTA =L v 54 XEMITHIENT
EFFET,

iniHubD FRICLT
& [ Initialize MiniHub ]

. Initialize MiniHub

f=f2L. ZO#aEIL. LEED Initialize MiniHub M7RA A3DU V= Form TOH&ERARETT . ZD7R
B M DLNTULVEL Form ZE AL TULVSI54 . MiniHub OEJRZ 1> T MiniHub #F CHREzS €4
LVESIZLTLZELY, MiniHub OEJR% OFF ICLTREZZEZ =384 . &7 . MiniHub D1 =5
AXBREDBRDETYT A2 v SM XETHOTICBIMFEEDDE. T5—HBRELFET,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

AARELED)YILT, MiniHUb DA =2 v 54 XE(T3E BT RICTROBEN’RENET,

[ YWorks &r

i . %
| Iol Protocol complete!

u ——
—

OK RAVERLTH L, ROBEZEITOTIZELY,

MiniHub DD EIEIEEWEE TSN TOET  ALF—EBLEAEMZ T MOHENED
STLFESGE . ERDIVOFICKAMBRABNBETYT . TAULEAST I, ATAMILD
REICERHINTOSYR—FBSHELEHLEEQOICTERIZEL,

PlateLoc|ZDUNT
BREANTRELERENREEISET IETEIS—OEENEFET . BRELERENREE
[CETHE BEERDARIC RUN ORIV T, BIETESKLIITHYET, PlateLoc DY —ILIE
HIELEHYFET D, SureSelect XT Low Input BEIEL X T LTI, Clear Peelable Seal Z{#HL T
LVEF , 2D Clear Peelable Seal To—ILLIzTL—h&E, #EEEMNS1AETIX 0 Chis -80 °C
DIEBTHRETEFTA. TALULOHBOREFECETBELTOER A, 1BLYERLIRETHEE. >
—ILTIFEL, BN Strip vy TG EZTHTHERALE-RKREBTRELI LS,

BRA>

I7ar7Ly¥—, Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rJ OV D EREANTT,
FI—ETORLESRL, F—EBREFVITTHEERINTLSTORILTOH. BREAN
BFILFET . T7AVT LYY —FEREZANSHIC. IR OZ/70—XDIKEICL TSI LEHE
FBLTLIEELY, Bravo O ERIEAAERIEIZ, BenchCel DERIFARABEEIZ, MiniHub DER
(& MiniHub A &SN TWSERRV VRO EREICHY FET , Inheco E—FTAVI D ERIFE@EIZ.
Fo—OERIERBEHYET , PlateLoc (FEED Air R4 YFHNON THAHIZLEZHRLET . &
#%IZPC OEREAN. VWorks VI 7#REILET,
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

BRA2
VWorks YI+h Iz 7E2IB—ALET AYYFIEEELZY EEESREFELEZYLAGLKIICL TS
LY, ZM7. Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rTRAYY ., F5—NDEREZELTL
EF 9, BenchCel DEFREFLTHFICIE. NURFS—OTEICHEERFLVRITEELTIESLY,
I7AVTLyH—EBREFLLEZZICHKOZHT T HKL TSN, ZOEE. HFEYB LKL
HKO% Open 95&. BLWEATEREKDRUETIENH DD TITEELZSIN BIERIZHED
[Cf-For-KLERICHEISNETOT, IS OICF LSAILEBEEZBOTKAKRIZERGENESI
TEELEALY,
PlateLoc [EERZEZEMICATTEE. TL—rEEBELTYEMHHIKEBOFERICGYET . T
ERHTVWBRENRIZESHUVMEE (X, ZOFEETENFEVEL AN, TL—FEREFICLEL L
BEIF. I7ATLy—DEREAIIZLIZ#. PlateLoc DEE®D Air X1/ vF% OFF [ZLTLS:
SV, TYFREF T, NBRICILIO SENTEFET , RICEAT HEEITIE, PlateLoc DEED Air X
A yF &Y ON LTS,

BravoTw¥E—hIOvHDBERTE

Bravo 7w 4 && 6 FIZIL Inheco E—F IOV IMNFRESINTHEY . SORIZHRELIZBETYY
TIWT—rEAoF 2R T BEHITFERLTNET , &R (85°C) £ IHEER (4°C) TO1Fa
N—2avATYTEEL IV TR, SVERTIHRIICERTHAE— MOV IDEEZHLNLD,
Inheco Multi Tech Control ZEARADEE THREL THE. RIEFEERETEET,

Bravo TyFE—rIOVIDRE(L. LLTIZERBAT HFIET Inheco Multi TEC Control ZETER
THIENTEET , Bravo DE—rT OV I FETYFDEFEFIL. Inheco Multi TEC Control & T
7 DESITRENFET,

% 7 Inheco Multi TEC Control #yF A9 —U KR
Bravo 7YX DI  Inheco Multi TEC Control Screen D &K
4 CPAC 21
6 CPAC22

1. RENARZL TEYGTvHAE (CPAC 2 1 F7=I& CPAC 2 2) & FIRLFET,

CPAC 2

Temp.
Shaker (0200 rpm

SureSelect XT Low Input Automated Target Enrichment System 19



2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

2. BRLE=-TYFMEDE—FTOVIDEREEZRES B, SET RV EHLET,

CPAC 2 1] <] >
29°C (4
Shaker 0200 rpm s

3. TUF—/\UFTEMETHEEZANLET . AALEEERBEERDE EICRRSNFY EL
WEENRTSN=H, ENRERTRIERT E TDERENANSNI=CEIZBYFET, (R
RENTFZIFTIEAALEZEIZESHNOD T, TEEEEL, )

50D [~
nEenn
oEooo

4. Temp RAVERLT, FILSRELZRED SET RAVICRRENDHZEEZHERL TS,
Temp REVZEHT L, Temp K2V DRAEEY BIRLI-E— IOV AHFLERELIZRE

[CEBEICMBEITHEENET  CORFUZISENE, ERICAALIREICaVMA—
IWENZLDT, TEBLZEL,

CPAC 2 1
0200 rpm| s
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

FS5—DRERE
Bravo Tv¥ M 9 FICEFF—AEFINTEY R EICHLTTyFREaINELIEIMEBT 5KL5124
STWES,, TARNLICFS—DREZRTEDIRENHIBZEDH. F5—I& ON [CLFET, T U5
TIXER%E OFF [CLTHEFET,
F—DREHRTEIL. BEKTERLEHNS Up £LLIE Down RV T, RRBEMNEESNIZRBEIC
HBHEIITLT.ENTER KAV TEDREZREL . EHIT START RAVEHL T, IEELIZEE TR
EarrO—)LEandES3CLTESW, BEIVMA—ILARITEINS L BERTOEHRD * <
— I ZDRRDBRKDEENS LIFEZEE+ (TIR)I—VI BEETIFAHEEF
— (RAFR)I—=VIZEDYET,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

VWorks Automation ControlY 7k 7
VWorks Y7k 7 I[EEHELD Agilent SureSelect XT Low Input BE)ES AT AICEF N, ARy
bEJEIDHERSE /YO THIITEE T, Agilent SureSelect XT Low Input BEES AT AIZIE,
SureSelect YA T ATRERBHNF IO T R TA-Tz VWorks VIR 7HH LML HA
VAR —=ILENTWET, VWorks YIR Iz 7ZFEMEHDED—RMAERRWNAEEENSTOM
JUIZDWVT, ATFIZERBALE T, SureSelect DRERATYTDIEETIRESNTz VWorks FOkaLE
EAYHERIC. D VWorks ORIV TREELLGDEREICDOVNTIE, TAMILOBERTYT THBAL
FY9,
ZMDT=a7 LI, VWorks software version 11.3.0.1195 23 L TLVET,
VWorks D/\—23 (22T T &R, email_japan@agilent.com £TIE
#LIZELY,

VWorksYZkxz7AnO5 14>

1. Windows DT RI v 7285 VWorks 74>, F1zl& XT_LI_ILM_vB1.0.1.VWForm >3a—k#
yhEFT IV v LT VWorks YIhIz7EEEL TS,

2. User Authentication # 47 AT Ry ZANBNGELMEEIZIE, VWorks D4R DY—)L/A—D
Log in 7'y UL TLI=ZELY,

3. User Authentication #4704 Ry X TlE, VWorks 1—H—%&/SXT—FEA AL, OK %4
)L TS, (A= =T AU EWNMEEIZIE, BEEICEVEHE TIESLY,)

Please log in: 0K
User name:
Cancel

Passwaord:

VWorksY k227 TMDUser AuthenticationDE&5E (AdministratoriEfR 11— —D & T HE)

1. VWorks Y Zkr7z 7 DEE T Full Screen % off [CLTLEELY,

2. BIELEEDA=a—/\—h5 Tools £0') oL, FDT D User Management #%1) v L TLFZELY,

3. Create New User #:#IRLFE T, COEET. #ELI7%: User Name & Password ZE%E L TSTIZELY,
F 1= Y7 Security Level 2R E &0, Administrator LA JLE KU Technician LAJLIE, Ay
FOEEZ N AIRERD T, Administrator #ERZ LN DERIEHEOLERE A BEIFAVYFED
FEEMAMTELL Operator LNV TORELFHRLET , /1L, 7O R TEHHEEILHIRS
nFxE9,

4. Pass word DEYGHEHEARGEMDIERZEREL . VWorks DEEICRYET
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2. Agilent SureSelect XT Low Input B8k X T L% {# LTz SureSelect Target Enrichment

VWorksZakrajL &Sty RI7AIL

VWorks Y7+ 7DEHETOTSLETDEHDT7AILIZIE, pro(FARIL) T7AILExst(S
YR TFAILD 2 BEAHYVET . oI I7AIIET—IRT—a 0 TEROBEIE O
IWEHAEHOET—EICETTHOIERALET,

SureSelect XT_LI_ILM_vB1.0.1.VWFormZfEAL-5> DK E L6
SureSelect XT_LI_ILM_vB1.0.1 ZEE T HELUT D LG TH—LORIRIINET,

Workstation Setup

MiniHub
Su reSeIectx”"W Inpurt Min \Hub Cassette 1 | [MiniHub Cassette 2 | [MiniHub Cassette MiniHub Cassette 4

with Fast Hybridization [shelf 5
for lllumina sequencers
Parameters [shelr 4
exP e Shelf 2
2) =3 1R
96 ABI PCR half skirt in Red Alum Insert Shelf 1 ‘
EiR

Bravo Deck

DLT R0 B
@ Display Initial Clear Workstation
=2 Workstation Setup Setup Display

Controls

<Pos 4: Peltier>

Tk i
<Pos 7: Magnetic> <Position 8> <Pos 9: Chilled=
— - - -

2T 0 E{FHE-ES [ Run Protocol ]

< Full Screen
2 Run Protocol ON/OFF BenchCel
BenchCel Stacker 1 chCel Stacker 2 Cel Stacker 3 | |BenchCel Stacker 4

BenchCel Stacker 2

=HiTPoIOorI: Elapsed Time: 00:00:53

I |

1. TRAYbYZ D XT_LI_ILM_vB1.0.1.VWFrom L a—rhyrEE->TIDITA—LEREET,

2. IA—LDREOYTH YA a—hi, @4 SureSelect 7—970—RTYTEH VT ILDHS L
BEERLET . YT ILDAS LRI DDHAT LA 8 H T ILIZHELTVNET . 2h5 41X 16
YT 3NSLIF 24 T ILERY  BR 12 WS LERYET,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% LT= SureSelect Target Enrichment

3. ZDIA—LTIRTDIUDINTGA—2%RFE L5, Display Initial Workstation Setup %7')
vILEYT,
5 Display Initial

-
x""-_—; Warkstation Setup

74—Ls £ @ Workstation Setup DE43(Z[Z. Bravo, BenchCel, MiniHub ®ZNZ 42DV T,
RELEZSUNTGA—RIIGEL TR ELGIRELERFELT YN SIGFAREINET . CDE
EEEMEZS L. BEETORILEERICSVSNFEFREADT. T FITNFIvId5L5
[CLTLEEELY,

Workstation Setup

SureSelectX7Low Input MiniHub
with Fast Hybridization
for lllumina sequencers

Parameters
1) =X

TS_HighSensitivity_D1000_v.81.0.1.pro <
AMPureXP C Not Applicable

2) =3 =] 1% R R

96 ABI PCR half skirt in Red Alum Insert v

@ Display Initial Clear Workstation
= Workstation Setup Setup Display

Controls
y

& JRE OFF F 2L Fi a
<Pos 7: Magnetic>
: Initialize MiniHub DNA in Eppendorf
twin.tec Plate
13l [ Run Protocol ]
Full Screen
Run Protocol ON/OFF BenchCel
BenchCel Stacker 1 | |BenchCel Stacker 2 | |BenchCel Stacker 3 | [BenchCel Stacker 4
L Elapsed Time: 00:00:53
l:| —

STOERY

D

FiTh

4. SureSelect XT Low Input BEIMES RTLMNEL VLT TEN=CEEH#EEL=5. Run
Selected Protocol #%') v L TLZ&lY,

y Run Selected Protocol |
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

BravoD#1#A1t
Bravo MERFE AN THRAIZ VWorks #RA—kLT=EE(Z(E, Bravo D#IEAEDENEIZFELY, T
BE@EICTROIS—AvE—IM 2 BAHFET . 9 FTROBRICH ST, BEL TSN, CORR
TERREMEZ DL DHENAELLTOAT, FOraLESU LTS R HIZTS—TIkFE->TLE
WET, ELLERZTILSITEELZSLY,

1. WNET ) v—DMEAEIZHES G axis DI F—RRAHET,
ZDIS—RTHHTD, B Ignore and Continue, leaving device in current state %3EiR
LTLEZELY,

-
Bravo - 1 Error

aripper's plate presence sensar,

- Choose "Retry” to check the plate presence sensor
again.

- Choose "Ignore” to continue to home ﬂ1
Please note that any plate currently held by the aripper
will be dropped.

- Choose "Abort™ to cancel initialization.

There appears to be a plate presentin, or in front of the - 1j

£ Dizgnosfics ;
Retry

( Ignore and Continue, leaving device in current state DD

Abort

Add to Error Library

2. RIZ W-axis D#EAEICAESTS—RRHAHFET,
CDIS—RAMNHI=5, BEF Retry ZRIRLTFZELY,

Bravo - 1 Errer

-

Please verify that it is safe to home ﬂnﬂne -
aspirate/dispense axis). If there is fluid in the tips you jj
may want to manually home the W-axis in diagnostics h
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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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

D2alb—avREDORHER
VWorks YI7bDx7([FI2aLl—2aVE—RTETTHILLTE. TORIFRY)—2TA AL
<RI SureSelect XT Low Input BEIMES AT LATEETENE R A FVERBLTET—VXT
—LAVDEENRISLEWVGE . LTOEREZITL. VWorks TOYI2aL—avE—FDIRE
L TIZELY,
s RT—HRA T —4A(Z Simulation is off ERREN TSI EFRERL TEELY,
(View > Control Toolbar &0y BERT—RARA D r—ANRRENET . )

o . - 2 R oy PO -
S’ Log out g_ Compile _a Start 7 <« (" Simulation |srcif7f7 dv_h Diagnostics

w

- Z DAL T —A41Z Simulation is on EEREN TS, RF—ARAL T —ADRALERL
o322l —av E—READIZLTEED,

XT_LI_ILM VWorks A4 —LALIZY—ILIN\— R ZEL V5 E . Full Screen
on/off #49')yILTIILARY)—VF—RERTLTZEW, ZhTEHY—
IWN—DNRZIGWFERIZIK. 74— LETHI)YIL, AZa—m5
Control Toolbar Z#ZERL TLFZELY,

FArNFEEEESUEIEDORT

TOIAVERIESUMNTET T EERTENET, Yes 91)vo LT BenchCel Syo%EKL. X
D.pro Fi=ld.rst TOSUIHERDE=OITFE-=RFELEEZRYBKRLTESW, = LT7aralLIZ&
STCIEBIEHREFERATHTIL—FOSVIEHYET DT, ERATYTTOHRFRIZHE-LTLIESLY,

Protocol complete! (e

-OI Release stacker racks used in protocols?

VWorksD#T

Administrator L <I& Technician E—F T VWorks Z#RALTL\5I5E (L. VWorks @ E DIRIET

Close TEFE9 HY., Operator E—FTHEALTLSIHEE . TDFEFE VWorks Z close $HIEMNTEE

HA., TEEDFIET Close LTLZELY,

1. VWorks ) Form D& IZH TLV5 Full Screen on/off #%1)v%-LT. Full Screen off ®IKEEIZL
FY,

Full Screen onjoff
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

2. BE@E LE D Control Toll Bar A5 Log out D7 AAVE9)vILET,

Compile a Start ,

3L Control Tool Bar ABEIEIZH TULVEWLMEEIE. BIELED View DA=1—%FH)vIL. FD
Fr @ Control Toll Bar Z#RLI-IKEEIZL TLZELY,

3. Log out §%&. CDRAUA Log in IZEDYET, FieD1—H—% & password TAY AL T
Q= AN
User Name: administrator

Pass word: administrator

4. 05 A% 1=1=H61Z,. VWorks % Close LTS, CCTA—TORINEEBLTLESE £E
EINTLEINAHYFET . OT MR (FIBEFETIZ. =152 Close LTLEESLY,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

SureSelect Target Enrichment Procedure D&

ANZFHDORTIVRS =V RTSYN T+ —LERNTSATSERAR T BHHED SureSelect Low
Input #—4"YrIU)yF A MDT—H70—%K 2 ITRLET .

% 8 IZIZ. SureSelect DT —970—DhTEHNS VWorks DTARILLNFEEDTHYET, Yo

TILEREBTHRICEREINS VWorks AL OFMAERBICONTIE YU TILEAE, N1T)
BAE—2av NATVFAE—2a v ROBEOZTEEZSREL TS,
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

SureSelect XT Low Input
. Genomic DNA samples
NGS Target Enrichment (10- 200 ng DNA per sample]

WOI‘kﬂOW Shear DNA

Y
DNA fragments of 150-200 bp

Prepare samples using

SureSelect XT Low Input
Genomic locations of interest Library Preparation Kit

Molecular barcoded
DNA libraries

Design probes against target
sequences in SureDesign
PCR amplify using
Capture Library W index primers
(SureSelect or ClearSeq library) Prepared DNA libraries

Hybridize using SureSelect XT Low Input
reagents and protocol

Capture Library/prepared DNA library hybrids

Capture hybrids on magnetic beads

v
Captured libraries

l PCR amplify

1 Pool captured samples
: (Optional)
h 4

SureSelect-enriched, indexed, molecular barcoded
NGS samples

2 YUTNLRAED—-sTO—
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

=& 8 D—/on—TATNS VWorks FARILELVSUEIFDBE

- D—4Jn— ATt Agilent SureSelect XT Low InputEENES AT LT
AT fERAEhSVWorksF O )L
HBFA—a—=FhFMEShiz547 5 OFE LibraryPrep_XT_LI_ILM_v.B1.0.1.rst
DNASA TS Mg Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro
o S AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR

NATFIEAE =g

NATVE AL =3
#®DIEE

DNAS A5 MAMPure XPE —X[Z kB4R

Agilent TapeStation® FL /¥4I S 1 T 51) D FEHT 15._D1000_v.B1.0.1.pro

NAT)EALE—2avFRTS Aliquot_Libraries_v.B1.0.1.pro
500-1000 ngD>4 75"

FYTFXSATI)~DNATVEAE—2a>  Hyb XT_LI_ILM_v.B1.0.1.pro
DNANA DY YR DF T FrLikif SSELCapture&Wash_XT_LI_v.B1.0.1.rst
FoTFrEODNASA TS DHEIE Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro

DNAS-AF51) () AMPure XPE — X[~k 28 AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR

Agilent TapeStationZ RL\z =R #&5 1731 DR TS_HighSensitivity_D1000_v.B1.0.1.pro

30
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2. Agilent SureSelect XT Low Input B &1t X7 LZE{HE LTz SureSelect Target Enrichment

BB ETS ETORBRERORE

Agilent SureSelect XT Low Input BE)MEL R T LEAWT, lllumina 75974 —LTO—7 2V RT
B1=HIZETES gDNA S TIL DL 1. 2.3, 4.6, Ff=1E 12 h5L (8,16, 24, 32, 48, Fi=
(X 96 DTILIZHE) MoBINTEFET . =L, BRMEADREIL 24 BRABRMTEALIZEE(TBTR
BAGVEIICTHESNTINSD T, 24 KYDLEIMRERBTIULIZEEITI, BHED 96 HIADIZIERE
YEKEYET, TEDFET 24 BIFBEMTUEYT 35512, ERAEEILTTEE,

® 9 NWILBEYUTILEORIEEK

HILE

BYUTILE

1

D AW DN

12

8

16
24
32
48
96

% 96 RIGHTDFYNI N S2HT=Y 3 hFL (24 1RIKSD) DEERZE 4 BITI-HITRLELGHEEEZS

ATOETS,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

Bt TaER T I TL—HMIANDIDNAY T ILDIBRTIZDOLNT

- Agilent SureSelect XT Low Input BEI{t S R T LlE, 2T ILDOLEEEIZHT L (Column, FI]) B
MLTITLD ATL A BRE—FRAVMERGYFET , £oT.gDNA HUTILIE 96 I TL—MIHS
LEFTEYRL AT DS HI AL RIZA2 Bvio H2 A FREIZA12 i H12 SV IEETEYRT S
KILFET 12 YT IWHSLKYDBWHAS LB TIOETIEEICIE, Yo T ILAS LBIZREE
T DRICEDHTLMSBEDLENESIZ, T ILEEYRTBEIICLET,

o0
0000
0000

PP +....
90000000000
90000000000
90000000006
‘90800000006

000000000
9000000

0000000
0000000

- YUTNAVTIIREFRYTFrRIQEBIRERICAMINET (B 2 38), ERZHETLE. Th
ENOYUTIVTEUGATYIREEN) BT, BULBEBDAVTYIRTSAI—% @GV
WHUTINIZBIY B TEESILTIZEWN AV TYIRTZAI—DTL— EDHEIE p. 129
DE 82 Lk 83 SN,

- FYTFYRIDEIEBRTYT (B 2 B8) TlE. /> T vk DNA DFEFES LU EIZL-T PCR HEigH
AVIVEDRERLGEIENHYET, RIL PCR YAV ILELGEH1>T vk DNA DiEEHLUVEZREL
TL—bTURET HELSIL TS, ST F v T FraiDEIBRTYT p.52 DFE 24 =52
=AW

- NATNFAE—=23>DATYT (B 2 $B)TIE. TL—rD & A (Row, 17) ICELHEFED
SureSelect Capture Library #tvb 9 52 EMNTEFET , ARLIZ7H T2—1F+E DNA SA4TFUH
N7 SureSelect Capture Library &E—H 9 5 &5ITEBREFTEL TZEL, F#MITN1TUE A
T—2avDEBESEEEL,

- YT FrROBIRRATYT (B 2 88) T, FYTFY2—TIrDH A XDENZEL>T PCR
BHAVIENELDEIENHBYET ., BIL PCR YA UL ELZ2—4 v A4 XD Capture
Library #ELCTL—FCURE T B LIICL TSN, SEMIE Ty T Fr B DEIBR TV p. 97 DX
58 S MIZELY,

EEBDHREICOINVT

- D—=5270—DNATNVEAE—23>DRATYITIE, Bravo TYFEH—TILHA(ISEDBTH Y
TVTL—rERRICENTRENHYET . FRAT DY —TILYFA495% Agilent SureSelect XT
Low Input BENMES AT LD TESZTIELICHEL . QB THEMGTL—IBEINTESLLIIZL
TLEELY,
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2. Agilent SureSelect XT Low Input B8k X T L% {# LTz SureSelect Target Enrichment

- T—97A—QARTYIDHICF, YT ILTL—rE PlateLoc $—2IL(/ATL—F—5—T

D=L BODLTREVE VT HRTYTNHYET . DEELLTHHIC EBDHEE
Agilent SureSelect XT Low Input BEIMEL X T LDELIZERE T DKL TS,
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2. Agilent SureSelect XT Low Input B &1t > X7 L% ELT= SureSelect Target Enrichment

PCRZL—HMZDLVT

HEMETORL T —IL Y495~ PCR TL—rEBHTHEMBEL T, PCR TL—HIHKEE
METBRTVIVERBHYET . CNODRATYT T, HETL—HMIBLIELWDEREETI0.
SureSelect XT LI_ILM_vB1.01.VWForm ETC#EH9 % PCR FL—+rDIEEEIEET I ELNHYE
¥, BEME T OraLZRIRT RIS, ERFED PCR FL—HHR—bEShTWSTL—THABZ
LEHERL TS, RERTHEATS PCR IL—FDRBEIIUTDAZ21—TIRELET,
HR—,EN TS PCR TL—FDFEMIZDLNTIER 10 2SS HRZALY,

2) Select PCR Plate labware for Thermal Cycling

|96 ABI PCR half skirt in Red Alum Insert -

k)J 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

£ 10 ITREBE SN TVBTL—MIBFLLY—TILY (IS THERATE. Agilent
SureSelect BENME T OIS LTOERANYR—FSTVET,

WO DTL—MIARTORI)LTHEL TLVS SureCycler 8800 H—= )L H A
312 LTLVER A, SureCycler 8800 ZEAT 5154 L. 96 Agilent semi-
skirted PCR plate Z AL TFZELY,

SureCycler 8800 LN DY —TIIL YA U5%FERATHEHEEIE. & 10 DTL—b+
DHENSFERAFED Y —TILF A IS THEAMREGRTL—FEEIRL T,

& 10 HR—rShTL% PCR 7L—F

Description in VWorks menu Vendor and part number

96 ABI PCR half-skirted plates (MicroAmp Optical ~ Thermo Fisher Scientific 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
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. 3. H T ILDFAN

° ® o
O ! )
.. PY STEP1. #/L DNA YL FILOMEELL B ERE 36
o0 @ ® o o . STEP2.DNAOKIHf 39
O .. STEP3. 74 TA— {4 MS4ISYDES 41

® o .. STEP4. 74 F4—f{t% DNA SA4 TS DHEIE 50

N o STEPS5. AMPure XP E—X =& 318 1- DNA OFES 58

. STEP6. 514J5Y DNA DY A RXFIvIERE 62

SureSelect XT Low Input #—4"YhIU)wFAUCDT—H70—DBE(L p. 29 DX 2 #ZTS L
SV COETEANSFTHDORTIVRIUNFILYIRY =V RT YN ITA— LTI 516D
DNA S4751)% . Agilent SureSelect XT Low Input BEI{E S R T LERAWTHAR T 24 EFHBALE
T BT NITENENDAUTYIRER FN—I—FEFMLES,

SATSYAETOraILIE, fresh £LLIE fresh frozen B TILMLDERED gDNA I TIEAL,
FFPE H 7L S DIESRE D DNA IZH XL TLVET , FFPE YU 7L EERT 554, Fakal
ETIRICEVNT, —BEHEERITILENHYET . FFPE YU T2 ERATIEOERNETDFL
®1E p. 123 DI6. Appendix: FFPE B3 DNA > 7 ILDER 12 ZBELFE LY,

FORaLTIE, 10 ng~200 ng D> F vk DNA BABETHY, FFPE o FILDHBE . DNA 1> Fuk
EPEEAEDABRNNETT  RELL—TUREREFDH-OIC, HESHFERN T, AIEEERYRK
EDAT Yk DNA ZERLTLEELY,
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STEP1. /L DNA YT DAL LB S

Fresh BHL T Lo DERE gDNA OFAH
1. ¥745%® QlAamp DNA Mini Kit 2 E@LI=AZF AL T, B&ETARELTLSTOraiLIzi
\\EMED gDNA ZRELET,

gDNA U T ILAERETHAIZIE, 0D260/280 DIEA 1.8~2.0 ThHHD_LEHE
E:ﬁ\bf(f:éb\o

2. Qubit BR dsDNAAssay Kit ##FAL T, & DNA YT ILDBEFBIELET , Qubit EEH LUV
BEOEAEICOTELTIHERHIREL TS T AL EIHERZELY,

3. SATSVAEDI=HIZ, & DNA 42T L% 1X Low TE Buffer [ZT 10 ng~200 ng % 50 uL OFE
EIRAISAMLET . RILTYIRIF Y TLCREEL. BGEDLBREF1—TDEREICHDODFET
YUTILIEKEICEEET,

Fresh LY T ILHLERASILT- DNA (. ZDRELZ R EERBREIFTETT, p. 39 O [STEP2.
DNA QOB FAE IITEAET,

FFPE o7 ILh oM gDNA DRASE G B

1. ¥7/47%® QlAamp DNA FFPE Tissue Kit &, 74> %t @ Deparaffinization Solution Z LY
T EETMNMREL TS TORIILIZHL, FFPE #ifi S Y>7ILhis gDNA #HRELET, &
D ATy T T, Mini Elute #5A[ZT, 30 uL @ BufferATE T gDNA a3 LET (2 [@) , HZEME
BHADE=ZF 60 L ITHEYET,

Proteinase K TM 1 RO ERIGE . B OBENF+2EIEE (. SIS
Proteinase K% 10 yL 10X . BREESLAMNS, 56°CTHREL T/ Far—3>

LET (BRI KMEET),

RICAIZSATSYRRETIHEE L. FHRED gDNA (LK EICEEFET,
SATSVRENRBITLEDHIHEIE, -20CITREFLES
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3. HUTILEAE

2. UFITRTAHEOVTNAZANT,. & FFPEDNA YU TILDRE (S EE) #HALET,

AFLa> 1. Agilent NGS FFPE DNA QC Kit £ L\ A% (H242)

Agilent NGS FFPE DNA QC Kit TI&.gPCR R—XD7 vt AIZ&LY DNA DR RELZRANET BR
&ELT.AACq DNA HMEERT E YU TILHDIBIERIREL DNA DIRENMGONET . TOHEREEH
WTRYUTILD DNA AV TYREZRDDIENTEFET , AACq HMEEXITICE IS DNA 10Ty
FEDHERABREIR 11 ZTEZEL,

a. Qubit BR dsDNA Assay Kit ZFLVTE gDNA U TILDBREFRELES . BlIEH AT RETH
REET2TO0RILETSHIZEL,

b. #& DNA H>J)LIZDLVT, FFPE gDNA 1 pL %, Agilent NGS FFPE DNA QC Kit iBIE FIZ5EL
FI . FUCDFERARFHREM VT TR—DFETSRAZELN,

c. AACqQDNA HEERAT =1 DY UTILIE, T stepa TD Qubit (CEIGEEFRAWNT. 107
Y DNA DEZFREL TSN,

d. AACq DNA #EEXI7>1 DY TILIE, § T Agilent NGS FFPE DNA QC Kit KUB5Nn %
qPCR IZEDCGREZAWLT. 12T yk DNA D EFREL TIZALY,

% 11 AACq DNA SR 27 (53¢ SureSelect XT HS 24172 DNA 1V FyhEBDRE

Protocol Parameter non-FFPE Samples FFPE Samples

AACg=T AACq>1
DMA input for Library 10 ng to 200 ng DNA, 10 ng to 200 ng DNA, based 10 ng to 200 ng of amplifiable DMNA,
Preparation based on Qubit Assay on Qubit Assay based on gPCR guantification

*AACq MY 1 LT D FFPE o7 ILDIBE . FFPE TIXAWH U T ILERBRIZ DNA 1V TYRBERELTESLY,
10~200 ng IZABHBEZFTE T BH(Z1E qPCR [2&% DNA BETIEAL, Qubit CRIEL-BEFERALET,
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#7713 2: Agilent Genomic DNA ScreenTape Assay M58 5h3 DIN N3 A%

Agilent 4200 TapeStation £ L<[& 2200 TapeStation % FLYT Genomic DNA ScreenTape Assay % 1T
L BERKEN/SZ—2 M5 DNA U TILDREELZRARNET . COT7vEATIH. &Y TILIZDONT
DNA Integrity Number (DIN)D{EAH S, {ERE DNA DIFEIEZDEELLICDNA 1V TYLE
TRELET .

a. Qubit BR dsDNA Assay Kit #FALVTE gDNA ST ILDEBEFRIELET, AIEAEITEE T
BRI HTOLILETSEIZSLY,

b. & DNA H>7)LIZDLVT, FFPE gDNA 1 uL % Agilent Genomic DNA ScreenTape Assay FI(Z4
FELFET . FYrOFERAEFAIERER DT R—DF TSR,

c. DINDfEZHEIZ. R 12 DABTESRICLTRE YU TILDAUTIREERELTESLY,

# 12 DNA Integrity Number (DIN)D{EIZE D<. SureSelect XT HS (28115 DNA 1Ty hEDRTE

Protocol non-FFPE FFPE Samples
Parameter  Samples -
DIN=8 DIN 3-8 DIN<3
DMA input 10ngto200ng 10ngto200ng DNA,  Use at least 15 ng for more Use at least 50 ng for more
for Library DMA, guantified quantified 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

DMA 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.

*DIN A 8 XY KEL FFPE Yo FILDIHE . FFPE TIXAWLWY U TILERRIC DNA 1V TYhEFRFEL TS,

3. SATSYRMD=HIZ. & DNA 4> 7 L% 1X Low TE Buffer [CTHELI=A > TYREE 50 L DR
EBITHAESFELET . DNA DS BREICEDINT. K 11 &K 12 [SEREHB SN TWLS FFPE 47
IWRADAVTYNEHRERNEESRL T,

RILTYIRZX Y TLCEEL. BGRILDLEREFL—TDEREIZHDOHFET,
HUTIVIEKEIZEZET,
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3. HUTILEAE

STEP2. DNA DO 1k

CDARTYITIE, 50 yL M gDNA Ho T )LE E&REHLLE FFPE @ DNA OWLWFhhZFi#EfbEh
& EICKYBRIELET Bi e D DNA O4—4 v b1 X 150~200 bp T,

AZ7Oka)lLlE Covaris model E220 % & & 130 L Covaris microtube (p/n
520045) [CKYEHEMNRBEILINTLNET , 1D Covaris EE LY TILHRILE—
FZRAWSIGEE. 42—y AL XD DNA B DN BONDEHICOVNTEERYK
W ICEBLEHELZELY,

1. a/AYRE220 #&EILET,

a.

BESTOHRICHEWD . FRTIEBRETIL. YV TUNFa—TFELETL—FTORELLANILE
TRAF 2 KEQNNYRDAUIITEEET,

Fa—TDHAZAEAHNKTEHONTLEMFERL TS,

a2 kA—)L/AR )L LT, Degas (A R)RALELET , &IE 30 DLLERAHREITLET (R
ETT DR >TZELY),

ANYRDI+—E—INZARD KB 5°CIEEIZLRDI LS, SEFERANMEBDKEE 2°C~
5°COMIZEREL. BIRKDBEEDRFH 5CUTIZH>TVNSIDEREELET,

(AT LaV) A EMERAENEBNORBRAEIC. TFLY ) a—ILE 20% [VVIIRRERMT L.
RENERETIDEHLET HIENTEET,

AN ZDREOFHEMIT. 2NYRH DI —XHAFESEIZEL,

2. ZHgDNAHUT)LE, FTROFIEICTHAIELET,

a.

= @E DNA 327 L4 L<IE FFPE DNA 427 JLIZ, 50 uL @ 1X Low TE Buffer [Z 10~200 ng
gDNA D EFENTWSILELHYET (WLWEEIL DNA DHEBEICKYRELET),

HENT—IR—RIZHSF=ERYRF VT ERALY, 2/NJ XD microTUBE Dy 7 LEIZHDBRw
MZFvTDFEREZLAAT, 50 yL DNA H> 7 JL% Covaris microTUBE [ZFLET,
microTUBE % 30 #HEIDL. BREKICED. EFICHHAZEEIYBREET . microTUBE RHIZiaht
BOBVEIITEFRELTZEWCRITHEEKRIZKS gDNA OB FEEBEELET),

[microTUBE MiEilME1E]) 00000000
SHEDHEO PCR Fa—TADTAYFAUMIEYRLTEB(REL A IULE 00000000
T, FOEIEEAERDOERDAMBEIZ microTUBE ZtvyhLET (1.5 mL Fa—TH

DT HFYFAUMZERYNT BTEMNTEERA)  SMUISEYRLIBE EDANBRTEF1— T HRSIBALSH
YES,
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c. YT ILEANT microTUBE . I/ NYRDFa1—TI4IILA(ZEyLET . K 13 DERTEIZKY.
gDNA DOBf FEZ1TLVET,

% 13 Covaris E-series &Ik 57 LR TE S (SonolLab software v7 LL%)

e =MmE DNA FFPE DNA
Duty Factor 10% 10%

Peak Power 175 175

Cycles / Burst 200 200
Treatment B 2x120 sec 240 sec
mE 2°C i 8°C 2°C i 8°C

=& DNA OH . FEEDFIBEICT 2 ERBE T A EERHEL TESLY,
- 120 BT RELET

- microTUBE % 10 ®RE&EDOLET .

- microTUBE ZERDRILTYIRAIFHIZKY 5 EBHLET,

- microTUBE % 10 ®RE&EDLET .

- SB[2120 METAELES

- microTUBE % 10 ®RE&EDLET .

- microTUBE Z&RDARILTYIRAIXHIZKY 5 EBHLET,

- microTUBE % 10 ®REEDLET .

d. BAEAH#E T LI=5, microTUBE % microTUBE 4L MoBYHBL, O—FT 1Y AF—ay
DOLIZHEFET,

e. microTUBE DEF#LI-FFDIRET, ETINLERYNFYTDEEZELIAH . HUTILEEE,
EXRvrERANTH}KYREILET,

f. BiRESnizYoTILEeE ($50 L)%, #FHLL Eppendorf twin.tec 96-well plate [ZFLETH
DTINEKLIZEEET,

g. DNAHLTILEFELIz&. microTUBE #R=ILDLEGFELI- YU TILEEDFET , Fa—THNIHEST:-
YT INETESEITEIRL. step f DFa1—TITHBLET,
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3. HUTILEAE

STEP3. 74 73— {mM35473") OIS

ZDRTYTTIE., Agilent BEIMES R TLIE SureSelect —4YhI ) yF AV MIBHBERRIGIEE.
dA 0. 2 F/N\—a—F % EL DNA RIGEERATYITETVET , RinfEthk. BEMEI AT LA
AMPure XP E—X#{# LT DNA B&ETLVET,

CORFYTTIER 14 (CRTRBEEFALET . EARICE 14 #OEREEEMR. BALTIES,
B#SL AT AHIIT. £XTFYTD DNA HLFILER(TRA—IvIR (REINESE) EART S
BERBHYET . 1,2,3,4,6,5E0 12 A5 LICHIELEE S TRERTRAI—IvIZRENEROE

[SRENTULET,

Ffz. SORTYT Tl Agencort AMPure XP E—X&ERALET . p. 45 THEATHRICERICELTS

M

= 14 FERRITANLTHGEE

Kit Component

Storage Location

Thawing Conditions

Mixing Method Where Used

End Repair-A Tailing Buffer  SureSelect XT HS and XT Low Thaw on ice (may Vortexing

(bottle) Input Library Preparation Kit for require >20 minutes) p. 42
ILM (Pre PCR), —20°C then keep onice

Ligation Buffer (bottle) SureSelect XT HS and XT Low Thaw on ice (may Vortexing
Input Library Preparation Kit for require >20 minutes) p. 43
ILM (Pre PCR), =20°C then keep onice

End Repair-A Tailing SureSelect XT HS and XT Low Place onice just before  Inversion

Enzyme Mix (orange cap) Input Library Preparation Kit for use p. 42
ILM (Pre PCR), =20°C

T4 DNA Ligase (blue cap) SureSelect XT HS and XT Low Place onice just before  Inversion
Input Library Preparation Kit for use p. 43
ILM (Pre PCR), =20°C

Adaptor Oligo Mix (white SureSelect XT HS and XT Low Thaw on ice then keep  Vortexing

cap) Input Library Preparation Kit for onice p. 43

ILM (Pre PCR), -20°C

SureSelect XT Low Input Automated Target Enrichment System
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D—ORT—23v DElR
Labware MiniHub & BenchCel @ 7L —rEF YT RYIRET R THFITET S

2. Bravo Tw¥E—rIOVIDRERTEEZSHIC Inheco Multi TEC Control #yF A9 —2%&F>T
TIXABDREEZHLNLDH 77°CIZERTEL TS, Bravo 7w 4 (& Multi TEC Control 2+
FRO)—2TCPAC21IZHHHELET .

3. Inheco Multi TEC Control #yF R —2%H>TTYH 6 BOREZHSHNLH 20°CITFHRELTK
f=&Ly, Bravo Ty 6 &ld Multi TEC Control 2yFX4')—>T CPAC 2 2 [CHBHLET,

4. F—DEREAN.0CIZEYLFET . Bravo TvF 9 BAHULET . F5—UHF—/\—(27%K
&1 300 ML @D 25% TR/ — LB EERERL T,

KIFEE/AAFINTRE—Iv I XD AR

5. & 15 IZHVEYLREDRIHER/AA T REI—IVIRERBLET . REDEEGPLERY TV
THEXIFBER DIERICH TS,
a. B#fEL7Tz End Repair-ATailing Buffer &R DRILTYIRIFH T 15 EEBHLE—(ICLET,
BikEBBETHEIEL. ERYIAHIBEEXTRITAMIT DETRILTYIRAIFH(LL1BHE
+£E7,

ZDATYTTHEET S End Repair-A Tailing Buffer 1%, 953 28124 &k
DRILTIIRZIXY TH—IHLETERTIVLENHYET, thDBFRER
BTHLEEFEABRODEED 80%DKREIZHRELIZERYNTERY T4
2% 15-20 EI#EYRL., KGRELET,

b. End Repair-A Tailing Buffer #E Ry T SKYIRL EIF 1.5 mL TyRURILIFa—TFilEa
ZHALFa—TIZLWNET, ZDE. 2ENERYRKYREFHIN TSI EFHERLTZELY,

c. End Repair-A Tailing Enzyme Mix Zpo<KY N f=1% buffer BB THEER T4 ETULN E
RybFYTROBERE)VALET . ERYTAUTEPoCY 15-20 BEIRYIRLIGEELET (B
ENKREVGEIX H—IT5HFET 15-30 ERILTYIRAIFYTERLET) . BER. Fa—
JHEBEGEDLUREEICED ., KEIZEEET,

£ 15 KIFEE/DA FINITRE2—Iv I XD E

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

End Repair-A 16 pl 204 pl 340 pl 476 pl 612 pl 884 pl 1768 pl

Tailing Buffer

(bottle)

End Repair-A 4l 51 pl 85ul 119 pl 153 pl 221 pl 442 il

Tailing Enzyme

Mix (orange cap)

Total Volume 20 pl 255 pl 425 pl 595 pl 765 pl 1105 pl 210l
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3. HUTILEAE

SAH5—a T ARE—IYH ADFRAR

6. & 16IZHVEYHEDSAT —LaVYARI—IVIRZRELET . REDESPERYTAUTE

XIILEEH®DIE

RIS TS,

a. AafEL7:- Ligation Buffer 2 ZDARILTYIAZIXHT 15 HEEBHLE—IZLET,

CDATYITTHERASNS Ligation Buffer (54NN IEE ZELVTI , Master Mix
DFARDANZ. BEDRILTYIAIXYTISHEESLET  MDBREES
THRITBEEBRDDELLED B0%DREITERELI-ERYNTERY TV T %
15-20 EI#gYRL . KGEALTEZELY,

b. Ligation Buffer ZE XY, THKYRWNEF, 1.5 mL TYRVRILIFa—TF=(Fa=AH)ILFa
—JI2LWNFET, TOE. £ENERYFLYHEHIN TSI EEHERL TS,

c. T4 DNA Ligase #po<KYMNZ =1 buffer FARTHEIERY T4 T T, ERVENFYTRDOEE
FREUVALET  ERYTAUTED oY 15-20 BREYRLIGEELET (RENKEVMEEIL.
¥—27HFET 15-30 MERILTYIRIFT Y TEBLED) . BEER. Fa—TJ2BRLLEST

EICEHFET,

=R 16 A5 =23V TREI—IYIRADFRE

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

Ligation Buffer 23 pl 293.3 pl 488.8 pl 684.3 pl 879.8 pl 1270.8 pl 25415 pl

(bottle)

T4 DNA Ligase 2pl 255l 42.5 pl 59.5 pl 76.5 pl 1105 pl 221.0 pl

(blue cap)

Total Volume 25 pl 318.8 pl 531.3 pl 743.8 pl 956.3 pl 1381.3 pl 2762.5 pl

Adaptor Oligo MixFH & D T %L

7. & 17 IZ$€Ly Adaptor Oligo Mix HIRBREFAELET . RILTYIREXR Y TLGEEL, KLEICES

ij_o

& 17 Adaptor Oligo Mix #FRi& D A5

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

Nuclease-free 2.5pl 425l 63.8 pl 85.0 pl 106.3 pl 1435 pl 266.5 pl

water

Adaptor Oligo Mix 5l 85.0 pl 1275 pl 170.0 pl 2125 pl 287.0 pl 533.0 pl

(white cap)

Total Volume 7.5pl 127.5 pl 191.3 pl 255.0 pl 318.8 pl 430.5 pl 7995 pl
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TAB—IYHIRY—RATL—FDORE

8. Nunc DeepWell FL—HMZRTvT 5 M5 7 THRELIZTRAI—ZIVIREFSLIRAFI—IVIRY—R
TL—r2R8LET . R 18 ITRITBENEYRE—3IvY X% Nunc DeepWell FL—rDEHS L
DETDITIVIZMAFET , CORARI—IVIRY—RTL—FDRERNWLGEREIEE 3 ITRLET,

% 18 LibraryPrep XT LI_ILM_v.B1.0.1.rst D= DI REZ—IVHIR—RTL—hrD &L

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
End Repair-dA Column 1 31.0 pl 52.0 pl 73.0 pl 94.0 pl 136.5 pl 273.0 pl
Tailing master mix (A1-H1)
Ligation master Column 2 36.0 pl 62.0 pl 88.0 pl 114.0 pl 169.0 pl 338.0 pl
mix (A2-H2)
Adaptor Oligo Mix  Column 3 15.0 pl 225yl 30.0 pl 375l 525 pl 97.5 pl
dilution (A3-H3)

see4+++4+4

N
0.0000)
00000

‘.

X
®

F

2 > >
.

3 LibraryPrep XT_LI_ILM_v.B1.0.1.rst HD Y RA—I VI RY—RATL—rDEE

44
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3. HUTILIAH
9. TAA—IYHRY—RTSL—I#% PlateLoc Thermal Microplate Sealer TFL—rE>—ILLET , %
El& 165°C. 1 ¥ T,
10. FL—h% 30 ELEDL. BOTL— o —LIZDWVREREL A D ULRAEREE T, TRE—
SYYRY—RTL—MEKEITEVNTHEEET , TL—rP—ILI& Bravo TYF Ty b BRETICIEA
LET, [INTREICRBITERNIEREVDKIITERELTIESLY,

Y—RTL—rDREIZEANHDE Bravo TERICBENANLGNENHYET,
W SUEROHBHINZ—RATL—rES—IILLREUA U LTLESLY,

FRAREDOER

11. AMPure XP E—XMWERTHAHEEHEEL TZELY, AMPure XP E—XIEAERFLEWLESF
BELTLEALY,

12. E—XDBABRDKEBOLBNY—IZHEET., FCGRELTZELY,

13. ¥J—74KBEIZL 7= AMPure XP E—X 140 uL % Nunc DeepWell V—RTFL—rDFERAT 5KV )L
[CANFET FRTIHUTILEIZHHETYRT A1 Hd HTIZHEWLWTA2 b H2 (TEESIEE TE
—RXEANDLIIZLTLEZELY,

ZDRTYTTHELT= 140 uL M AMPure XP E—XI%
LibraryPrep XT LI ILM_v.B1.0.1.rst L Z D& D
AMPureXP_XT_LI_ILM_v.B1.0.1.pro DA Ty THEA THEALET,
FATZVRESU b EBETOMILERCBIZITHAELEE L. AMPure XPE
—XY—RTL—rEHERIZD—ILTEZL T 4 CTREL TS,

14. 15 mL @ Nuclease-free water Z At 1= Thermo Scientific Y —/\—Z#EfFLFET .
15. 45 mL OFHLGARLT= 70% T4 /— /L& AN T= Thermo Scientific ') Y —/\—ZF#HLET,
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D—ORAT—av Ol
16. & 19 IZLf=A>T Labware MiniHub IZFL—+EZEVrLET, EYRT BEOTL—FDOREZIEEH
4 [2RTESY. A1 DLELED MiniHub IZEXML CFRIEDRMEIZHDKEIIZTL—rEEEET,

% 19 LibraryPrep XT_LI_ILM_v.B1.0.1.rst FH® MiniHub M #AEE

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top) Empty Nunc — — —
DeepWell plate
Shelf 4 Empty Eppendorf — — —
twin.tec plate
Shelf 3 Empty Eppendorf  Empty Eppendorf — —
twin.tec plate twin.tec plate
Shelf 2 New tip box Nuclease-free water ~AMPure XP beads —
reservoir from in Nunc DeepWell
step 14 plate from step 13
Shelf 1 (Bottom)  Empty tip box 70% ethanol reservoir  — Empty tip box

from step 15

4 Agilent Labware MiniHub 7L —k® M, ThermoScientific J ¥ —/\—DFE (%, 1]
YREDHDHAD MiniHub DFRIZAKKIITEZTET,

SureSelect XT Low Input Automated Target Enrichment System

46



3. HUTILEAE

17. & 20 IZL1=HA>T Bravo TYFIZTL—rFEZ YN FT, TL—MEITYTDORAIZELAESS
F5E512EYRLET,

% 20 LibraryPrep XT_LI_ILM_v.B1.0.1.rst FH® Bravo T D #HAE E

Location Content

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

6 Empty Eppendorf twin.tec plate

7 Eppendorf plate containing sheared gDNA samples

9 Library Prep Master Mix Source Plate, unsealed

18. & 21 [ZLf=H'>T BenchCel Microplate Handling Workstation [ZtvrLET,

% 21 LibraryPrep_ XT_LI_ILM_v.B1.0.1.rst FH® BenchCel O ¥4k &

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

1 1 Tip box — — —

2 2 Tip boxes — — —

3 2 Tip boxes — — —

4 3 Tip boxes — — _

6 4 Tip boxes — — —

12 8 Tip boxes — — —

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst®3&4T

19. EYRT7 VT IA—LDIETTHTERILEEIRIO LibraryPrep_XT_LI_ILM_v.B1.0.1.rst
ZERLET,

1) E{T93TORINE RIR

TS_HighSensitivity_D1000_v.B1.0.1.pro v

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst B
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR

p)Rzd TS_D1000_v.B1.0.1.pro £
Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT_LI ILM_v.B1.0.1.pro

SSELCapture&Wash_XT_LI v.B1.0.1.rst

Post-CapPCR_XT_LI ILM_v.B1.0.1.pro b
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20. THUT LB BB #BIRINSERT EHTLEEERLET 1, 2, 3, 4,6 F1=(F 12 hT LAGEIR
TEFET N HILA S HUTILAITHEYELET,

3) 4

Wil £
Columns selected
1

LT HIHAD — 52

Display Initial
brkstation Setup

297 —52

H L e _: T K I
£ Workstation Setup Setup Display
22. J—HYRT—13> M IT+—L@ Workstation Setup $BEIZRENTNAESIZEYNT YT TETLS

MAFHEREL TSN, ZORTYTTEYNTYTREZ S TILFIvrT BHE3ZL TS,

Workstation Setup
MiniHub

MiniHub Cassette 1

= |

23. MiniHub DEBEMAS TSI EEFERL. /1= vS/4ALET,

I ~_ Initialize MiniHub I

24. f#&81% . Run Protocol £4') v L TLFE&LY,

‘ yRun Protocol |

25. SV DEFMTEELIZL, LLTD 422D OK &)L TZELY,
VWorks [_Jﬂh‘

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

0K | Cancel

r
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3. HUTILEAE

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst dEFTIZ(F# 2 BRANNYES, BT THLBEREN-TH T4
—{h0 DNA 54735 (& Bravo Tv¥ D 7 FZ#H 5 Eppendorf 7L—rDHZA>TWVET,

Stopping Point ROATITITEFHWMGE L. Yo TILTL—rED—ILL 4°CT—HE, SIS
EHREFDIZEEF-20°CTHRAEL TZELY, MiniHub @ Shelf2 ®Atvk 3 »
5 AMPure XP E—XAYA>7= Nunc DeepWell Y—RXTFL—rERYHL, —IL
L T4 CTRELTESLY,
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STEP4. 75 7A8—{1E DNA SA4TS5DIEE

COATFYITIZEFL S R T LTTE FTa—+ DNA Ho T ILDEIEE AL TyH R T INEFONET . B
LS AT LOTORILNR TR, H—TILHFAI5~ PCR TL—rEBLIAT S DIEIEEITLVE
4,

CDARTYTTIER 22 ITRLAEEZFEALES  BRATICRICEHEIN TV SREZBHELKEICESE
FY . FRERFFEAMRIZE->TREEL TS,

* 22 FvTJFvH] PCR EIFICFERET HHE

Component Storage Location Mixing Method Where Used
Herculase Il Fusion DNA SureSelect XT HS and XT Low Input Library Pipette up and down
Polymerase (red cap) Preparation Kit for ILM (Pre PCR), =20°C 15-20 times p. 92
5x Herculase Il Reaction Buffer ~ SureSelect XT HS and XT Low Input Library Vortexing 52
(clear cap) Preparation Kit for ILM (Pre PCR), —20°C P
100 mM dNTP Mix (green cap)  SureSelect XT HS and XT Low Input Library Vortexing

Preparation Kit for ILM (Pre PCR), =20°C p. 52
Forward Primer (brown cap) SureSelect XT HS and XT Low Input Library Vortexing p. 52

Preparation Kit for ILM (Pre PCR), =20°C

SureSelect XT Low Input Index SureSeIecFXT Low Input Index Primers for ILM Vortexing 5
Primers (Pre PCR), -20°C p.5

*AVTIIRT AT —IE 96 D)L TL—FT, 1-96 (&, Index Plate1)£L<(F 97-192(FR. Index Plate2) AAFwhkIZ
EFENTVLET,

SA473)DHARAVEAZIR—LaVEBCT=H . PCRYREA—I VI RIETRTR

Honf=0)— T T7HLLIE UV BELTZHAT= PCR J—FATHEDIRE
TTHRELTLEES,
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3. HUTILEAE

T—HRT—avD#ElE

1.

Labware MiniHub Shelf2 ®A+vk 3 25> TLY% AMPure XP E—XHY A 57z Nunc DeepWell 7
L—hEEORETORLTHEALES , TN LS D Labware MiniHub & BenchCel @ 7L —k&
FvTRYYRERFITES,

DNA Away decontamination wipe T Labware MiniHub, Bravo 7Y, #&U BenchCel &LL<
HUTLFEELY,

FI—DEREAN.OCIZEELFET . Bravo TyFD 9 BEAMEBLET , Fo—UHF—N\—ITD7
<&3300 ML D 25% TR /—ILhip B EEMHERBL TEELY,

Bravo Tv¥E—rJOvIDEERTEESHEL. Inheco Multi TEC Control #yF R 91— % {F>T
Bravo 7w 6 FEDRE#Z 4°CIZERE L TFZEL, Bravo 7w 6 &ld Inheco Multi TEC Control
BYFRY)—2TCPAC 22 IZHELET,

HY— I YA OS50 %l

5.

= 23 OTOYTILEY—TIYAISICRELET (EIEIMELET), TOITSLERHIEL. T<IC
Pause RIVEH L TEN R EREETTMEINDISIIZLTHEET,

R 23 XN TFyHIPCREEBEDI=HOHY—TILYAOS5OTOT 5L

Segment Number of Cycles Temperature Time
1 1 98°C 2 minutes
2 8to14 98°C 30 seconds
A2 Tvk DNA ORELRISEDIN- 60°C 30 seconds
HAONBDHERITONTIE
& 24 2TSRAZEL, 72°C 1 minute
3 1 72°C 5 minutes
4 1 4°C Hold

* Y=Y AISOTOT I LTORISEF 50 pL ITEEL TS,
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R 24 HWEXYTFVHI PCRYAIILE

Quality of Input DNA Quantity of Input DNA Cycles

Intact DNA from fresh sample 100 to 200 ng 8 cycles
50 ng 9 cycles
10 ng 11 cycles

FFPE sample DNA 100 to 200 ng‘ 11 cycles
50 ng 12 cycles
10 ng 14 cycles

*qPCR TRELT- DNA EF7=(X DIN OfEZEICLT- DNA £

Fr I FAHIPCRYRA—IVIREIRE—S VI RY—RTL—DERE

6. & 25(ZHELN WYX Y TFVEIPCR Y RAA—I VIR ERAMLET , RILTYIRAIXT Y TLGRE
L.KEIZCEEET,

F 25 F¥TFvHI PCR TRAZ—IvHRDEAH

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

Nuclease-free water 6.5 pl 82.9 pl 138.1 pl 193.4 pl 248.6 pl 359.1 pl 718.3ul
5x Herculase I 10 pl 1275 pl 2125l 2975l 3825 pl 552.5 pl 1105 pl
Reaction Buffer (clear

cap)

100 mM dNTP Mix 0.5 pl 6.4 pl 10.6 pl 14.9 pl 19.1 pl 27.6 pl 55.3 pl

(green cap)

Forward Primer 2l 25.5 pl 42.5 pl 59.5 pl 76.5 pl 110.5 pl 221.0 pl
(brown cap)

Herculase Il Fusion 1 ul 12.8 pl 21.3 pl 29.8 pl 38.3 pl 553l 1105 pl
DNA Polymerase (red

cap)

Total Volume 20 pl 255.1 pl 425.0 pl 595.1 pl 765 pl 1105 pl 2210 pl

7. LibraryPrep_XT_LI_LIM_v.B1.0.1.rst > TEMALI=3 D EEL Nunc DeepWell T RA—3 v Ry
—RTL—HZK 26 ITRENFEZHNTLADETOVTILIZMAET , TREI—IYIRY—RTL
—rDRBHLGEEILE 5EFSBIIEL,
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3. HUTILEAE

# 26 Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro AR RXA—IvHRY—XTL—+DFHH

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 4 31.0 pl 52.0 pl 73.0pl 94.0 pl 136.5 pl 273.0 pl
Master Mix (Ad-H4)

# LU Nunc DeepWell FL—tEEAT 2B EIE. H5 L 1-3 (EFEDEFICL
N5 4 [2PCR RRA—ZY I RE ANTLIZELY,

900006
<<
KL XXX
(X

X
9
oo’

000
<=7
000

000

5 Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pr0 AV RAA—3IvHRY—RIL—rDERE

8. YARA—IYHRY—ATL—FIZ PlateLoc Thermal Microplate Sealer T>—JLLET . SR E (T
165°C. 1 ¥ T,

9. FL—t%F 30 BMELEDL. BOTL— o —ILIZDWVRERAEL SOV LR AEREET , T RE—
SYYRY—RTL—MIKEIZBEWTEEFE T, TL—r—ILIE Bravo TyFIZE YR BHTIZIEA
LET . [ENTHEICREITRMNTRBEVEITEFELTZSLY,
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Y—RTL— DR EIZANHDE Bravo TERICEENBNGNENHYET,
T SUEIROBRINZY—RTL—rEL—ILLRAEUA DU LTLEESLY,

F AT FARIPCRAVTYIRTSAI—TL—rDRR

10. BEE T Ora/L TOHEIEHE PCR L —MZ SureSelect XT Low Input A Tv IR TS5A4<v—%ER
HLFETPCRIL—FDEFNFNDITILIZ 2 yL DR YT ILIZEY B TONI=ATYIRTS
A4<—& 3 uL @ Nuclease-free water X FEF , TL—rIIKLICEZET,

D—H9RTF— 3 D
11. B 4 I1ZRITL—bDREEFSEBIZ, R 27 IZ4HELY Labware MiniHub [ZFy TRy RZEybLET,

% 27 Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro FA® MiniHub M #¥)#AEZ &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

Sheltb (Top) — — — —
Shelf 4 — — — —
Shelf 3 — — — —

Shelf 2 New tip box — (AMPure XP beads in Nunc  —
DeepWell plate (retained
from previous runset-not
used in this protocol)

Shelf 1 Empty tip box - - Empty tip box
(Bottom)

12. & 28 [ZHELY, Bravo TyFIZTL—bEEFEYRNLET,

% 28 Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro FE® Bravo Tv¥ D #HAEE

Location Content

6 SureSelect XT Low Input Index Primers in 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 twin.tec plate

9 Master mix plate containing PCR Master Mix in Column 4 (unsealed)
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3. HUTILEAE

13. & 29 [Z%¢LY, BenchCel Microplate Handling Workstation [CFv IRy R &y ET,

% 29 Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro Fi® BenchCel M ¥ H3EE

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

1 1 Tip box - — —

2 1 Tip box — — —

3 1 Tip box — — —

4 1 Tip box — — —

6 1 Tip box — — —

12 1 Tip box - — —

Pre-CapPCR_XT_LI_ILM_v.B1.0.1.proM=*E{T

14. ®Yb T YT I74—LDIEFTTH5TOMILEERID Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro %:&
RLET .

1) ET9370bNERIR
TS_HighSensitivity_D1000_v.B1.0.1.pro

LibraryPrep_XT_LI ILM_v.B1.0.1.rst
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
p)Rsd TS_D1000_v.B1.0.1.pro E
Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT_LI_ILM_v.B1.0.1.pro
SSELCapture&Wash_XT_LI_v.B1.0.1.rst

Post-CapPCR_XT_LI ILM_v.B1.0.1.pro -
LL- 0 L/ L RETw

15. TH—2 LY 14H5—TEATSH PCR FL—r21F%ERBIR 1T Bravo T+ 6 HIZtvhkLiz PCR
TL—hrEEIRL TS,

) B =JNHD3-TERTEPRI L M7 TEER

96 ABI PCR half skirt in Red Alum Insert -

96 ABI PCR half skirt in Red Alum Insert
BV Req 00 Agilent Semi-skirted PCR in Red Alum Insert
B 96 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
g& Eppﬂdor‘f Twin.tec PCR in Red Alum Insert
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16. THUTILE (FIE) ERIRIMDSFERTEHTLEERIRLET 1, 2, 3, 4, 6 F1=(F 12 hT LAGEIR
TEFET N HILA S HUTILAITHEYELET,

3 ; 2R
- | I

Columns selected
1

A2

DL T 4480 -2

Display Initial
brkstation Setup

2 JiEmERT

DT FIEAD -0 T -2
@ Display Initial Clear Workstation
== Workstation Setup Setup Display

18. 7T—HRT— 3 T+— LD Workstation Setup FEiE [ REN TS KSIZEYRTYTTETINVS
MLTHERLTLZSN, CORTYTTEYNTYTHMBEEF TILFIvIT HLIITLTIZEL,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | [Minik

il | N |

chuif 4

19. MiniHub O EBEMNASTNAIEEFEEL. /=¥ S1XLET,

I h Initialize MiniHub I

20. f##&21% . Run Protocol £4') v L TLFE&LY,

‘ yRun Protocol |

Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro ®E4TIZIF# 15 HhhWET . T TT5EFESNT- DNA &
PCR YRA—IVHIREEH . PCRIZHITEHH LT ILIL Bravo Tv¥F 6 TFD PCR FL—rZ AT 1kEE
[ZHYZFET,
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3. HUTILEAE

21. LT DI/RMARRSNI=5Bravo TvF 6 FH 5 PCRFL—r%EEY ., PlateLoc Thermal Microplate
Sealer T 165°C. 3 P T—ILLET,

-
Plate ready to seal

Seal PCR plate and run thermocyder
protocol.

User data entry:

Pause and Diagnose Continue I

22. TL—h% 30 BEEIDL., BOTL—ho—ILIZDWVREREV AU LKA EREET .

23. TR S LE YN Iz =Y AT TIVEBTRICH—TIL YA OS5D Play REAVEHL.
£ 2307055 LERBLIAYIDEES 98°CICLET , 98°CICEIELI=5TCITH U TILL—bk
EH—VINFA4O50TavIZy b LEEROHET,

=TI AITDEDREIFIEL PIFELT IR HYET , EDELTE
BB EIFREDITTEERLTZALY,
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STEP5. AMPure XP E—XI[Z&51E1EL7- DNA D¥E&Y

ZDRTYITIZBEENIES AT LT AMPure XP E—X LHEIEL = DNA % Nunc DeepWell 7L—KZ#
L.E—XIZ#EELI- DNAZED RS T 2IREEETLET .

D—9XAT—av D #ElE
1. Labware MiniHub @ Shelf2, Atyk 3 (255> TLY% AMPure XP E—XHY A >7= Nunc DeepWell

JL—rEInTara)TERLET,
Fh LS Labware MiniHub & BenchCel (22T L —h0F TRy REETHFITET,

D—YRT—2aA0~DE A—T%#ET5T1=8 . Nunc DeepWell TL—kE52%E
Mg BFNZDT O—ILERD LTINS EEFFEZL T,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo Tv¥. £& U BenchCel #%&L<
HUvTZaELy,

3. Bravo TyFE—rITOVIDREREFSEL. Inheco Multi TEC Control #yF X)) —2%fE>T
Bravo TV 4 FDRE% 45°CIZEREL TZELY, Bravo 7+ 4 &l Inheco Multi TEC Control
BYFRY1)—2TCPAC 21 I2HHELET .

4. F—DEREAN.0CIZFRELFET . Bravo TyF D 9 BELNHEELET , FS—IHF—/N\—I2Di
<&3 300 mL D 25% TR/ — LB EHMHEEL TS,

15 mL @ Nuclease-free water Z A#17= Thermo Scientific ) —/\—%#fELE T,
. 45 mL OFLGARLIz 70% T2 /—IL%E ATz Thermo Scientific ) —/\—%#fELET
7. 4 |[TRTTL—bDOREESHERIC, & 30 2L Labware MiniHub [ L—&EEEYNLET,

% 30 AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR FH® MiniHub M #)#iE2 &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf5 (Top) Empty Nunc — — —
DeepWell plate
Shelf 4 — — — —
Shelf 3 — Empty Eppendorf — —
twin.tec Plate
Shelf 2 — AMPure XP beads —
Nuclease-free water i
in Nunc DeepWell
reservoir from step 5 plate (Unsealed;
retained from
earlier runset)
Shelf 1 (Bottom) — 70% ethanol — Empty tip box

reservoir from step 6
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8. & 31IZf¢Lr, Bravo TyFIZTL—rEEEVNLET,

3. HUTILEAE

% 31 AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR Fi® Bravo T DO #HiECE

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)

9. X 32 (%L, BenchCel Microplate Handling Workstation IZFv TRy R &yt LET,

% 32 AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR Fi® BenchCel D ¥4t &

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

1 1 Tip box — — _

2 1 Tip box — — —

3 2 Tip boxes — — —

4 2 Tip boxes — — _

6 3 Tip boxes — - —

12 6 Tip boxes — — —
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AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCRDE1T

10. By R 7y T I+ —LDIEFTTHTALILEZER IO AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-
Capture PCR ##iRLE T,

1) ET9370bLERIR

TS_HighSensitivity_D1000_v.B1.0.1.pro
LibraryPrep_XT_LI_ILM_v.B1.0.1.rst

Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro

AMPureXP_XT_LI ILM_v.B1.0.1.pro:Pre-Capture PCR
p)Rrd TS_D1000_v.B1.0.1.pro

Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT_LI_ILM_v.B1.0.1.pro

SSELCapture&Wash_XT_LI v.B1.0.1.rst

Po-Ca CR__I_ILM_V. B1.0.1.pro

AMPure XP #E&!7Oka)LIE. SureSelect HEI LS AT LDEHD ATV T TER
LEd . BFLTOraLEBIR T AREICELLNT—970—DO R Ty T EEIRLTLY
BEMFERLTLESLY,

11. TH—3 WY A495—THEATS PCR TL—r2A/T%ERIR 1T Bravo 7v+F 9 FECtvhLFz PCR
TL—hrEERLTZELY,

) =N DS-TER T EPRIL —b A TEEIR

96 ABI PCR half skirt in Red Alum Insert bl

6 ABI PCR half skirt in Red M Insert
EYBeq 06 Agilent Semi-skirted PCR in Red Alum Insert
Bl 06 Eppendorf Twin.tec half skirt PCR in Red Alum Insert

96 Eppendorf Twin.tec PCR in Red Alum Insert
= =

12. THUT LB BB ZRIRINSERT DA LBEERLET 1,2, 3,4, 6 F=1F 12 HSLAER
TEFET 1 ATLMNBHUTILAITHELET,

Display Initial
brkstation Setup

@ Display Initial Clear Workstation
== Workstation Setup Setup Display
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3. HUTILEAE

14, T—YAT—ar N IT+—L®D Workstation Setup fEE IS REN TS KSR T YT TETIVS
MATRERLTLIZSN CORTY T TEINTYTRBERL TILFvIF HEIITLTLESLY,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | [Minik

e

15. MiniHub O EREMNA> TSI LERHERL. /=¥ 51 XLET,

I \_ Initialize MiniHub I

16. fE:21% . Run Protocol %4') oL TLFE&LY,

‘ yRun Protocol |

FBETOMILOETIZEH 45 2HAMET BT THEHERSNT- DNA 42T ILIL Bravo Tv+ 7
# 0 Eppendorf FL—MZA2T=4REEICHRYET,
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STEP6. 514735') DNA DH A XFIVvILER

SUTIVETIEBEIE YT IILVARTOS S LEFERALT Agilent 4200 TapeStation TIT5H., FE%E
THUTILGARZEZITL 2100 NA AT FSAFTITLET,

ENHEEXFHTIBMSVWTERELELZFRANCERICI0 nESE. TLICERICELTEEL,

Option1: Agilent 4200 TapeStation&D10007 vt A ZERTHEE

ZZTIE 2 uL @ DNA Y27 JL& 6 uL @ D1000 Sample buffer Z;E&L. D1000 7yt HHY > TILT
L—r#BEE1ME7aka)L TS _D1000_v.B1.0.1.pro ZFHWTHRAMLET, AE. 7TyvATL— %
4200 TapeStation IZFE LB EITLNET , ML A1 D1000 Kit DY =27 LEZSBLIFESL,

DHEICIECT, FRETTY MBSV ITNT L ERARTEIENTEET . ZD
FRIZHARIZHEL . 1 ub @ DNA S FJLE 3 ub @ Sample buffer ZEALET,
Electropherogram Df##TIL p. 66 DHARSA L ETS BN,

) —HXF—<3>&Sample Buffery—RFL—hD#(E

1. Labware MiniHub & BenchCel @ 7L —t&EFyTRyIRE /T ITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo T3, &1 BenchCel %<
HovTr=zany,
Bravo TY¥ M 9 BEERICRT -HOFS5—DEREVIVET (p21 SHE),
Bravo Twv¥E—r T OYIDREHRTEESHL. Inheco Multi TEC Control 2yFRX91)—2%F>T
Bravo Tw¥ 4 BEDBEE% 4°CIZREL TS, Bravo T+ 4 &(d Inheco Multi TEC Control
BYFRY)—2TCPAC 21 IZHHLET,

5. #F#HLLY Eppendorf twin.tec 7L—rZ{#EAL. Sample Buffer V—RXATL—rEZRTHRELFET . X
33 IZHEL . ASLTDEHTILIZ D1000 Sample Buffer #Z FY .

% 33 TS_D1000_v.B1.0.1.pro Fi® Sample Buffer V—XFL—F D&

Volume of Sample Buffer added per Well of Eppendorf twin.tec Source Plate

Position on
Solution Source Plate 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
D1000 Sample Column 1 11.0 pl 17.0 pl 23.0 pl 29.0 pl 41.0 pl 77.0pl
Buffer (A1-HT)
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3. HUTILEAE

T—HRT—avD#ElE

6. 41ZRTTL—hDMEZEESEBIZ. & 34 1240 Labware MiniHub IZFy TRy X &EyRLET,

# 34 TS_D1000_v.B1.0.1.pro FA® MiniHub M #)#AEL &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

Shelf 5 (Top) — — — —
Shelf 4 — — — _
Shelf 3 — — — _
Shelf 2 New tip box — — —

Shelf 1 (Bottom) Empty tip box — — Empty tip box

7. Z& 352U, Bravo TYFIZTL—FEEEYRNET,

% 35 TS_D1000_v.B1.0.1.pro F® Bravo Tv¥X D #HAEE

Location Content

4 Amplified pre-capture libraries in Eppendorf twin.tec plate (unsealed)

6 Empty Eppendorf twin.tec plate

9 Eppendorf twin.tec source plate containing D1000 Sample Buffer in Column 1

Agilent 4200 TapeStation EEBEMES AT LANDFTA—D%#(TH=8. 7TytA
TL— RN BENEIZITIEED Eppendorf twin.tec 7L —k (Eppendorf p/n
951020401 F7=I% 951020619) DAFEAL TZEW, BEMETORILTHREL
=32 FILTL—r% 2200 TapeStation DEEMTIZIZERALELTIESLY,
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8. & 36 IZ%L, BenchCel Microplate Handling Workstation [ZFv IRy R &y ET,

% 36 TS_D1000_v.B1.0.1.pro Fd BenchCel DA E

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

1 1 Tip box — — —

2 1 Tip box — — _

3 1 Tip hox — — —

4 1 Tip hox — — —

6 1 Tip box — — _

12 1 Tip hox — — —

TS _D1000 v.B1.0.1.proM=E{T
9. Yr7YITI+—LDIETTEHTOMIILEEIRIO TS_D1000_v.B1.0.1.pro Z:FRLET,

1) ET9570bE B4R

TS_HighSensitivity_D1000_v.B1.0.1.pro

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro

AMPureXP_XT_LI ILM_v.B1.0.1.pro:Pre-Capture PCR
p) ) 75_D1000_v.B1.0.1.pro

Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT_LI_ILM_v.B1.0.1.pro

SSELCapture&Wash_XT_LI_v.B1.0.1.rst

Post-Cap PCR_XT_I_ILM_V. B1.0.1.pro

10. THU T LB BIE) ZRIR I SFERT EHTLEEZIRLET . 1,2, 3,4, 6 T=1E 12 h5LHAEER
TEET A HDSLNSHUTILDIZHELET,
iR

3 Al Columns selected

2

4) 7

DT AT~

Display Initial
brkstation Setup

11. Display Initial Workstation Setup %'y L%EF ,

%) 47 -D25F — 3 JEHERT

@ Display Initial Clear Waorkstation
== Workstation Setup Setup Display
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3. HUTILEAE

12. 7= AT—ar N I+—L®D Workstation Setup fEE IS REN TS KSR T YT TETLVS
MATRERLTLIZSN CORTY T TEINTYTRBERL TILFvIF HEIITLTLESLY,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | |Minik

i I —| —

13. MiniHub MERMNAS>TNSIEEHERL. 1= v I1XLET,

I h Initialize MiniHub I

14. #5321 . Run Protocol 4') oL TLFE&LY,

‘ yRun Protocol |

TS_D1000_v.B1.0.1.pro ®EFTIZIEH 15 AHAYET , BITAD YL T ILESBMNE T #. Bravo T
w¥ 4 BIZHD DNA SATSVHUTILTL—bEL—ILL. p. 72 DINATIVEFAE—3>DEIRTY
TCHERTBFETKLEIZEEET,

15. LT DI/TRARFRSNI=5, Bravo Tv¥ 6 BICHLEHTAY LT ILH A7z Eppendorf twin.tec
TL—rEERYHL. Continue #4') w9 L TLZ&ELY, D1000 7vt4 7L —k#% Foil Seal T —JLL.
A—HF—AARITHESTRILTYIREF Y TRELTZELY,

Plate ready to seal

Seal analysis plate and vortex as per
TapeStation user guide.

User data entry:

Pause and Diagnose Continue

4200 TapeStation ~DHFA—T %1516, FEED 96-well plate foil seals
(Agilent p/n 5067-5154)MD & ZFE AL TSN,

EFELEENDT-6.DNA & Sample buffer [FRILTFYIAIFHT1 HREESEL.
EEITEAINTNDILERBLTZEN, 2D’ BREEDHDIZHDREVHT D
ELTLES,
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D10007 vt A COikBIET—2 DRI

16. A —H—HARIZHEL, fBHAY > TILTL—k, D1000 ScreenTape. Loading tips ZE&EIZt vk
LTLIEE0y, kB ERIRLET

17. SRR T & . EXRKENE (electropherogram) I2&Y . E&ME D DNA DIHFEIIEH 300-400 bp.
FFPE DNA D154 15#3 200-400 bp DRI DNA M FDE—IhH A LEHELET . ERKTIR
DOHIER 6(FERE DNANSIHRBLIZZ4T73)) . B 7(PEEDKED FFPE DNA A SRR LT
S54735Y). B 8({EMRE®D FFPE DNA MoFRLI=54 TS ISRENTLET,
BHESNBE—ILUNELD FREICE—INELTNSIGEA . 7 T35/ I—DHEENTE
SINTFET.p. 66-p. 67 X 6. 7. 8. LRAEEIZHHDONTLSEIEMMEVGEEIE. TDS
ATV TNERNTEA—TIRIV)YFAUMDIREICEO ZENTEE T, ZOMICDONTIE
p. 132 DRZT I a—T10 T EHRES SRS,

18. fEHTV 707 D Region #EEX AT, K517 3 DBREERERLET,
NATVEAE—2ay RIGICIEFAE L2547 5" A 500-1000 ng HETT GRE 12 ub),

\cs“"\ o
10 5
9
8
g__ 6
25
1
3
2
1
0 f/\
6 =mE gDNA YU TILMGRRELI-FTFraiDZ4T 3 DEXKEIR (D1000 7vt1)
Vo“s} QQQQ\

Sample Intensity [FU] (1073)
=) ~ 'S o © b=
' L L ' '

Size
[bp]

1000

1500

7 BEYTE FFPE gDNA U TS RB LI T FrEIDI4 T3 ERiKEIX
(D1000 7vtA)
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7000

6000 -

5000

4000

3000 4

Sample Intensity [FU]

2000

1000 4

)
A”G

o

N

v

Size
[bp]

ol
s 8 g g =g 8l &

8 {E&E FFPE gDNA 4o ISR LI-F v TFYRIDT1T 3 DERKER
(D1000 7vEA)

Stopping Point

3. HUTILEAE

ROATIFNHEEFLRNESIE. T TL—rES—ILL-20°CTREL T
= AW

SureSelect XT Low Input Automated Target Enrichment System

67



Option2: Agilent 2100/ (#7544 EDNAL00O7 v A AT H15E

DNA1000 HZE+vh& DNA FyT#HERALET , 3¥#lIE51% DNA1000 Kit D=7 JLEZZSHLFZELY,

1. KitDI=a7ILIZHEL, 2100 A FA T TS5 4P EevrTvTLET,

2. KitdZ=aFIIZHEWN., FyT  HUTUFFERBLET . BFUTIL 1 lL 27 vEAICHVET,
FoTHRAE% 5 DLIRIZEB (YL, KBIZBIIAL TS,

3. BRT#%. EK%kEHE (electropherogram) 2 &Y. B ME D DNA DIFEIE# 300-400 bp.
FFPE DNA 15 & (X% 200-400 bp O IZ DNA BT F DE—IhHHZLEERLET . EXRKEK
DOHIER 9(FERE DNAMSRBLI-Z4T731)) B 10(PFEEDKED FFPE DNA M oFAEL
=54735Y)) .’ 11({ERED FFPE DNA MoERBLE=S475Y)) ISRENTULET,

BRESNBE—ILUNELD FREICE—INELTNSIGEA . T T3—5 1/ I—DHEENTE
SINTFET.p.68-p. 69 B 9. K 10.E 11 LEEEIZHOONTLDEIEIEVGEEIE. TDS
ATSH U TIVERNWTE—SFIRIV)YFAURD IRRISEL ZEMTEET , TOMICDOLTIE
p. 132 DTN a—TA4U T EHREC SR,

4. fRMIVIRITT7 D Region #EEEZAWT. BIMTJDEEEZHZELET . JUSKREICEETD
=01 RENEIERENEELFNTH S LEHRL TZALY,

NATEAE—2a0 RIGICIEFAELI=54 75" A 500-1000 ng HETY GRE 12 ub),

i8]

9 BEME IDNA BT LD GRBELIFYTFrRINTA T DESRKEIE (DNA1000 7vtA)

T T T T T T T — T T
15 50 100 150 200 300 400 500 700 1500

10 BEM7E FFPE gDNA o TSR LI-F v TFYRID A TS BRIKEIR
(DNA1000 7v+t4)
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3. HUTILEAE

T T T T T T T T T
15 S0 100 150 200 300 400 500 700 1500

11 {ESE FFPE gDNA 4TI ALIRBLI-F YT FYRIDS (T3 DERIKEEH
(DNA1000 7wyt A1)

Stopping Point RORATITIEFBEVEE X YT ILTL—rED—)LL-20°CTREL TS
&Y,
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e . 4TUESE— ay
o o o

o o ®
[ Dl ) STEP1. NATYAAE—a> D=8 D FHEFH
o0 @ Qo DNAH>FILOSE 71
.. PY .. STEP2. DNA 54951 EXvTFv54T5Y DN
o ® ™ AT)F(E—3ay 75
: o STEP3. NA/TYSEA4XL1-DNA DF v TFréikis 88

CDETIE SureSelect #7zI& ClearSeq ¥ ¥ T FvT14TSVERWFNATUYF(E—avxvTF
YDIENREINTWET , TNEND DNA SATZYHUTILIERRIZNATVFAL XL TEF Y TFv
TEALENHYET .

X TFvS4T 3 EFELT- DNA SATSDLEERF, GWWFvTFrEES
BE=HICBHTEETY, FOPLIZEEH SN TOLBEIZHN., N(TUEAE—
23 EToTLIESLY,

NATVELAE—2aVRITRODERENHSHEBRICBEVZEEEZAFT . RID
EREIROBANC FRTENATVEALE—2aVDEHT 4 uL LLEDBERD
EFEDNEODHEEL TSN,

YT FrOREUEEHERTH-OIZE. N(TI)E(E—2av D RIEHEE 65°C
[CHBRTEHIENFEREICEETT, TAFIILDERTYTDIERICHEL . RIG&
DREZGEDINCTIHFLENEIFTELTIZEL,

e 70
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STEP1. NATYHFALE—L 3> D= DAL FEHA DNA YT ILD 5 R

EYUTLKERNATVEAE—2av EXxvTFrEfTVET , COBRBETEIY O TNET—LLE
LTIZELY,

NATVFAE—2aV RIGICIEFRABL=54T 5" A 500-1000 ng HETY (RE 12 pL) . COEBET
BHRELDEENATIFTAE—2avITERL TS,

p. 66-p.69 THELIHUTILDREEZANT. N(TYFAE—2aVICERTIHIREZLUTOX Tt
"BLFEY,
Volume (uL) = 1000 ng/concentration (ng/uL)

HED 1000 ng [SiHET-EWH T ILAHT-5E . EYD DNA ST )LELE (89 10-12 pL, D7k
£ 500 g ZET L) ENATVFEAE—av DRATYT THEALTESLY,

BEi{tFOka)L Aliquot_Libraries_v.B1.0.1.pro #E{TL. NATUF A E—2a v (ERATHE DNA Y
CTINDBEULEEHFLVIL—MMI BT EIENTEET, BEILTOrILERTT BRIC. &SV
TILDOSRTIDRELZEEL AT LICIERT5EHDREUTORTYTIZHIMER T 2LELHY
9,

1. 12 TR AYH —%DIF1=.csv (comma separated value) 77 ILEEFRLET . AVF—DX
FIFRR—RZEZEFEVELSICLTESLY, 2O EIE Microsoft D Excel HE DR TL YR —MERK
TI)r—2a v FE>THERL. RETBHRIC.csv TA—IYMNIFTHIELTEET, D IT7AILIE
TL—rD£ 96 D)L B DT (rows) EELHELHYET,

2. HEDNAHYUTLITDONTAYT—DIEBEDEREAHALET,

- SourceBC DFIZIEH VT ITL—bDRR. Fzl&/A\—a—FEAALET, SourceBC DFIlI.
£TO row TERLIZHYET,

- SourceWell & DestinationWell DFIZIE, TL—FTHOZENFNDVIIILDEEEZAALET,
SourceWell & DestinationWell IZEZ2MN AR IEE YT ILIZDOVWTELCIZHRYETS,

+ Volume DBNZIE. FNEFNDHUTILDNATNEAE—aV(ZERATEHRE (UL ZEADLE
T IL—FEDZEDYTILIZE 12 [TRTEIIZLT O EFAHALTESL,
FEALGLI L OFTIRHEIEOTEZELY,
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A B C | D

1 SewrceBC SowrceWell DestinationWell  Volume

2 | SamplePlateXYZ Al Al 535
3 | SamplePlateXYZ B1 B1 4.8
4 | SamplePlatexYl &1 c1 4.76
5 | SamplePlatexyI m o 5.19
6 |SamplePlatexXYI E1 E1 5.49
7 | SamplePlatexYZ F1 F1 486
8 | SamplePlateXYZ G1 G1 505
9 |SamplePlateXYZ H1 H1 437
10 | SamplePlateXYZ A2 a2 0
11 | SamplePlateXY.Z B2 B2 0
12 | SamplePlateXY I c2 c2 0
R B aahPlat sl on e, 000 an . PP s R N v N -

12 YOTIARTLYRL—h(1 AT LSUA)

HYUTIWRTUYRL—MEUTOIAH LR ICRFEENTVET,

C:>VWorks Workspace>NGS Option B>XT_LI_ILM_v.B1.0.1>Aliquot Library
Input Files>Aliquiot_Libraries_template.csv

Aliquiot_Libraries_template.csv 7741 JLZaE—L.

% Aliquiot_Libraries_v.B1.0.1pro @S5> M csv 77 IVEERT B1=bDTTL
—hELTERTEET . 12 h35 L (96 T I) KYLLGNSO DT TL—RELT
FATDEE.96 9L DTABHDIE, FRALELYIILD Volume DFI(F 0
MAASIN TSI EZHERLTIZELY,

3. VWorks YT+ 7HRAURR—)LENTLVS PC DLLTDTHIILF Z.csv T7MIILER—RLET,
C:>VWorks Workspace>NGS Option B>XT_LI_ILM_v.B1.0.1>Aliquot Library Input Files

4. F7—DEREAN.0CIZFRELFET . Bravo TvFM 9 BEMNHEELET , F—)F—/1—ITD%4
<&$ 300 mL D 25% TR/ — LA EERERLTIZELY,

5. & 37 [Zf¢L). Bravo TYFICTL—hEZEEVNFET,

& 37 Aliquiot_Libraries_v.B1.0.1pro FA® Bravo Ty D HAEE

Location Content

b Empty Eppendorf twin.tec plate

6 Empty tip box

8 New tip box

9 Prepped library DNA in Eppendorf twin.tec plate
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6. EYNTYTI+—LDIETTEHTOMIILEEIRID Aliquiot_Libraries_v.B1.0.1pro Z:&RLFET,

1) ETE3I0RERIR

TS_HighSensitivity_D1000_v.B1.0.1.pro

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst E
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
P3R4 7S_D1000_v.B1.0.1.pro E
Aliquot_Libraries_v.B1.0.1.pro
Hyb_XT_LI_ILM_v.B1.0.1.pro
SSELCapture&Wash_XT_LI_v.B1.0.1.rst

Post-CaCR XT. I ILM_v.B1.0.1.pro b

5

7. Display Initial Workstation Setup 2y L%Ed,

JiEERE o
@ Display Initial Clear Workstation
== Workstation Setup Setup Display

8. T—YRT—1arMIT+—L® Workstation Setup $BEIZREN TS ESIZEYRT YT TETLS
ML HERLTZEW, CORTYT TN YTRBESL TINLFuvI T 5HEIITLTIZELY,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | |Minik

i I —| —

9. MiniHub DERMNAS>TWSILEHRL. 1= v T1XLET,

Initialize MiniHub

10. #5321 . Run Protocol 4') oL TLFE&LY,

y Run Protocol

11. UTFDEAF7ATRYIADRRTEINT=H, ZDFDT=HIZ step 3 TERMLT=.csv 77 ILEIBEEL
OK &V ILTSUERIBELET .

Select Hit Pick Input Fil

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

C:¥VWorks Workspace¥NGS Option B¥XT_LI_ILM_v.B1.0. 1¥Aliquot Library

oK ’ Cancel

SureSelect XT Low Input Automated Target Enrichment System 73



Aliquiot_Libraries_v.B1.0.1pro METIZIE 96 2T ILTH 1 BEHLMYET ., DNA T ILTL—k
(& Bravo Tv¥ 5 BDTL—MZA>T=REICHYET,

12. Bravo Tvd oYU TINTL—rERY . RIEEDETASCUTDRETYH U T LEEBRSEETS,

13. 212 L1=& YT ILIZ 12 L @ Nuclease-free water # A FET . HEITILDRNEERH>THUTIL
FEBHRIELLI. TRITERELTERY T4 T LTLZELY,

14. PlateLoc Thermal Microplate Sealer TFL—r&L—ILLET , FREIL 165°C, 1 T,

15. FL—h% 30 MERLTYIRIX Y TRELELISEREIE R 1 2REROLEDTL—F—
VIZDWRERED SOV LET,
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STEP2. DNA SA 7S5 eX N TF oS4TS DINAT)FLHE—3>

CORFYITIREBETORTL Hyb XT LI ILM_v.B1.0.1.pro £ EALT. N(TUF(E—>av R
EDEIRTITETVWET, ZDR. =LY AI3ICHUTILTL—rEEEL, 65°CTRIELT
SureSelect £1zI& ClearSeq ¥+ T F¥314T3)~D DNA YT ILDNAT)FALE— 3 FTVVE
E

CDARTYTTIIR 38 ITRTAEZFEALET AR 38 DIERICHVESHELZBHEL. RILT
VIRIXYTRA, REVF VU ELTREEDH T,

& 38 NATVEAE—avTHEATHHE

Kit Component Storage Location Thawing Conditions Where Used

SureSelect XT HS and XT Low Input ~ SureSelect XT HS and XT Low Input Target Thaw on ice
Blocker Mix (blue cap) Enrichment Kit ILM Hyb Module, Box 2 p. 77
(Post PCR), —20°C

SureSelect RNase Block (purple SureSelect XT HS and XT Low Input Target Thaw onice
cap) Enrichment Kit ILM Hyb Module, Box 2 p.79
(Post PCR), —20°C

SureSelect Fast Hybridization Buffer ~ SureSelect XT HS and XT Low Input Target  Thaw and keep at
(bottle) Enrichment Kit ILM Hyb Module, Box 2 Room Temperature p. 77
(Post PCR), —20°C

Capture Library -80°C Thaw on ice p.79

Y=Y AL OS50 %l

1. X 39 OTOTSLEY—TILFAISITHRELET (BEXMELET) ., TOISLERIBL. T<I2
Pause RIEFHL TEN R EBREETTMEINDISIIZLTHEET,
HERY T IEREDBEEMIET 2012 N\ (TULT(E—a O BEHETOST S LEED
BRI —<ILYAH5DTOTSLESRICRELTELCENEETY,
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£ 39 NATVFAE—23v D00 —IIILYAI50OTAT 5L

Segment Purpose Number 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 steszr

4 Hybridization 60 65°C* 1 minute
37°C 3 seconds
5 Hold until start of 1 g5oct Hold
Capture

*H—TINYAISDTOATSLTOREEIE 30 pL [ZEREL TS (Segmentd DH A JLTD 7\
AT)FAE—av RICDRERE) o

T VWorks YIrY 27 CHERAR TN, Y2 T ILE Hold RFv T DREIZT—2RF—LavIzBL
F9,

F NAT)FAE—23>DRE (Segmentd & 5)% 60°CICTIFAHIET AT-rich DFEBDH/ALyIH
mLETHAREEAHYET,

**p. 88 THREDF v I FrEkBEILTOrILETH LT ILIL 65°CTHFLES .

=TI AITDEDREIFISL PIFELTEIBNALHYET , EDELTE
T BEEIFREDITTEERLTZALY,

—9XAT—ar D ¥l

2. Labware MiniHub & BenchCel @ 7L —rEF Y TRy RE KT ITET,

3. DNA Away decontamination wipe T Labware MiniHub, Bravo 7Tv& ., XU BenchCel Z%&L<
HULTLESLY,

4. F—DEFREAN.0CIZRELFET . Bravo TyxD 9 BENHEELET , FS—IHF—/N\—I2Di
<&H 300 mL D 25% T2/ — LB EERERL TS,
FRWTILSZ O LA Y —I % Bravo Ty 4 BL 6 BIZBEZFET,

6. ZEDOFvITHRyHI X% MiniHub shelf2 Dhtvk 4 [ZEYRLET,

& 40 [Zf¢L>, BenchCel Microplate Handling Workstation [CFvy 7Ry o R ZykLET,

~
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F 40 Hyb_ XT_LILM_v.B1.0.1.pro FH® BenchCel D #IHAEEE

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

1 2 Tip boxes — — —

2 2 Tip boxes — — —

3 2 Tip boxes — — —

4 3 Tip boxes — — —

6 3 Tip boxes — — —

12 5 Tip boxes — — —

BlockeRA—3 v XD ERAEL
8. 3= 41 (Z%tL . BYI1E Block TAA—3IwHREK ETHRRLET,

%= 41 Block RRA—3I v RAMDERH

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

Nuclease-free 25 pl 31.9pl 53.1 pl 744 1l 95.6 pl 138.1 pl 276.3 pl

water

SureSelect XTHS 5.0 pl 63.8 pl 106.3 pl 148.8 pl 191.3 pl 276.3 pl 552.5 l

and XT Low Input

Blocker Mix (blue

cap)

Total Volume 7.5l 95.6 pl 159.4 pl 2231 ¢l 286.9 pl 4144l 828.8 pl

Hybridization Bufferk R4—3v AN IS
9. & 42 [ZftL>, #EY74: Hybridization Buffer T RA—3Iw I REEETRELET,

& 42 Hybridization Buffer Y R2—3w42 2D FEL

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

Nuclease-free water 2.5 pl 53.1 l 744l 95.6 pl 116.9 pl 159.4 pl 2975l

SureSelect Fast 6.0 pl 1275 pl 1785 pl 2295 pl 280.5 pl 3825 pl 714.0 pl

Hybridization Buffer

(bottle)

Total Volume 8.5l 180.6 pl 2529 pl 325.1 pl 397.4 pl 541.9 pl 1011.5 pl
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1D FE=IXE B D Capture LibraryRRE4—3vH ADFRAH

10. & 43~FK 46 [TV . NATVEAE—2aVIZERTEIEXTNYTFIA4TIVIZENWTEYILES
RBELET ., BEDRILTYIRIFT Y TRERITEEL. REVA DOV ELTKEICEVWTHEEET,

FHELT= DNA YU TIWTL—rDENZTND Row( 1) ICELSF YT FvI3475
NENATNVFARGTBHENTEET . LML, FHYTFSA4TSIDH A XN ER
BEX VT FYEZEBIRTOYAVIILBHNELGYET , ALTL—HMIIERL PCR 4
IIVBELRBI—T I AXDTZATI)ENATVFAXEEDLHITERTTEE
I TTESW, TL—rDETH Row T1 BEDF v TF¥54TSVEFERT S5
VDEE.p. 79D stepa (R 43 £=IERK 44) ITHHTIRAZ—IVIRFRELT
fZ&LY,

& 2 D Row TELDFX N TF¥SA4TSVEFERTSH50DIHEE. p.80 D stepb (F
45 FzI[EFR 46)ITH - TIRA—IVIREREL TS,
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a. 2TDrow TI DDFNYITFYIA4TIVEFERTEIIVDHEE. FYTFrI34T3VD YA XITIEL
TR 43 £=(FK 44 (ZHiE> T Capture Library YRA—I v R ZABL TS,

& 43 A=Y AX 3 Mb RiEDF ¥ TFvS514T 3 DIFED Capture Library YRA—IvI X 8

rows 4

Target size <3.0 Mb

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

Nuclease-free 4.5l 76.5 pl 114.8 pl 153.0 pl 191.3 pl 306.0 pl 592.9 pl

water

RNase Block 0.5 pl 8.5l 12.8 pl 17.0 pl 21.3 pl 34.0 pl 65.9 pl

(purple cap)

Capture Library 2.0 pl 34.0 pl 51.0 pl 68.0 pl 85.0 pl 136.0 pl 263.5 pl

Total Volume 7.0pl 119.0 pl 178.6 pl 238.0 pl 297.6 pl 476.0 pl 922.3 pl

x 44 A= YN ALX3Mb ULDFYTF¥54T3DIHED Capture Library YRA—IvHI X 8

rows 73

Target size >3.0 Mb
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
Nuclease-free 1.5l 25.5 pl 38.3pl 51.0 pl 63.8 pl 102.0 pl 197.6 pl
water
RNase Block 0.5 pl 8.5l 12.8 pl 17.0 pl 21.3 pl 34.0 pl 65.9 pl
(purple cap)
Capture Library 5.0 pl 85.0 pl 1275 pl 170.0 pl 2125 pl 340.0 pl 658.8 pl
Total Volume 7.0l 119.0 pl 178.6 pl 238.0 pl 297.6 pl 476.0 pl 9223 pl
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b. 2D row TRLELSFVTF¥I14ITIVEERTHIVDGEE. FYTFV¥I4T3DHAXITEL
TR 45 F1=1EFK 46 [ZHiE>T Capture Library YRA—IV I RZFARLTESY, K 45 &K 46
[SRTEEIEHUTILITIL Trow 5 TT . EHD row TRILFYTFvI54T3UENATIFAX
T HHEAE. TRISRTEICHERTIFED row HEMNFTTLLESD ERYMEEDORDLEE
LTSy,

£ 45 A—TIMHAX 3 Mb KEDF YT F¥34T 3 DIHED Capture Library TRA—IvI X 1

row %

Target size <3.0 Mb
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
Nuclease-free 45 pl 9.0 pl 13.8 pl 18.6 pl 233 pl 37.7pl 73.5pl
water
RNase Block 0.5 pl 1.0 pl 1.5l 2.1 pl 2.6 pl 42l 8.2 pl
(purple cap)
Capture Library 2.0 pl 40pl 6.1 pl 8.3 pl 10.4 pl 16.8 pl 327 pl
Total Volume 7.0 pl 14.0 pl 214 pl 28.9 pl 36.3 pl 58.6 pl 1144 pl

£ 46 HA—TIrHAX 3 Mb LLEDFYTFvS514T35) DIHFED Capture Library IRA—IVI R 1
row 73

Target size >3.0 Mb

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

Nuclease-free 15l 3.0pl 4.6 pl 6.2 pl 7.8yl 12.6 pl 245 pl

water

RNase Block 0.5 pl 1.0 pl 1.5 pl 2.1pl 2.6 pl 4.2 pl 8.2l

(purple cap)

Capture Library 5.0 pl 10.0 pl 15.3 pl 20.6 pl 25.9 pl 419 pl 81.7 pl

Total Volume 7.0 pl 14.0 pl 214 pl 28.9 pl 36.3 pl 58.6 pl 114.4 pl
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TRA—SYIRADY)—ATL—+DIRE

11. step 8 A5 step 10 THEL-YRE2—3vI X% Eppendorf twin.tec FL—kZLyh\(T )54
T—2arRRE—IYIRY—RTL—FEBRTHELFET . K 47 (TR, HEIYRE—IVIRE
FE&ht= Eppendorf twin.tec FL—FDHSLDEITILIZMAET,
1 B TEBDFIYTFYI4T3UEERT S5HE(E. Capture Library YRA—IVI X%
Eppendorf twin.tec 7L —k®D@&E % row [THIZX TS, YRA—IY I RY—RTL—HMEIRHE
MZEEER 13 ISRLET,

& 47 Hyb XT_LI_ILM_v.B1.0.1.pro DI RA—IyHRY—RTL—DFEE

Master Mix Position on Volume of Master Mix added per Well of Eppendorf twin.tec Source Plate
Solution Source Plate
1-Column  2-Column  3-Column  4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
Block master mix  Column 1 11.0 pl 19.0 pl 27.0 pl 34.9 pl 50.9 pl 102.7 pl
(A1-H1)
Capture Library Column 2 14.0 pl 214 pl 28.9 pl 36.3 pl 58.6 pl 114.4 pl
master mix (A2-H2)
Hybridization Column 3 19.9 pl 29.0 pl 38.0 pl 47.0 pl 65.1 pl 123.8 pl

Buffer master mix (A3-H3)
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4. NAD)FAE—3

13 Hyb XT_LI_ILM_v.B1.0.1 BDYRA—IvHRY—RTL—DEE
Column2 [ZIE% row IZERLEAX N TFYSA4TSVEANDBIENTEET,

12. RRA—3IYHYRY—RTL—r#% PlateLoc Thermal Microplate Sealer TFL—r&>—ILLET , %
ElX 165°C. 1 BT,

13. FL—b% 30 BRELEDL., BOTL—r o —ILIZDWVREREL AU LRAERETL— o —IL
ZIEALET, [FNTHICRETERNIEREVDESIITEELTZEW, Bravo TYvF Dy 7v7IZ
FCITHEATLZEN, YRI—IVIRTL— EERICECHME TESZITECT HK3ICL TS
LY,
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BravoTv¥Dtyb7vS
14. & 48 [ZH>T Bravo TyFIZTL—+EEEYNLET,

= 48 Hyb XT_LI_ILM_v.B1.0.1.pro Fi® Bravo T+ D #HAEE

Location Content

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

b Empty Eppendorf twin.tec plate

6 Eppendorf twin.tec Master Mix source plate (unsealed) seated in red
insert

8 Empty tip box

9 Prepared gDNA aliquots in Eppendorf twin.tec plate (unsealed)

Hyb XT LI_ILM_v.B1.0.1.proM=E{T
15. EYb 7T I+ —LDIETTHTOMLEER IO Hyb_XT_LI_ILM_v.B1.0.1.pro #:&RLET .

1) ETI3I0PINERR

TS_HighSensitivity_D1000_v.B1.0.1.pro
LibraryPrep_XT_LI_ILM_v.B1.0.1.rst B
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
p)Rod TS_D1000_v.B1.0.1.pro
Aliquot_Libraries_v.B1.0.1.pro

m

Hyb_XT_LI ILM_v.B1.0.1.pro |
SSELCapture&Wash_XT_LI v.B1.0.1.rst

Post-CapPCR_XT_LI ILM_v.B1.0.1.pro e
,, M SRR

16. T+—2 LY A4H5—THEATSH PCR TL—F34F%REIR T Bravo T+ 4 HITtvhL1z PCR
TL—hEERLTZELY,

B =TS -TERTIPRIL A TEEIR

96 ABI PCR half skirt in Red Alum Insert v

a6 alT skirt in Rad =l
EYRed 00 Agilent Semi-skirted PCR in Red Alum Insert
B 6 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
96 Eppendorf Twin.tec PCR in Red Alum Insert
= —]]
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17. THUT L BB ERIRIDSER T EHTLEERIRLET 1, 2, 3, 4, 6 FT1=(F 12 hT LAGEIR
TEFET N HILA S HUTILAITHEYELET,

Display Initial
prkstation Setup

4)7 DLTHNEAD —-DAT -3 TEREERT

@ Display Initial Clear Workstation
== Workstation Setup Setup Display

19. 7T—HRT— 30 hT+— LD Workstation Setup FEiE [ REN TS KSIZ YR TYTTETINVS
MLTHERLTLZSN, CORTYTTEYNTYTHMBEEF TILFIvIT HLIITLTIZEL,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | |Minik

=] B

20. MiniHub D EBEMASTWNAZ EEFERL. /1= %S4 XLET,

I h Initialize MiniHub I

21. f#&81% . Run Protocol £4') v L TLFE&LY,

‘ yRun Protocol |

BEMED AT LIEFARLI- DNA 54735 &L Block RRA—IVIREREELETAEEATT
FHENATIVIAE—2aV DY U TILOREMLETOVF LT D=HIZTL—rEY—T LY (Y
IIIBT KAV E—ONRREINFET,
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22. VWorks TUTIZRT Avt—U N RRESN=5, PCR FL—k% Bravo TvF 4 FEMNLHFHENTILS
ZO LAY —MIFELEFFECTRYHLET . Yo TILTL—rERY LT, Continue #4')vY
LTLEEELY,

Remaove plate

Remove plate from insert, seal and place in
thermocyder.

User data entry:

Pause and Diagnose Continue

23. Y7 )L FL—k% PlateLoc Thermal Microplate Sealer TFL—r&#—ILLET , R EIL 165°C.
3IWTY,

24, —)LLE=TL— Y —TIL Y4931, p76. K 39 TRULEREZERBLET, B EMHETO
VX J D segment [FE 14 ZSHICL TS,

Segment Purpose Number 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 steps’

14 NATVEAE—2aV DY TVRERETOvFXL T DOTAT S 4

Y=Y LIS THUTINEAF2R—FLTWSMHE. BEIMET O S LI Capture Library Y X4—
3w/ A& Hybridization Buffer Y R2—3v I RERELET,

LI @ step 25 Mi> step 29 [ERZFIZ, Vworks Y IRz 7 DIERMNR TSNS
FTCICERLETNIEGVER A BEMES AT LOZEZERN GV ELSICL TS
SV BERMES AT LEY =TI YA ISDOBTHEEZTHE. O TILOREN
B5°CICRI-NBENFEICEETY,
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25. J—49RF—3h Capture Library & Hybridization Buffer Y RA—IVIRDHEMNTT T 5&
VWorks [ZELTFDIETRNRTINET , H—<ILHA95H 65°C, Hold DRTYFIZHE-TLNSTE
ZHEERL (F12 Hold (22 TLVEM 2125, Hold [2H5FE TH->TH D) Continue 29w ILET,
TL—hrEBM T ESIIBRNHIETIE. Y=Y AIIITHUTILTL—rE AN TEN TS
LY,

Wait for plate in thermocycler

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

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

User data entry:

Pause and Diagnose Continue

26. VWorks [ZL L FDIERARFTEIN=D, uRIZTHUTILTL—rEH—TILF ALY EL.
Bravo TY¥ 4 BDFRWTILZZO LAY —rDO LIZHE TESW, BRARUVESENESIZY
—JLEF|AL. Continue 91y HLET,

Place DNA plate on Brave

Complete the following steps as quickly as
possible:

Retrieve DNA plate from thermocyder, and
place on insert at Bravo position 4 and
unseal,

Click Continue to resume protocol.

*Use Caution: Position 4 will be hot.

User data entry:

Pause and Diagnose Continue

T eravo 7o+ 4 BizEmETT.

EROTYFITEAL TS LDOEROBRIZIEERL TS,

BB ATLAIZDNA L FILETOvF U HEDREHREEL PCR IL—rDI)LIZ, v TF
YSATSVENATIEAE—230 i\ I7DRERERLES .
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27. VWorks [ZLLFDIERARTEINT=5 ., HLRIZ Bravo TvFX4FEHI S PCR o7 ILTL—REF R
FILEZ O LAY —MIELI-FETRYHLET,

Remove 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.

User data entry:

Pause and Diagnose Continue

28. ¥ 7 )L FL—hk% PlateLoc Thermal Microplate Sealer TFL—r&#—ILLET , R EIL 165°C.
3IWTY,

29. $<CICTL—bEY =TI YA IFIZRL. 65CTHRIBELET , Play REVZEHL, HELI-TAT L
DINATJZLE—3a> segment (p76. T 39 D segmentd)ZFIBELET . CORTYT T, AEL
= DNA BT NEFYTF Y SA4TIVITNATYFAXLET,

Y=Y ALI5DTL—rDREF 105°COMBRXDE (heat lid)ZALVT 65°C
THRALES . U —IUF(ISDEDREFIEL LIFETIBENAHYET . &
DESTRAET DG B IFXRED T THERL TS,

30. Y=Y AU TNAT)FAE—2 3 %#FRLIz5. VWorks X91)—> @ Continue #%1)vILFE
ED

31. VWorks ORI ER T SH S71=8. Unused Tips & Empty Tip box #4705 RKyIRAD
Continue %)y L. M Protocol Complete #4705 RKyHIAD Yes 0 vHILET,
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STEP3. N\(TYFLXLT= DNA DX TFrlikid

ZDATYTTIEBEELS AT LD SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst Sty b EERAL.
ARLTRTFEDHEEE—XZE>T DNA LX ¥ TFvSA4TSDNAT)IREFvTFYLET, Fv
TFrEEEOTORMILDEYRNT VT (LT step! hhid p. 91 D step16 £T) (X p. 87 THALI=Y
—RWHAISTONATNVEAE—230DI=ODAFaR— 30 DR (F9 1.5 BRI IZSETLTLSS
Y,

FNTFrEEBDOIUEIMTIIR 49 ITRTRELFEALET,

% 49 FoIFvIEATEHE

Kit Component Storage Location Where Used
SureSelect Binding Buffer SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb 89
Module, Box 1 (Post PCR), RT P
SureSelect Wash Buffer 1 SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb 90
Module, Box 1 (Post PCR), RT p-
SureSelect Wash Buffer 2 SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb
Module, Box 1 (Post PCR), RT p. 90
Dynabeads MyOne Streptavidin T1 Follow storage recommendations provided by supplier (see 0. 89
on page ) )

D —9RT—av DR
Labware MiniHub & BenchCel [2$H2TL—h0FY TRy IREETHRiAITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo T3, &1 BenchCel %<
HuvTr=zany,

3. Bravo TyFE—rJOVIDREFREEFSHEL. Inheco Multi TEC Control 2y F A1) —2%E>T
Bravo 7w 4 FMDREZ% 66°CIZE%E L TLFZELY, Bravo 7w+ 4 Z(d Inheco Multi TEC Control
BYFRY)—2TCPAC 21 IZHELET,

FWTFILE= ) Lf Y —b%E Bravo Ty 4 BIZHEEFET,

Bravo Tv¥ 6 &(Z Nunc DeepWell FL—rHDUILN—AoH— L EHEEFET, SO P —KE
FrTFrLikiFDMH DeepWell V—RTL— A BURBZRET HF-DITHETT, VILN—(Y
Y—MIY—RTL—bEtyr T BEICIE. BUIBNMEHELITL—IELLEYREN TS D
ERRLTLZ3LY,
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Dynabeads streptavidint —X D #{i

6. RIEFEPRIZEBODEIZT-F>7- Dynabeads MyOne Streptavidin T1 iR E—XZRILTYIRIFH
TIEHLBRALET,

7. BRE—XZLUTOFIETEELET,
a. A=ANLFa—TIZR S0ICTRTHELFZRELET . REEXREINDEEAFET,

& 50 MESKE—XHEFICHERTHHAE

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 pl 1.65 ml 2.5 ml 5.0 ml
MyQOne

Streptavidin T1
bead suspension

SureSelect 0.2 ml 1.7 ml 3.3ml 4.9 ml 6.6 ml 10 ml 20 ml
Binding Buffer

Total Volume 0.25 ml 2.125 ml 4.125 ml 6.125 ml 8.25 ml 12.5 ml 25 ml

b. HRILTYIRIXHTSIMBHLET,

c. Dynal magnetic separator (Invitrogen Dynamag-15 £1=[3-50)F DY #yrMIF1—T %+
yhLFET,

d. LEFEMYBREERZELET.

e. step ahbdETODEREFEEET 3EBYRLET , (RXEFTIIE—XZEL, RIZTRLIZED
SureSelect Binding Buffer Z#iL</ELIEELET,)

8. & 51 I[Z#¢L>, SureSelect Binding Buffer [CE—XZB&EHLET,

% 51 SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst BOMSE —X D%

Reagent Volume for Volume for Volume for Volume for Volumefor Volume for  Volume for
1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns
SureSelect 0.2 ml 1.7 ml 3.3 ml 4.9 ml 6.6 ml 10 ml 20 ml

Binding Buffer

9. #E#ZLI=AMLTFT7ETCUE—X% Nunc DeepWell Y—RFL—MZHiELET , Nunc DeepWell
TL—rDFEATHEVTILIZ 200 yL O —HE—XBBAKREMAET . ERIT DI TILEIZE
HET w3 A1 DS HT IS, HULTA2 5 H2 [IZEWNSIEB TE—XE AN TLEELY,

10. AL TRFPESUE—XM A=Y —RTL—k%& Bravo Tv& 5 BIZHZFET .
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XN T Frliki BRI —ATL—rDFRR

11. 15 mL ® Nuclease-free water Z# Af11= Thermo Scientific ) —/\—Z#EHLE T,

12. Wash #1 &2 V= Eppendorf twin.tec YV—RFL—rE#HBLE T, FAHT DL /LI 160 pL O
SureSelect Wash Buffer 1 iz %39,

13. Wash #2 &ZL1V\f= Nunc DeepWell V—R L —h2##ELET FEATHEYTILIZ 1150 yL @
SureSelect Wash Buffer 2 A %39,

D—OXT—2a> DR
14. ® 4 IZRTTL—bDRIEESEIZ, & 52 (ZHEL) Labware MiniHub [T L—F&EZEYbLET,

% 52 SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst B® MiniHub D ¥ &1 &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4

Position

Shelf 5 (Top) — — — _

Shelf 4 — — — —

Shelf 3 Empty Eppendorf — Wash #1 —
twin.tec plate Eppendorf twin.tec

source plate

Shelf 2 — Nuclease-free — —
water reservoir

Shelf 1 (Bottom) — — — Empty tip box

15. & 53 L) Bravo TYFICTL—rEEEYRLET (TvF 5 BICFBEICEYRESATOET),

% 53 SSELCapture&Wash_XT _LI_ILM_v.B1.0.1.rst A® Bravo TvX O HAEE

Location Content

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

4 Empty red insert

5 Dynabeads streptavidin bead Deep\Well source plate

6 Wash #2 DeepWell source plate seated on silver Nunc DeepWell insert
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16. & 54 IZ%ELY, BenchCel Microplate Handling Workstation [CFy TRy RZybLET,

% 54 SSELCapture&Wash XT LI ILM_v.B1.0.1.rst A® BenchCel #¥)#iE &

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

1 1 Tip boxes — — _

2 2 Tip boxes — — —

3 3 Tip boxes — — —

4 4 Tip boxes — — —

6 6 Tip boxes — — —

12 10 Tip boxes 2 Tip boxes — —

SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rstM5E4T

Y—TIHA4U5DTOY 5L segment5 D 65°C Hold ATV IZEIZELTLNAIREE, p. 87 TRA—
FLI=NNATUEAE—230 DA FaR—ID5ET R (F9 1 BRI .
SSELCapture&Wash_XT _LI_ILM_v.B1.0.1.rst Sty rERA—MLET,

SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst St ybDETIZIEH 2 BREMNNET . ARL—4
—[EXTRITRT 2 DOEEXETVEVMOBIZTOIBELSHYET . ROBHIIELRTY, BEXEITY
YR DELEEEIZ VWorks MBIETRARIRINDD T, ZTORF R TITo> TS,

& 55 -
FERE 7 Uk OB R

NATVEA B =3 iR %E <5 minutes
Y=Y AT AT —av~BT

PCRIL—bEFRWT LSO AL U —bhiD 5-10 minutes
BYERC

17. ®Yb 7Y T 74— LDTEFTTHTAMIILEER D
SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst Z:E&{RLFET,

1) EiT95I0OMLERR

TS_HighSensitivity_D1000_v.B1.0.1.pro

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro

AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
2) i TS_D1000_v.B1.0.1.pro

Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT LI ILM_v.B1.0.1.pro

SSELCapture&Wash_XT_LI v.B1.0.1.rst

Post-Cap CR_XT_IEILM_V.BI.O.L pro

SureSelect XT Low Input Automated Target Enrichment System 91



18. P—T WYL I5—THEAT S PCR FL—MATEERITNATIFAE—aVITERALTE:
PCR FL—rEBIRL TS, 2OTL—RE VWorks [ZHERARTEINT=H, H—<ILH 195
M5 Bravo Ty 4 FIZEYNLLET,

2) ¥ =T D5-TERATEPRIL —h a5 BIR

96 ABI PCR half skirt in Red Alum Insert

kY Red °0 Agilent Semi-skirted PCR in Red Alum Insert
Bl o6 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
96 Eppendorf Twin.tec PCR in Red Alum Insert
= o |

19. THUTILE BB ZRIRINSERT DA LBEERLET 1,2, 3,4, 6 F=1F 12 HSLAER
TEFET 1 ATLMNBHUTILAITHELET,

3) H2 #1R

Columns selected

1
DL T HIHAD — 52

Display Initial
brkstation Setup

JREE R

Clear Workstation
p Setup Display

21. DI—HYRT—L3> N T+—L@ Workstation Setup $BEIZREN TS LSIZ VN7 YT TETLS
ML FHERLTZEW, CORTYT TN YTRBES TINFuvI T 5HEIITL TS,

Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | [Minik

tial
Setu

il | N |

chuif 4

22. MiniHub D ERBMNAS> TSI EFFERL. /1= vS1ALET,

I h Initialize MiniHub I

23. #2814 . Run Protocol £4') v L TLFE&LY,

‘ yRun Protocol |
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24. SRR T DEBMEST-LUTITRT V4R 2D OK 9y LFET . Bravo Tv¥ 4 EDR
EA 66°CIZERICEYLTHWMES(E, TyF 4 ENTOREIELGVESVFFBESNEE A,
HAORICIRIEDDELOT, BEMED AT LDZIFERHNEOESICLTIZELY,

[VWorks =

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

' possible,
Before you click OK, verify that the system is ready for the runs to start.
If you are not ready to start a run immediately, click Cancel.

oK | Cancel

RD step 25 EFRENDTEFEITIENEETYT . YU TILTL—tDEEE
65°CICR>T-FFFREC Bravo [TBLET, TL—tDL—ILEIIHTRIZHLT
ILDRUVEDDEHCTE=O ABFYAIZEMALIEZYLENWTESW, T ILT
L—bk#% Bravo TYFICETHICT VX DERELHAEOMENELLZYrEN, B
BME AT LDEFEMNTE T LTSI EEHERLTIZSLY,

25. LI FISTRY$ETRA VWorks [CRREINT=5. 65°CICHBSNh TSNS TVE(E— 3y RIGERD
Aotz PCR FL—hrEH—TIILH ALY EL, REC Bravo TyF 4 BOFRWTILE=D L
AP —MIEYMET . BRI RUVESLGEVELIITTELTO—ILERIDL. SV EBERSE
%1-6I1Z Continue #4)voLET,

o

Add Hyb Plate ‘

Complete the following steps as quickly as
possible:

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

Click Continue to resume protocol.

*Use Caution: Position 4 will be hot.

User data entry:

J| | Pause and Diagnose Continue

T Bravo 7o+ 4 BymETT,

EROTYFITEAL TS LDOEROBRIZIEERL TS,
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26. LLFIZRIH8RA VWorks [ZR RSN =5, Bravo Tv¥ 4 M5 PCR TL—rERYRBREET, 7
WPZILEZD LA Y= IFEE-FFICLTEEEFT . ETLELI VY REBRASES-O.
Continue #47')voL%Ed,

r~— B

Update Bravo Deck

Remove PCR plate from position 4.

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

User data entry:

Pause and Diagnose Continue

A— -

SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst 5S>ty kDY D TiR(EH 1.52 BRENAYET ., S
TYMMNTETE., FYTFrantE —X(2#E& L= DNA 427 )LIE Bravo T+ 9 &I Eppendorf 7L
—MZASTIRBBIZAVET,

St ybM5E T LIz PlateLoc Thermal Microplate Sealer TFL—RZ—ILLET , X EIL 165°C.
19T, TL—rIROEHETOrIILDEYRETKEICEVWTEEET,

FrTFrENt=-DNA [EF Y TFrZDEBEBRATYTOM . ANLTF7ESVE—X
[CIRFELTLET,
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5. RILFITLYIRO—HTZADT=8bD
’ X TFrY T ILRH

® STEP1. £xTFv34T ) DIEME 96
re0 @ ® ®°  SIEp2 AMPUre XP E—XIZEHIEIELIF v T Fr
..... BS4TSUDER 102
O o STEP3. —45 > R5475!) DNADEEEY A MR 105
® STEP4. RILFTLYIRLS—H U AD=b DY T
’ LOT—IL 114
STEP5. o—4 U RYUTILDFEE 116
STEP6. —4 U ADRRET—2fEH 118

p——

COETIE, FvTFrLIES4TSVEEE, B RERREEEEITOIIRERLTVES . VLT
TLYIR— D AD=DIT AV TIIRERFN—A—RBNEENLI YU TINET—IILTEREL
BENTLET,

i 95
3.4 Agilent Technologies



STEP1. ¥ TF¥S5473) DIEIE

CDATYT Tl BEMES AT LIL SureSelect Tigfigah = DNA 427 )LD PCR EIED-6H D
HWEITWET,PCR TL—rET—YRT—2ar CEBR. IBIEDE=OIZH—TILYAHFI2TL—

EBRITRENHYFET,

FvTFOTATIIDHARIZEY B YA FVENREYFS . ALTL—MERCES YA
RDFYTFIATIVEERALY LT DRIEE T HES  RAREE L TTLEL, EEDY A

JILEIF p97 DFE 58 ZSHICLTIIZELY,

CDARTYTTIFER 56 TR HELFEALFET . EREBDDANCRICEHSN TV DHEEAHBL

KEIZEEZFY  FRRBFIFERAATNRICUHE-TREAL TS,

= 56 FyTFvik PCRIEIETHEAT HHE

Component Storage Location Mixing Method Where Used

Herculase Il Fusion DNA SureSelect XT HS and XT Low Input Target Pipette up and down

Polymerase (red cap) Enrichment Kit, ILM Hyb Module Box 2 (Post  15-20 times p. 98
PCR).-20°C

5x Herculase |l Reaction Buffer ~ SureSelect XT HS and XT Low Input Target Vortexing

(clear cap) Enrichment Kit, ILM Hyb Module Box 2 (Post p. 98
PCR), -20°C

100 mM dNTP Mix (green cap)  SureSelect XT HS and XT Low Input Target Vortexing
Enrichment Kit, ILM Hyb Module Box 2 (Post p. 98
PCR). -20°C

SureSelect Post-Capture Primer ~ SureSelect XT HS and XT Low Input Target Vortexing

Mix (clear cap) Enrichment Kit, ILM Hyb Module Box 2 (Post p. 98
PCR). -20°C

473V DYARAVEIF—avERCT=6H. PCR YRA—Iy IR IFFHRTRD
onf=)— T 7HLLUL UV BE T EE A= PCR 7—FATHEDIRE T T

HLTZELY,

D= RT—av D#ElE

Labware MiniHub & BenchCel (283 L—hOFVvTRYIREZETHEFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 73, &1 BenchCel %L
<HLTLEZELY,
3. FI—NDEREAN.OCIZERELET ,Bravo 7vF®D 9 BEMNHELELET , F5—NHF—/\—[ZD

1<EH 300 ML D 25% TR/ —ILH D EEFERL T EELY,
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4. Bravo TyXbE—rJOvIMNDREEZRTEEZSHL. Inheco Multi TEC Control #yF X9 —2%&{F->
TBravo Ty¥ 4 &L 6 BFDEE% 4°CIZEKZRTELTLIESLY, Bravo 7y 4 &l Inheco Multi TEC
Control #yFRH')—>TCPAC21 (. Tyx 6 FEILZCPAC 22 Y LET,

HJ—TIYF LS50

5. & 57 OTOYUSLEY—TAYAISITRELET (BERFMBLES) TV SLZRIBL. 3¢
[Z Pause RAVEHL TEANREREETMHRSNSIIILTEEET,

= 57 FvTFvk PCREEY—TILYAISOTATSLY

Segment Number of Cycles Temperature Time
1 1 98°C 2 minutes
2 9to 14 98°C 30 seconds
FvTFv T4 TIVHARIZE DN o
HRDH 4 5 LI T 60°C 30 seconds
% 58 & CBECEEL ,
72°C 1 minute
3 1 72°C 5 minutes
4 1 4°C Hold

H—IINWYAISDTATSLTHORISEIL 50 uL [TEREL TS,

# 58 FvTFviE PCRYAIILBDHE

Capture Library Size/Description Cycles

Libraries <0.2 Mb 14 cycles

Libraries 0.2-3 Mb (includes SSel XT HS and XT Low Input 12 cycles
ClearSeq Comp Cancer)

Libraries 3-5 Mb 10 cycles
Libraries >5 Mb (includes SSel XT HS and XT Low Input 9 cycles
Human All Exon V6 and Clinical Research Exome V2

libraries)
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F v TFVYEPCRTARA—IYIRETRI—IVIRY—RTL—FDFRAHE

6. 3= 59 [ZHEL . BUILEDFvTFviE PCR TRA—IVHIRFRFBLET, RILTYIRIXHT
FGRELKEICBLNTHEET,

= 59 FvTFvi% PCR TRA—I v RN %

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

Nuclease-free water  12.5 pl 159.4 pl 265.6 pl 371.9pl 478.1 pl 690.6 pl 1328.1 pl
5x Herculase Il 10 pl 1275 pl 212.5 pl 297.5pl 3825 pl 552.5 pl 1062.5 pl
Reaction Buffer (clear

cap)

100 mM dNTP Mix 0.5 pl 6.4 pl 10.6 pl 14.9 pl 19.1 pl 27.6 pl 53.1 pl
(green cap)

SureSelect 1pl 12.8 pl 21.3 pl 29.8 pl 38.3 pl 55.3 pl 106.3 pl

Post-Capture Primer
Mix (clear cap)

Herculase Il Fusion 1pl 12.8 pl 21.3 pl 29.8 pl 383l 55.3 pl 106.3 pl
DNA Polymerase (red

cap)

Total Volume 25 pl 318.8 pl 531.3 pl 743.8 pl 956.3 pl 1381.3 pl 2656.3 pl

7. % 60 [TRTBEED PCR YTRA—IyHIRX%E#HLLY Nunc DeepWell FL—bDHSL 1 DETH
DIJLIZIA, RRA—IYHIRY—RTL—ERBLET,

% 60 Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro BDTRE—IvHRY—RTFL—h 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
PCR Master Mix ~ Column 1 36.0 pl 62.0 pl 88.0 pl 114.0 pl 166.0 pl 322.0 pl
(AT-HT)

8. YARA—IYHAR—RTL—F#% PlateLoc Thermal Microplate Sealer TFL—r&L—ILLET,
%EIE 165°C. 1 B TY,
9. TL—tEI0MEEDL, BOTL—F—ILIZDWVREREV A D ULRAEFREET,
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D—ORAT—av Ol
10. ® 412 RITL—rDREEFSEIZ, X 61I1Z4EL) Labware MiniHub [IZFy TRy REwybLET,

% 61 Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro FA® MiniHub Q¥ AEZE

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

Shelf 5 (Top) — — _
Shelf 4 — — — —
Shelf 3 — — — —
Shelf 2 New tip box — — —

Shelf 1 (Bottom) Empty tip box - - Empty tip box

11. & 62 [ZfELy Bravo TyFIZTL—bEEEYNLET,

% 62 Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro FH® Bravo Tv¥* D EAEE

Location Content
4 Captured DNA bead suspensions in Eppendorf twin.tec plate (unsealed)
6 Empty PCR plate seated in red insert (PCR plate type must be specified on

setup form under step 2)

9 Master mix plate containing PCR Master Mix in Column 1 (unsealed) seated on
silver Nunc DeepWell insert

12. & 63 [Z%¢L BenchCel Microplate Handling Workstation [ZFv 7Ry REYRLET,

% 63 Post-CapPCR_XT LI _ILM_v.B1.0.1.pro FA® BenchCel Q¥R E

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

1 1 Tip box — — —

2 1 Tip box - -

3 1 Tip box — — —

4 1 Tip box — — —

6 1 Tip box — — —

12 1 Tip box — — —
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Post-CapPCR_XT_LI_ILM_v.B1.0.1.proMx4{T

13. Y7V T I+—LDIEFTTSHTAMIILEERID Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro
ZERLET,

1) E(79370bINEBR
TS_HighSensitivity_D1000_v.B1.0.1.pro

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst
Pre-CapPCR_XT_LI_ILM_v.B1.0.1.pro

AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
S %4 TS_D1000_v.B1.0.1.pro

Aliquot_Libraries_v.B1.0.1.pro

Hyb_XT_LI_ILM_v.B1.0.1.pro

SSELCapture&Wash_XT_LI_v.B1.0.1.rst

Post CaPCR XT LI lLM v.B1.0.1.pro

14, TH—T )Y A4H5—THEAT S PCR FL—rAF%RIR T Bravo Tv¥ 6 FIZtwhkLf= PCR
TL—rEBIRLTEELY,

2) % —2 WA D5-T BATEPRIL —h i I& RIR

96 ABI PCR half skirt in Red Alum Insert

3) 96 Agilent Semi-skirted PCR in Red Alum Insert
96 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
96 Eppendor‘f Twin.tec PCR in Red Alum Insert

15. THU T LB BIE) ZRIRIDSFERT HIHTLEEZIRLET . 1, 2, 3, 4, 6 F=IE 12 h5 LA E
RTCEFT A HSLASHUTILAIZHELET,

EiR

Columns selected
LT #EAD —h 2

Display Initial
prkstation Setup

IR &
Display Initial Clear Workstation
Workstatlon Setup Setup Display

17. D—9AT—23r M T+—L0D Workstation Setup fEEIZRENTWNAKSIZEYN7YTTETLY
S TRERL TSN, CORTYT TNV TUBEZ TILF I T HELIITLTZELY,

Workstation Setup
MiniHub

MlmHub Cassette 1 | |MiniHub Cassette 2 | |MiniHub Cassette 3 | [MiniF

il i —
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18. MiniHub MERMNAS> TSI EEHERL. 1= v I1XLET,

I \_ Initialize MiniHub I

19. #5321 . Run Protocol 4') oL T2 &Ly,

yRun Protocol

Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro ®EFFIZIZ# 15 9hhUET . BT T dEF v T Frant:
DNA & PCR Y RH—3 v R%&E&# . PCRIZh(+5 4> F)LIE Bravo Tv¥ 6 D PCR FL—HZA
STRREBIZHYET,

20. U TD_EMNRREINT=5 Bravo Tv* 6 NS PCR FL—r%#EY ., PlateLoc Thermal
Microplate Sealer T 165°C. 3 ## TL—ILLET,

Plate ready to seal

Seal PCR plate and run thermocyder
protocol.

User data entry:

Pause and Diagnose Continue I

4

b

21. TL—bEH—TIL Y AH3I12FL . Play RAVEHL, p97. K 57 DTOY S LERE—MFT,
22. PCR8IETOYSLMNTET LS, TL—rEREVA DU LKEICEEET,

RD ATy T Agencort AMPure XP E—X%FE AT 5D T, FAFNCERICRLTHEET,
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STEP2. AMPure XP E—XI[Z&AIEIELI-F v TF & S14TS5) DFER
ZDRTYITIZEENIES AT LT AMPure XP E—X &H#MEL 1= DNA % Nunc DeepWell ZL—HK <
BL.E—XIZ#EELT- DNA £EH ST IR EEETLET,

D—ORT—23v DElR
Labware MiniHub & BenchCel [CH2TL—h0OFYTRYIRELTHRiAITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo T3, &1 BenchCel %L
<HLTLZELY,

3. Bravo Ty¥E—rIJOVIDREHREESHL. Inheco Multi TEC Control #yF RV —2%{E>
T Bravo Tv¥ 4 FDREZE 45°CITERELTZEL, Bravo T+ 4 &F(d Inheco Multi TEC
Control #yFRX9')—>TCPAC 2 1 [CHHHLET,

4. F5—DEREAN.0CIZERELET . Bravo TvF D 9 BELNHELELET , F5—IF—/—(2D
#<EH 300 mL @ 25% TR/ —ILHEH B EERERBLTIESLY,

5. AT HDEES 30 HLULERTIZ AMPure XP E—XZEERICRELTHLESIZLET RLTES
HHELESIZL TS,

. E—XBROREBOBIY—IZHEET. RILTYIRIX Y TLICEELET .

7. ¥—IZL=IRBBIZLTz AMPure XP E—X% &% 55 uL % Nunc DeepWell FL—rDERT 5%
DIVZANET . ERATHIFUTLRICEDLE T 2T A1 A5 HT IS FLT A2 A H2 (2E
LDSIEBETE—XEANDLIICLTESLY,

8. 15 mL @ Nuclease-free water % A 11z Thermo Scientific ) ' —/\—Z#EFELET

9. 45 mL OFHLGARLT= 70%T 5/ —)L%E A= Thermo Scientific ) —/N\—&#EHKLET

10. B 4 ISR TL—FORAEESERIZ, & 64 [ZHEL Labware MiniHub IZTL—EZEEVMLET,

& 64 AMPureXP_XT LI _ILM_v.B1.0.1.pro:Post-Capture PCR Fi® MiniHub M #AECE

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4

Position

Shelf 5 (Top) Empty Nunc — — —

DeepWell plate

Shelf 4 — — — —

Shelf 3 — Empty Eppendorf — —
twin.tec Plate

Shelf 2 - Nuclease-free water ~ AMPure XP beads -
reservoir from in Nunc DeepWell
step 7 plate from step 6

Shelf 1 (Bottom) — 70% ethanol reservoir ~ — Empty tip box
from step 8
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11. & 65 ([>T Bravo TyFIZTL—rEHEEEVNLET,

% 65 AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR FA® Bravo T D ¥ A 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)

12. & 66 2> T BenchCel Microplate Handling Workstation [ZtykLET,

% 66 AMPureXP_XT _LI_ILM_v.B1.0.1.pro:Post-Capture PCR Fi® BenchCel D ¥ HiE &

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

1 1 Tip box — — —

2 1 Tip box — — —

3 2 Tip boxes — — —

4 2 Tip boxes - — -

6 3 Tip boxes - — -

12 6 Tip boxes - — -

AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCRMDET

13. EYb 7Y T T4 —LDIETTHTOrILEERID
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR Z:&iRLEY,

§370hLERR

LibraryPrep_XT_LI_ILM_v.B1.0.1.rst

AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
TS_D1000_v.B1.0.1.pro
Aliquot_Libraries_v.B1.0.1.pro

2) H Hyb_XT_LI_ILM_v.B1.0.1.pro
SSELCapture&Wash_XT_LI_v.B1.0.1.rst
Post-CapPCR_XT_LI ILM_v.B1.0.1.pro
AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Post-Capture PCR
TS_H|hSengtl\%DlOOO_v.Bl.O.l.ro
e AT YA 5

AMPure XP ¥ 7A k)L (%, SureSelect BEI L AT LDEHD ATV T THER
LET, BEMETORILERAT AEIZELLNT—970—DRA Ty T EERLTL
BHHIFEZELTLEELY,
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14, TH—T WY A H5—TERAT S PCR FL—rAL4F%EIR T Bravo T+ 9 FIZtwkLf= PCR
TL—rEFIRL TS,

2% T DT EATEPRIL —h oA IERIR

96 ABI PCR half skirt in Red Alum Insert

EVRg 06 Agilent Semi-skirted FCR in Red Alum Insert
B 96 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
96 Eppendorf Twin.tec PCR in Red Alum Insert
= p— |

15. THo T BIB) BRI SERAT IS LEBERIRLET 1, 2, 3, 4, 6 £=(L 12 HhFLHE
RTEFET N HATLABHUTILAITHELET,

3) : E1R
Columns selected
1

LT FEAD -0

Display Initial
brkstation Setup

17. T—HRF— 30 T4+—L.D Workstation Setup fBIEIZREN TS KSRV 7Y T TETL
0T HERLTZEW, CORTY T TEINTYTRBESL TINFvIT 5L TS,

Workstation Setup
MiniHub

18. MiniHub D EEMAS>TWNAIEEHERL. /1= v5/1/ X LET,

I \_ Initialize MiniHub I

19. #E:21% . Run Protocol 4')wo L TLFE&LY,

‘ bRun Protocol |

FBRITOLILORTIZIER 45 PHANET , BT HEFREN = DNA YT )LIE Bravo Tv+ 7
# D Eppendorf FL—MZ A-TKRBIZHRYE T,
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STEP3. —45>A5475!) DNADEE LY A XHER
SUTIVETIEBEIE YT IILARTOS S LEFERLT Agilent 4200 TapeStation TIT3h ., F1EE
THUTILGARZEZITL 2100 NA AT FSAFTITLET,

ENHEEXFRHTIBMCEVWTEREELZFERANCERICIONESE. TLICERICELTEEL,

Option1: Agilent 4200 TapeStation&High Sensitivity D10007 vt/ ZERT5E4E

ZZTIE 2 yL @ DNA H>F)LE 2 ub @ High Sensitivity D1000 Sample buffer Z;E& L. High
Sensitivity D1000 7yt AY T ILTL—rZEBE{TORa/L TS_High Sensitivity D1000_
v.B1.0.1.pro ZAWTIRAELET, AWK, 7ytATL—r% 4200 TapeStation I[ZHELEHEITLE
9, M A% High Sensitivity D1000 Kit DY =27 LE TS BIFEELY,

WDEIZHELUT, FEETTY R AU TIVTLU— &R T HENTEET . ZD
BRI A A RIZiE> T &L, Electropherogram D 4TI p. 109 DAHARSA %D
S,

) —HXF—<3>&Sample Buffery—RFL—hD#(E

1. Labware MiniHub & BenchCel @ 7L —t&EFyTRyIRE /T ITET,

2. DNAAway decontamination wipe T Labware MiniHub, Bravo T3, £& U BenchCel #%&L
<HLTLZSLY,

Bravo Tv¥®M 9 BEERICRT HOFI—DEREZVIVET (p. 21 S8R),

Bravo Tw¥E—hrJ OV DREEFREZEZSHL. Inheco Multi TEC Control 2yF X9 —2%F>
T Bravo 7+ 4 BEDREZ% 4CIZERELTZEL Bravo TvF 4 &I Inheco Multi TEC
Control #yFRX9!)—>TCPAC 21 IZHHALFET,

5. Hyb_XT_LI_ILM_v.B1.0.1.pro ®S>IZfEALT-= Eppendorf twin.tec FL—hrZ{#FEHL. Sample
Buffer V—RXFL—rEZEBTHRELET . T 67 [T, hTL 4 DEIT)LIZ High Sensitivity
D1000 Sample Buffer Ziz %3, Sample Buffer V—RXFL—FDREHLEE (XK 15 ITRL
F9,

% 67 TS_High Sensitivity D1000_v.B1.0.1.pro FA® Sample Buffer 7L —+t D FH&!

Volume of Sample Buffer added per Well of Eppendorf twin.tec Source Plate

Position on
Solution Source Plate 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
High Sensitivity Column 4 7.0l 9.0 pl 11.0 pl 13.0 17.0 pl 29.0 pl
D1000 Sample (A4*H4)

Buffer
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1 2 3 4 5 & 7 8 9 10 11 12
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15 TS_High Sensitivity D1000_v.B1.0.1.pro FA® Sample Buffer Y—XFL—+DERE,
1-3 DASLIFNATVEAE—230DTAORIIILDIREI—IVIRATHEBASATLET,

—HRTF— a3V D
6. 41ZRTTL—hDREZEESEBIZ, & 68240l Labware MiniHub IZFY TRy IR E=EVRLET,

& 68 TS_High Sensitivity D1000_v.B1.0.1.pro FA® MiniHub M ##AEEE

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

Shelf 5 (Top) — — — —
Shelf 4 — — — —
Shelf 3 — — — _
Shelf 2 New tip box — — —

Shelf 1 (Bottom) Empty tip box — — Empty tip box
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7. & 69 (L, Bravo TYFIZTL—FEFEYMNET,

% 69 TS_High Sensitivity D1000_v.B1.0.1.pro i Bravo Tv¥ #)41E &

Location Content

4 Amplified post-capture libraries in Eppendorf twin.tec plate (unsealed)

6 Empty Eppendorf twin tec plate

9 Eppendorf twin.tec source plate containing High Sensitivity D1000 Sample

Buffer in Column 4

Agilent 4200 TapeStation EBEIES AT LANDE A—D%HITE1=8 . TytA
TL—rORRDBEEIZITIEED Eppendorf twin.tec L —k (Eppendorf p/n
951020401 #F7=IF 951020619) DAERAL TZEL, BEMET AL THEL
=32 FILTL—r% 2200 TapeStation DEEHTIZIZFEALELTIESLY,

8. % 70 1%L, BenchCel Microplate Handling Workstation [ZFv 7Ry REYRLET,

% 70 TS_High Sensitivity D1000_v.B1.0.1.pro FA® BenchCel #iEZE

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

1 1 Tip box — — —

2 1 Tip box — — —

3 1 Tip box — — —

4 1 Tip box - - —

6 1 Tip box — — _

12 1 Tip box — — —
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TS_High Sensitivity D1000_v.B1.0.1.proM=4T

9. EYr7YTIF—LDIETTEHTALIILEREIRID TS_High Sensitivity D1000_v.B1.0.1.pro
ZERLET,

LibraryPrep_XT_LI ILM_v.B1.0.1.rst ~

AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR
TS_D1000_v.B1.0.1.pro

Aliquot_Libraries_v.B1.0.1.pro

SSELCapture&Wash_XT_LI_v.B1.0.1.rst

Post-CapPCR_XT_LI_ILM_v.B1.0.1.pro

AMPureXP_XT LI ILM_v.B1.0.1.pro:Post-Capture PCR
HighSensitivity_D1000_v.B1.0.1.

10. THUTULH GIB) EEIRINSERT DN LHERIRLET 1, 2, 3, 4, 6 £=(X 12 HSLHE

RTEFT A DTLDN S HUTILAIZHALET,
3) B IBIR

Columns selected
1

DL T HIHAD — 52

Display Initial
brkstation Setup

11. Display Initial Workstation Setup #%')v2L%E3

4)7 LT HERD -2 3 G
@ Display Initial Clear Waorkstation
=" Workstation Setup Setup Display

12. D—9RAT—2ar M T+—L.0D Workstation Setup fEEIZRENTWNAKSIZEY 7T TETLY
S TRERL TSN, CORTYT TNV TRHBEZ TILF VI T HELIITLTZELY,
Workstation Setup
MiniHub

MiniHub Cassette 1 | |MiniHub Cassette 2 | [MiniHub Cassette 3 | [Minik

i I | E—

| | ———

13. MiniHub O EBNAAS>TNAEEFEEL. A1 =vS514XLET,

I h Initialize MiniHub I
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14. 7521 . Run Protocol 4')vo L TLFE &Ly,

B Run Protocol

TS_High Sensitivity D1000_v.B1.0.1.pro ®3E4TIZE§ 15 2DV ET , BITAD YT ILE S B
SET#.Bravo Tv¥ 4 FHICHDH DNASATSVHUTILTL—bES—ILL. p. 114 DL —7 U ADT=
DY TNET—ILTHFETKEICEEFET,

15. LT OfERMNRRENT=5, Bravo T+ 6 BIZH AT HEY > TILHA A ->1= Eppendorf twin.tec
TL—rERYEL. Continue %4')voLTLIZELY, High Sensitivity D1000 7vt47L—+%
Foil Seal TY—JLL, A—H—HARIZHRL>TRILTYIRZF Y TEELTLESLY,

Plate ready to seal

Seal analysis plate and vortex as per
TapeStation user guide.

User data entry:

Pause and Diagnose Continue

4200 TapeStation ~DHFA—T % (T51-6 . FEED 96-well plate foil seals
(Agilent p/n 5067-5154)D#HEERAL TS,

EFELREENT-6.DNA & Sample buffer [FRILTYIAIFHT1 HREESEL.
TERITEREINTVBIEERRL TSN, ZD®%. BEEDHBI=HRELHD
ELTLEZE,

High Sensitivity D10007 vt 41 TDikBIET—2 DEH

16. A—H—HARIZHEL, TP T ILTL—b . High Sensitivity D1000 ScreenTape. Loading
tips ZEB (T YL TZEUY, K EIEFRBLET

17. R T % . EXR K ENX (electropherogram) [Z&Y . 3 200-400 bp DEIZ DNA BrF DE—oH
HEZLEHRLFET EXXBEOHIIEE 16 (FRE DNA MoRBLI-Z4T3)) B’ 17(F
EEDORED FFPE DNA MhioARLI=54T3Y)). 18({EFME D FFPE DNA MoRARL-5
LTSN ITTREINTLET,

18. MY 77 D Region #EEFRAWNT,. EIMTSUDEELFHERLET .

SureSelect XT Low Input Automated Target Enrichment System 109



&

0,
%,

700 -

600 A

500 A

400

300 4

Sample Intensity [FU]

200 4

1 \/J Mrcennn
0 ANt phponctan,
o ]

—T
Size

8 [op)

o)
~N @

o
ﬁ‘ §‘ §‘ §|§‘ §| g

16 EfMmE gDNA U TIUALIRBLI-FvITFv&RSIITIVNDERKER
(High Sensitivity D1000 7vt-1)

*
l"@,.

700 4

500

500 A

400

300 A

Sample Intensity [FU]

200 4

100 A

17 BAZVY7E FFPE gDNA ST IMSRELI-FvTFv&S4TZ)DERKEE
(High Sensitivity D1000 7w+t A)
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7004 e
600 +

500

400 4

SampleIntensity [FU]

Size

[bpl

50

18 {EMEL FFPE gDNA H TR LI=F Y TFv&RI1T3)DERKEE
(High Sensitivity D1000 7vt-1)

Stopping Point RORATITIEFBEVEE X YT ILTL—bEL—)LL-20°CTREL TS
&Y,
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Option2: Agilent 210073147354 H# &High Sensitivity DNA10007 vt (% E I 584

High Sensitivity DNA1000 i%Z vk & High Sensitivity DNA Fy 72 RALEY . 3EMIEB1#& High
Sensitivity DNA1000 Kit DY =27 )LEZSHBIZE0,

1. KitDI=a7ILIZHEL, 2100 A FA T TS5 4P EevrTvTLET,

2. KtDI=aZ)LIZRWN. FT ST SFZRELET . KTV 1 yLZ27vEAICAVET,
3. FyTEHRE®E 5 S LIRNICEEITybL., ikBIERIAL TZELY,

4. R TR, EXRKIK (electropherogram) =&Y, #5 200-400 bp DFEIZ DNA BiFDE—Uh%H
HILERHERLET . EXKBIROAIER 19(FmE DNA MNoFRARLI-54T73Y)) . B 20(hiEE
DFHED FFPE DNA h SRS LIz5/473Y) . B 21 ({EFRED FFPE DNA M SRR LIzS514T35Y)
(SRS TVVET,

RV IR TT7 D Region #EEERAWNT. &S/ DREZHIALET . JVEREICEET 51
OICEENBFHEDEEHERNTHDH I LEHERL TS,

o

,,,,,

SRS AL A" e e 4 D R S R0 L= .

T T T T T T T = W AR %
35 100 200 300 400 500 700 2000 10380 [bp]

19 BE&MmE gDNA T LRBLIF Y ITFvRIAITIVDERKEE
(High Sensitivity DNA 7yt A1)

;;;;;

i
(]

T T T T T T T = e | =¥ )
35 100 200 300 400 500 700 2000 10380 [bp]

20 HEEA FFPE gDNA ST SRBELI-FYTFYESATSDERKEE
(High Sensitivity D1000 7+ 4)
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I \
| \
| E5E 2
M| iEEEas |
:‘ ‘JJ vl ] \\f\ ) [
o = el
204
T | S — T T T T T
35 100 200 300 400 500 700 2000 10380 [bp]

21 {EMEX gDNA HoTIhSIRBLIX YT FrES4TSVDERKER
(High Sensitivity D1000 7-vt-1)

Stopping Point RORATITIEFBEVEE X YO TILTL—rED—)LL-20°CTREL TS
&Y,
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STEP4. TILFTILIIRI—FVRDI=HDHTLDT—)L

1 DDV—TVAL—UIIRILFTLIIRTERAVTIIRSA TS DEO . IR T HF A THER
—HUREIE. FRTEZTIVN I —LDERRICKYERLBYFET 1 L—oBHIYDTILFILYIR
B, EATETIVNTA—LDF /TR0 1 BT UHIYITBELT B —S U AT —48I(C
FYBRBYET DT BT AT HORBRIIRFOTOLIILEHHETSRLTIZSLY,

UTOFIBICHD, BRAVTIIRY LTIV T — LR TEEILEITLEDESIC. F1TSVERELET,

Bk 1: T—ILTR3H0TILEFNFNE. 1X Low TE ZHVTREEARLIZHEAESICERLES
(BRIHIEEIL 4 nM-15 nM, LLLIERLEENMEVNS VT ILIZEDLEET), TDE. 2TOY
VIWERLBREEALT. &ML T—ILERRLET,

Ak 2: T-IFBHUTIVERLEEZEEDTE. ThETNBEUVLEFEALT. BRRMWIZT—ILRT
EEXNEITHRBIIIILET . FDER. T—ILE IXLoWTE ZAHVTRHELINBABEICLET UTOD
RIFT—INITMABBAVTIIRGUTIVLDEEZHETH-0DKXTY,

Volume of Index = M
#x C(i)
V(f): T=ILEnt=H>oTILDOREHLEHES
C(f): 7—ILIZEENDLTH DNA DRIEHITERE
(RBMZREIL 4 nM-15 1M, LELLERLEENMEVH T ILIZEDEFET )
#: T—ILTBAOTIIRDH
C(i) BAVTYIRGUTILDMERE
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R ITABOAOTYIRY VTV (EN TN ELGDHHRE) D2 L, &M 20 L @ 10 nM
DNA REIZT DI ER 1X Low TE DHIZRLET

& 71 10 nM DIRETh—4)L 20 pL IZEHAR S S5 FE A

Component V(f) C(i) C(f) # Volume to use (pl)
Sample 1 20 pl 20 nM 10 nM 4 25

Sample 2 20 pl 10 nM 10 nM 4 5

Sample 3 20 pl 17 nM 10 nM 4 2.9

Sample 4 20 pl 25 nM 10 nM 4 2

1X Low TE 1.6
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STEP5. —45 2 AU ILDFRE

& BI7%E SureSelect XT Low Input 4735 T—ILId. 1L F 1 DIBERIL Pair-end TS5/ <7 —&
TIANJTEALON =V R T DIREEEEH>TVET B 22 ITRESND LI, ARSh=514T5
OB RIE. 1 DOEI—F IR Y — D A ILZFHDT IV TA—LERAVTILFIL YIRS
—TVRTBDICRERL—T U RAEF—IIZESEFNTVSIRETT,

Molecular
EBarcode, 10 nt
Read 1
C I
Read 2 T
Sample
Index, 8 nt

22 SureSelect XT Low Input ¥ —4 2 RS54 T35 DiEE,
BWRIE 1 DDE—5 YA H—F(F) [FAILZF pair-end S—F U RIL ALY (B) EHY
TIWAVTIIR(TR)  BFN—a—R#) . 54T 3)T )9 PCR T4 < (E) BMtmEh T
WFET,

54T 3IEAILZF 4t HiSeq. MiSeq. NextSeq F7S5YhI+—LTO— VAT BIENTEET,
FEATEIUFMTETIAN)DIEAEDEIER 72 #TELZEY,

SureSelect XT Low Input 547 5!)% HiSeq2500 T high-output run €—F (v4
TR TO—H U ALEZHBE . B FN—I—FOBEIERDIEERERLTLY
F9, Q score PMELGEDENNLYDRONYTURI—IILDREICHETHIEN
HYFETAFITHE 10%UTOERICHLTIEZE T, ##(E Agilent Technical
Support [ZHERLEHELTZE0Y,

MWLT-4JLZF+2t Paired-End Cluster Generation Kit ZFALNTHYS A AENRIZEA TS, HEdE S
B)—FRIZHF=FIyMERRIZR 72 ITTRESNTULET,

SureSelect XT Low Input 3—45"Yc T FSA TSIV ICRBEL—T AV T BEIX. ERTH—47
VRTSYNITA =L, SUBAT ANZFHI VD=V ICKYBRBYET . HAESAUIZDNVT
TR 72 E2BRLTZEN O —TAV T RELIFRIREDL. 14T3D DNA R DY ALY
PROHLNBTINTIROT—ADEIZEDE, HFEENIDLELIZEELHVET,

FYRFGES—T X QC DI=ODEREDR/INA VA4 1Z&S PhiXaAVbA—JLIZDEFELTIE, AL
STHOEREIZH TS,

116 SureSelect XT Low Input Automated Target Enrichment System



R 72 ALISFHIIMERAAS1Y

Platform Run Type Read Length  SBS Kit Configuration Chemistry Seeding
Concentration
HiSeq 2500 Rapid Run 2% 100 bp 200 Cycle Kit v2 9-10 pM
HiSeq 2500 High Qutput 2x100 bp 4x50 Cycle Kits~ v3 9-10 pM
HiSeq 2500 High UutputT 2% 100 bp 250 Cycle Kit vd 12-14 pM
HiSeq 2000 All Runs 2x100 bp 4x50 Cycle Kits* v3 6-9 pM
HiSeq 2000 All Runs 2x 100 bp 250 Cycle Kit v 8-12 pM
MiSeq All Runs 2% 100 bp 300 Cycle Kit v2 9-10 pM
MiSeq All Runs 2x75bp 150 Cycle Kit v3 12-16 pM
NextSeq 500/550 All Runs 2% 100 bp 300 Cycle Kit v2 1.5-1.8 pM
HiSeq 3000/4000 All Runs 2x 100 bp 300 Cycle Kit vl 180-190 pM

* 1 2®M 200 cycle kit TIX 8 bp M i7 &£ 10 bp M i5. Read1 £ 2 #FZL2ICO—H U RT B+ EDHEN
BENFEA BEIZIELT 1 D0 200 cycle kit & 50 cycle kit Z#E AL —FZEML TS,

T HiSeq2500 T high-output run E—FK (v4 #3RK)) TO—4 U ALTEZHE. #F/3\—3—F® Q score H'
BLBIEN RSN TIVET , 35# (X Agilent Technical Support [ZCEREILEHELEEELY,
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STEP6. —4 > ADEAAET —S BT

UTDHARSAUIZHELY SureSelect XT Low Input 473D —7 2 Aty Ty T LR EERL
TLEEELY,

HUTILRIAVTYIR (T)IZIE 8 bp DAVTIIR—RNBETY ,i7 DAV TVIRIEER
FEFRICDOULTIL, p. 130 DK 84 &k 85 ZTSHRZELY,

SureSelect XT Low Input Index Primer 1-96 & 97-192 M 8 bp A>Ty Y Ri&
EERFI(X. Agilent SureSelect XT S RTLDAVTIIRTZ4<— A01-H12 D
8bp AU TYIRIBEEINEITELGTYET,

SFN—a—R(5)IZE 10 bp DAVTFTYIRY—RARBEBETT , TRTOYLTILD 5
degenerate molecular barcode MIE HIZ NNNNNNNNNN % A L TS,

HiSeq & NextSeq 7S5 YhI74+—ATIE . EENDI—HF A A—Tz—ANLI0DEIRTYT%H
TEWET . p. M9 DAARZA IS TZELY,

MiSeq 75wk 74+—LTlE. llumina Experiment Manager (IEM)ZRW TS Dy 7y T%1T
EUWVET . p. 120-p. 121 ISERESNTUOSFIBICHL . DRZLYUTILO—REERLET,
J—R&EYTFLURT /I LIZHLTT SA VAU BRI, U= oA LI F#TH T2—ER5%E
BRETILENHYET, Agilent @ SureCall VI I 7 TEDEELEITHIENTEEFT . %
DIEHRIZDONTIE p. 122 ZTS LS,
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[HiSeq-NextSeqFIVhIA—LIC&DI—T UV ADTEINTITHARS(2]

EBEOAUO—ILY I NI 7 DEEN O —T 2V ADS b7y TE4TH0NET, LLTFIE. HiSeq
TSR TH—LTD 1004100 bp DRFIURI—H 2 ZADSoINTITDHITY,

RUN CONFIGURATION PRE-RUN SETUP INITIATE RUN

—@ Volume Check ) Integration ) Storage » Flow Cell Setup » Advanced >> Sample Sh

Index Type Flow Cell Format

(O No Index (O Dual Index (O single Read

O Single Index
Read1 Index 1 (i7) Index 2 (i5) Read?2

(Cycles: 100 ms m 10 Rl 100 g

NextSeq FS5vhI4+—LZEHFEL\DIFEIE. Run Setup AP —2TRIL/NSA—42%ZHEZREL, LiED
HiSeq DHIIZTRENT=ABTZFHREL TS, I]TE BaseSpace TlEHF/N\—a—F&EA>TYIRI)
—FELTY =7V RTBHIEEYR—ILTEYVFER A, RIVF7A—2FE—RT NextSeq DIUEER
ELTLEELY,

bel2fastq VIbox7EERALT FASTQ 774 ILEERKT 5IZ[d. mask-short-adaptor-reads D&
% 0 IZEREL T following base mask % Y*, 18, Y10, Y* ISR E T HHENLHYET,

[MiSeqF YR IA—LIZ&KDI =T ADF YT YT HARTL ]

LT OFNEIZHELY, lllumina Experiment Manager (IEM)Y 7tz 7Z BN THR AL Sample Sheet
#EMLZET . Sample Sheet ZERMLI=%(I. 1> T YO REIEFHEET. FRALEEYVTILD
SureSelect XT Low Input 1> Ty XDERFNIZEE T HAEMNHYET . SureSelect XT Low Input &
ATLDA T REREHIZDEFELTIL., p. 130-p. 131 DX 84 £k 85 %S HEL TSN,
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HARZLSample SheetDdEyb7vF

1. IEM YIbDx7H T, LTD Workflow Z#IRL . MiSeq 75vbT+—LD Sample Sheet Z/ERL

EX R
Category H\> Other ##iR
Application /% FASTQ Only #:&iR

2. Workflow Parameters BIE LT, SUE#HEANL, TRITNASARL TS F—L115/854A—
AN, TRIORBRICHE> TSI EEHERELET,
Cycles Read 1 & Cycles Read 2 &, ')—F& 100 bp D5&(% 101 ZAHLET , FASTQ Only
Workflow-Specific Setting FT v/ Ry A& TIFFLET, [Use Adapter Trimming Il Use
Adapter Trimming Reads 2| DA DT H T 2— IV T Fv IRV X (TR, FTEENTL
BEM XETLET (TIHILNTIEF VISR TUOET),

[llumina Experiment Manager

FASTQ Only Run Settings FASTQ Only Workflow-Specific Settings

Reagent Cartridge Barcode™  MSx0444¢44X-300 || Custom Primer for Read 1

Sample Prep Kit GuSeq HT ') 7] Custom Primes for Index
Index Reads 0 1 [] Custom Primes for Read 2

7] Reverse Complement

Experiment Name Test Project

Investigator Name Fesd : ] | Use Adapter Trimming
Description Test

7] Use Adapter Trimming Read 2
Date 10/ 722015 [@~

Read Type @ Paired End ) Single Read

Cycles Read 1 151
Cycles Read 2 151
* - required field

3. Sample Sheet Wizard ZEFRALT. >—4 >V RT2E S TILORLERFEREASILT, New
Plate #tyb 7Y LET L I7 Sequence S LIZ([X, BHUTILEWLTHD llumina D i7 1>
TYIRICEWWHETET . ATV RITHEDRT YT T SureSelect XT Low Input 12T v I RIZE
BLEY, BHIZ. 15 Sequence hTLIZEH, LWTFAMD lllumina D i5 A TYIRIZEIYHETE
T AVTYVIREEDRATYTTHF/N—O—RELTANANRELEELET,
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{M Tllumina Experiment Manager

lllumina Experiment Manager

o 4 @l Sy e ol o i B o = 4
Aaranlia QF Pl | \i=aprA e enlarsrtianm
oalmpie oneet vvizara - caimpie selection

Samples to include in sample sheet

Sample ID* Sample Name Plate Well Index1 (I7)* < 17 Sequence ) Index2 (15) < 15 Sequence ) Sample Project Descriptior
;1 1 Plate1 A01 D701 ATTACTCG D501 TATAGCCT
{ 2 2 Plate1 A2 D702 TCCGGAGA D501 TATAGCCT
E 3 3 Plate1 A03 D703 CGCTCATT D501 TATAGCCT
‘ 4 4 Plate1 AD4 D704 GAGATTCC D501 TATAGCCT
| 5 Plate1 A0S D705 ATTCAGAA D501 TATAGCCT

Plate1 D706 D501 TATAG

4. Sample sheet Lyb 7y T2RI%E#E T L. sample sheet file #RFLET

SureSelect XT Low Input® A TYIRERF/I\—a—FE&H B DSample SheetDimE

1. Sample sheet 77 M ILETHFRACITAA—THZE. TNTND YU TILIZDOWNT, hTL 5-8 D i7.
i5DAVTYIREHREEELEY (T, EBINIFAPENTEHD),
5FB D I7_Index_ID A5 AIZIE, YT ILIZEIY H TSNz SureSelect XT Low Input D>
TIDRLEANLET .6 FB D index hSLIZIE, #EHI%: SureSelect XT Low Input A>T
W) ABEH|%EAALET , SureSelect XT Low Input DA T 9o XD A01T Mi> H12 DIEEERF|(Z
DULVT.p. 130-p. 131 DR 84 £k 85 T EIZELY,
7 HFB D 15_Index_ID DASLIZIE, TRTOHUTILIZHLTIMoIBCIEAALET 8 FBED
index2 A5 AIZIF. TRTOHUTILIZHLT, 10 EEDHF/A—a—KELT
TNNNNNNNNNNJZAALET,

[Header]
Investigator Mame NN
Project Mame Sequencing Project &
Experiment Mame Experiment 1
Date 412017
‘wharkflow GenerateFASTO
Assay SureSelect XT HS
Chemistry SureSelect XTHS
[Reads]
1m
1o
[Settings]
OnlyGenerateFASTO 1
[Data]
Sample_I0 Sample_Mame Sample_Plate  Sample_Well T_Inder_ID index 15_Index_ID indexz Sample_Project  Description
Sample1 Samplel Plate1 A01 A01 AACGTGAT MolBC AT ST Y
Sample 2 Samplez Plate1 A0z Adz ARACATCG MalBC MNMMMMNMNN

R s G [P PP AP e, ST el . gl o o

23 SureSelect XT Low Input 4TSNS T ILDL—r2 XD T=8 D Sample sheet

2. #WE&EL7T= Sample Sheet & MiSeq T & 1T21=OIZEUEHZFRICERELET .
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MiSeqF7SYbIA—LDI—T U ADSUIHEBMREEE

#6 T MiSeq [ZT SureSelect XT Low Input 5473 D —4 2 R%E529 HRIIZ. MiSeq Reporter
DERFEEAVTYIAR)—R®D FASTQ 774 IVEH AT EHREICL TSN, —EEFTHE, DK
ElIERFINFT DT, ROTUTIEBRETIVHEEIHYFEEA,

CDRTEEXLEFET BIZIX. MiSeq Reporter.exe.config 771 JLEFIE. <appSetting>245 DT,
<add key="CreateFastqForindexReads” value="1"/>&1\5 1 X&#EBMLET, COLEEFRMT
5=, EEZEREL TZEL,

MiSeqDx 75vh74+—LEZHERADIHE . MiSeq Reporter DREEZEET H1=-
HIZ, EE% research E—FIZEELTIHEAEESLY, L. research E—RA~
DEBEMNERETHWNEEDF A . dual boot configuration [T LIz AT LA
TvT T =R BELAREEAHYFET,

[7F—4f&HT)V—X]

Agilent ® SureCall NGS T—4f##r/ 7k 7%, SureSelect XT Low Input 5473 hbB{oht=
U= RT—RBRETICENTEET (FETI—RIZVT  U—RDTSA AR ATk
—IL) o VIrIITIF TRV THAbKYS I O—RATRET, METHEATEEY,

www.agilent.com/genomics/surecall

LD T SAUAVROE YU AN ) — LB DINATSAUEBFENDIBE ., 7LD Agilent
Genomics NextGen Toolkit (AGeNT)ZIZ L TWVET . ShlE. ILF ST NEaARIRSA o1 3—
Jx—RIZ&%. Agilent SureCall DBEEEHFLTEY . SHEVNDNAF A2 THITAIRINATSA
DEEDHETEEWNWEFTET , AGeNT (X Java R—RDY I Iz 7ED1—IL T, HS £LLIE HS
USNDT—RIZDWT, TETI—0EIA)TAEEDRIZD S & duplicate ) —F D HERR D #EE
BbET . COY—ILIE AVNDRDNAF A TFITAVADIFR/IN— LD AR ITT, EHIZID
EV2—)LIE BHITHREAVEL— 21U TTRET T AGeNT D7 LT )X LIZIFEFRGELR L%
MEEMBRT 0D IT Y R—rEEHLOA~NTHERAZEELLTEYET . 7OLUM MBI
AGeNT [ZBF B 5 R—FEIBRONTLET DT, Agilent SureCall Y77 DHERANSEHTI .
TOLUME,AGeNT EA B O E T YT AN —LIF DU RAN)—LDY—R/IN—T4—DfEHTY—
JVFRIILTHBYFEEF A COY—ILIZTDEFEL T, 35#(% www.genomics.agilent.com £, AGeNT d

R—UzTELLES,
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o 6. Appendix: FFPEH3EDNAY > J LD fEMA

° @ ©
o o o
" Yl | FFPE B13E DNA 4> 7L D= DTOrILEE 124
o0 @ Qoo FFPE 4 7LD REREE 124
0e0 FFPE 427 LISBF 32— o R 7O ub O 125
o o
L . o
L ] ° L]

COETIE, FFPE 4o 7L oM DNA ZAVDE. TOABEICEINTIOMILE—REET S
NBEFEHTLES,

Agilent Technologies "



FFPE 3 DNA 4> 7 LD =hDTOFILEE

FFPE H T ILEHFEVDIRIC. TORILIZEREZMASNEE R 73 I1TRLET,

% 73 FFPEH 7LD DOTOrILEEAT—E

Workflow Step and page  Parameter Condition for non-FFPE  Condition for FFPE Samples
Samples

gDNA Sample Qualification of DNA Integrity  Not required Required

Preparation p. 36

DNA input for Library Input amount and means of 10 ng to 200 ng, Based on determined DNA integrity

Preparation 37 quantification quantified by Qubit (p.37MDF 1M &p. 38X 12%
assay SELZEL,)

DNA Shearing p. 40 Mode of DNA Shearing 2 x 120 seconds 240 seconds (continuous)

Pre-capture PCR  p. 52 Cycle number 811 11-14

Sequencing p. 125 Output augmentation Per project requirements  1x to 10x based on determined

DNA integrity

(p. 125 DF 74 &k 75 ZTELZEN,)

FFPE H> 7))L 0) S B R

DNA D72 E& Agilent NGS FFPE QC Kit £ L<I& Agilent 4200 TapeStation/2200 TapeStation <
AT L& Genomic DNA ScreenTape # ALVHERTEE T,

Agilent NGS FFPE QC Kit [, gPCR RA—ZD 7wt 4/IZ&Y DNA 4o T LD REEHEELES . =
DFINERAWTHERTSILICKY FERELT, YT ILhDEIEATHE% DNA OEZERICAET
BIENTE AT YL DNA DEFRE T HENTEET, £1=. Boh 1= AACq DNA HfERa7%
TS MDTAr L ERRABRERELET .

Agilent 4200 TapeStation/2200 TapeStation X7 L Tl&. Genomic DNA ScreenTape 7wtz 1 &#

HEHHET. EXKKEIZLY DNA Integrity Number (DIN) DEZEHTHEMNTE, 17 vk DNA
EVFOMOTOrINLEDEERNRERELET,
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FFPE 4o IIZHITBD—T AT INT YD HEdR

SELTLVELD DNA YO T LERAWSE . IRBMICH B BLG L — TV RATINTYREERE
L7-#.FFPE DNA H#2JILERAWSEBEICZE UTOAARZA0ESE(CELITEMTRELGD —
FTUORTINTIRBERERL TS,

AACqQTHREZEHRLE-YUTILDIES:

AACq DNA D fERO7 TREZHEIELTWBIEEIE. R 74 DHARSAUETSBIEEN, HIAEE,
J—970—2EWNWTRELEEINZNN\LYDEFD=HIZIX, 2L TLVEL DNA 5> 7)LT 100 Mb
DT INTIINBELIZE . AACq DNA AX 1 D FFPE 4L T, RBEDH/N\LYSEBB=0I1C
(X.200-400 Mb DL —45 2V AT I9NT YRR ELLZYET,

= 74 FFPE H3E® DNA 2 FILICEET BH#ERS—45 2 RAT79RT vk

AACq value Recommended fold increase for FFPE-derived sample
<05 No extra sequencing output

between 0.5 and 2 Increase sequencing allocation by 2x to 4x

>2 Increase sequencing allocation by bx to 10x or more

DINTREZRELI-Y U TILDGE:

Genomic DNA ScreenTape 7wt/ M DIN DIETREZHZELTWSEEIE. &R 75 DHIRZ/0%
CHRAEVBIZ X, 7—070—CEVWTHELINDINNLYDEF/LH=HITIE, DEELTLVED
DNA 4> 7))L T 100 Mb D7 IR Ty MNLELI5E . DIN AS 4 @ FFPE 4oL T, BIREEDH/\L
OB B=HIZIE. 200-400 Mb DL—H U AT IR TR EELYET,

% 75 FFPE B3k ®D DNA 42T )LICET BRI~V XTI T vk

DIN value Recommended fold increase for FFPE-derived sample
=8 No extra sequencing output

between 3 and 8 Increase sequencing allocation by 2x to 4x

<3 Increase sequencing allocation by 5% to 10x or more
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o o o 7.)I77LYR

.. ® .. JYIFLUR BE)IFLVRERICOVWTRBINTEYET .
o0 @ Qo
0e® FUPHE 126
.. ° .. SureSelect XT Low Input 1> 7y XDIEEE S 130
. o : FSTLYa—IAE 132
L

COETER. FYMIEENTOIHAERNS. 1V TYIRES., FST LY a—MER, TOrLDI1YD
JI7LU R BE)IFL Y RERICOVNTRESNTEYET

FyrRAE
SureSelect XT Low Input Reagents [ZIZLU T ORBENEENTLET,

% 76 SureSelect XT Low Input Reagents [G9703A] (96 &Iit:)

Component Kit Name Storage Condition Component Kit p/n
SureSelect XT HS and XT Low Input Library Preparation Kit for ILM (Pre PCR) -20°C 5500-0140
SureSelect XT Low Input Index Primers 1-96 for ILM (Pre PCR) —20°C 5190-6444

SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb Module, Room Temperature 5190-9687
Box 1 (Post PCR)

SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb Module, —-20°C 5190-9686
Box 2 (Post PCR)

% 77 SureSelect XT HS Reagents [G9703B] (96 & it+)

Component Kit Name Storage Condition Component Kit p/n
SureSelect XT HS and XT Low Input Library Preparation Kit for ILM (Pre PCR) -20°C 5500-0140
SureSelect XT Low Input Index Primers 97-192 for ILM (Pre PCR) -20°C 5190-6445

SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb Module, Room Temperature 5190-9687
Box 1 (Post PCR)

SureSelect XT HS and XT Low Input Target Enrichment Kit ILM Hyb Module, -20°C 5190-9686
Box 2 (Post PCR)

Agilent Technologies 1



R 76 ER 77T DARYORAFEIAVTUVELUTISRLET,

% 78 SureSelect XT Low Input Library Preparation Kit (Pre PCR) OKNZ&

Kit Component Format

End Repair-A Tailing Enzyme Mix tube with orange cap
End Repair-A Tailing Buffer bottle

T4 DNA Ligase tube with blue cap
Ligation Buffer bottle

Adaptor Oligo Mix tube with white cap
Forward Primer tube with brown cap
100 mM dNTP Mix (25 mM each dNTP) tube with green cap
Herculase Il Fusion DNA Polymerase tube with red cap

bx Herculase Il Reaction Buffer tube with clear cap

% 79 SureSelect XT Low Input Index Primers Kit (Pre PCR) DA

Kit Component Index Primers 1-96 Index Primers 97-192
(p/n 5190-6444) (p/n 5190-6445)
SureSelect XT Low Input Index Index Primers 1 through 96, Index Primers 97 through
Primers for ILM (reverse primers provided in yellow plate 192, provided in red plate
containing 8-bp index sequence) (Index Plate 1) (Index Plate 2)°

* AUTYYREHNZDLNTIE, p. 130 DER 84 TELEELY,
P AUTYHREHIZDNNTIL, p. 131 DFE 85 ZELFEALY,

SureSelect XT Low Input Index Primer [ 1 BIA T ONEFNTNET . S4T5Y

DYARAVAZIR—2aVE RSO DOFATIVRERIGIZERLI-EZDOE
NATIVIFEZEL TSN, Bo=R R ERYBELRERICERALGNTZE0Y,
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% 80 Target Enrichment Kit, ILM Hyb Module Box 1 (Post PCR) OAR

Kit Component Format
SureSelect Binding Buffer bottle
SureSelect Wash Buffer 1 bottle
SureSelect Wash Buffer 2 bottle

% 81 SureSelect XT Low Input Target Enrichment Kit, ILM Hyb Module box 2 (Post PCR) ONZ&

Kit Component Format

SureSelect Fast Hybridization Buffer bottle

SureSelect XT HS and XT Low Input Blocker  tube with blue cap
Mix

SureSelect RNase Block tube with purple cap
SureSelect Post-Capture Primer Mix tube with clear cap
100 mM dNTP Mix (25 mM each dNTP) tube with green cap
Herculase Il Fusion DNA Polymerase tube with red cap
bx Herculase Il Reaction Buffer tube with clear cap
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% 82 SureSelect XT Low Input Index Primers 1-96 (&L —F. Index Plate1) ®
TL—rLDGIE

1 2 3 4 5 6 1 8 9 10 1" 12
A 1 9 17 25 33 41 49 57 65 73 81 89
B 2 10 18 26 34 42 50 58 66 74 82 90
C 3 1 19 27 35 43 51 59 67 75 83 91
D 4 12 20 28 36 44 h2 60 68 76 84 92
3 b 13 21 29 37 45 b3 61 69 71 85 93
F 6 14 22 30 38 46 b4 62 70 78 86 94
G 7 15 23 31 39 47 bb 63 Al 79 87 95
H 8 16 24 32 40 48 56 64 72 80 88 96

% 83 SureSelect XT Low Input Index Primers 97-192 (Ff& 7L —k, Index Plate2) ®

TL—tLEDGIE

1 2 3 4 b 6 7 8 9 10 1 12
A 97 105 113 121 129 137 145 153 161 169 177 185
B 98 106 114 122 130 138 146 154 162 170 178 186
C 99 107 115 123 131 139 147 155 163 171 179 187
D 100 108 116 124 132 140 148 156 164 172 180 188
E 101 109 17 125 133 141 149 157 165 173 181 189
F 102 1110 118 126 134 142 150 158 166 174 182 190
G 103 m 119 127 135 143 151 159 167 175 183 191
H 104 112 120 128 136 144 152 160 168 176 184 192

SureSelect XT Low Input Automated Target Enrichment System
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SureSelect XT Low Input 1> Ty ADEEAF

BEAVTVIRIE 8 BETT 8 BEDAUTYIRERWN 4T IIDL— T AD T2y T v T2
BRRABITOEFELTIL p. M8 ZTEZELY,

% 84 SureSelect XT Low Input Index Primers 1-96 (&2 L —F. Index Plate1) ME5I1E%R

Index (Well | Sequence |Index |Well | Sequence |Index [Well | Sequence |Index |Well | Sequence
1 AD1 | GTCTGTCA 25 | A04 | CCGTGAGA | 43 | AD7 | ATGCCTAA 73 | A10 | ACAGCAGA
2 B01 | TGAAGAGA | 26 | B04 | GACTAGTA | 50 | B0O7 | ATCATTCC 74 | B10 | AAGAGATC
3 C01T | TTCACGCA 27 C04 | GATAGACA | 51 C07 | AACTCACC 75 | C10 | CAAGACTA
4 D01 | AACGTGAT | 28 | D04 | GCTCGGTA 52 | D07 | AACGCTTA 76 | D10 | AAGACGGA
5 E0T | ACCACTGT 29 | E04 | GGTGCGAA | 53 | EO7 | CAGCGTTA 77 E10 | GCCAAGAC
6 FO1 | ACCTCCAA 30 FO4 | AACAACCA | 54 | FO7 | CTCAATGA 78 F10 | CTGTAGCC
7 G01 | ATTGAGGA | 31 G04 | CGGATTGC 55 | GO7 | AATGTTGC 79 | G10 | CGCTGATC
8 HO1 | ACACAGAA | 32 | HO4 | AGTCACTA 56 | H0O7 | CAAGGAGC 80 | H10 | CAACCACA
9 A02 | GCGAGTAA | 33 | A0O5 | AAACATCG | 57 | AD8 | GAATCTGA 81 A11 | CCTCCTGA
10 | B02 | GTCGTAGA 34 | B05 | ACGTATCA 58 | B08 | GAGCTGAA 82 | B11 | TCTTCACA
11 C02 | GTGTTCTA 35 | C05 | CCATCCTC 59 C08 | GCCACATA 83 | C11 | GAACAGGC
12 | D02 | TATCAGCA 36 | D05 | GGAGAACA | 60 D08 | GCTAACGA 84 | D11 | ATTIGGCTC
13 | E02 | TGGAACAA | 37 E05 | CGAACTTA 61 E08 | GTACGCAA 85 | E11 | AAGGACAC
14 | F02 | TGGTGGTA 38 FO5 | ACAAGCTA | 62 | F08 | TCCGTCTA 86 F11 | ACACGACC
15 | G02 | ACTATGCA 39 | GO5 | CTGAGCCA 63 | G08 | CAGATCTG 87 | G11 | ATAGCGAC
16 | H02 | CCTAATCC 40 | HO5 | ACATTGGC 64 | HO8 | AGTACAAG 88 | H11 | CCGAAGTA
17 | A03 | AGCAGGAA | 41 A06 | CATACCAA | 65 | AD9 | AGGCTAAC 89 | Al2 | CCTCTATC
18 | B03 | AGCCATGC 42 | B06 | CAATGGAA | 66 | B09 | CGACTGGA 90 | B12 | AACCGAGA
19 | C03 | TGGCTTCA 43 | C06 | ACGCTCGA 67 C09 | CACCTTAC 91 C12 | GATGAATC
20 | D03 | CATCAAGT 44 | D06 | CCAGTTCA 68 | D09 | CACTTCGA 92 | D12 | GACAGTGC
21 E03 | CTAAGGTC 45 | E06 | TAGGATGA | 69 E09 | GAGTTAGC 93 | E12 | CCGACAAC
22 | F03 | AGTGGTCA 46 FO6 | CGCATACA | 70 F09 | CTGGCATA 94 F12 | AGCACCTC
23 | G03 | AGATCGCA | 47 G06 | AGAGTCAA | T1 G09 | AAGGTACA 95 | G12 | ACAGATTC
24 | HO3 | ATCCTGTA 48 | HOB | AGATGTAC | 72 | H09 | CGACACAC 96 | H12 | AATCCGTC
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% 85 SureSelect XT Low Input Index Primers 97-192 (Frf& F L —Fk. Index Plate2) D EE 5| 1E#R

Index |Well | Sequence |Index |Well | Sequence |Index |Well | Sequence |Index |Well | Sequence
97 | A0T | CCACACGA | 121 | A04 | CTGTCAGT | 145 | A07 | TCGAACGC | 169 | A10 | GACCTCCT
98 | BOT | GACCACAC | 122 | B04 | TCTAGTGT | 146 | B07 | GCCTAAAT | 170 | B10 | ACAAGGAC
99 | CO1 | GTGCGACA | 123 | C04 | GGATGATA | 147 | CO7 | CGTGATAA | 171 | C10 | CCAAACCT
100 | DOT | GCTTCATG | 124 | D04 | TACAGCGT | 148 | D07 | TCCGCTGA | 172 | D12 | CACCAGTT
101 | ED1 | ACTAAGTC | 125 | E04 | AGTACCGA | 149 | E07 | GCTCATIG 173 | E10 | TGGACGAC
102 | FO1 | CAGGAAAG | 126 | F04 | GAGCCAAG | 150 | FO7 | AATCGATG | 174 | F10 | GTTACAGC
103 | GOT | GATCCGCT | 127 | G04 | AGCGACAT | 151 | GO7 | TTCCATCA 175 | G10 | GAACAATG
104 | HOT | GTATCAAC | 128 | H04 | TTACCACC | 152 | HO7 | ATTCACAG | 176 | H10 | CAATGACT
105 | A02 | TAGAGTCG | 129 | A05 | AGACGCCA | 153 | AD8 | CGGAAAGA | 177 | A1l | GCTCGAAC
106 | B02 | TCGACACT | 130 | B05 | CATACTGG | 154 | B08 | GTCAAGTG | 178 | B11 | TCGGTAGC
107 | €02 | CTGACCTC | 131 | C05 | CACGCATT | 155 | CO8 | CATCTTCA 179 | C11 | TACGAACT
108 | D02 | CATGGCTT | 132 | D05 | TGGTCAAG | 156 | D08 | GATAGGAT | 180 | D11 | GCCGGATT
109 | E02 | GTACAGAT | 133 | EOb | GACGGAAA | 157 | E08 | CAAGTGGT | 181 | E11 | TAGCTCGG
110 | F02 | TAGTGTTC | 134 | FOb | AGTAGACT | 158 | F08 | GCGTTACA | 182 | F11 | TTGCCGGA
111 | G02 | ATCGAAAC | 135 | GO5 | TACAAAGG | 159 | GO8 | TATGCAAC | 183 | G11 | GGTATGGT
112 | HO2 | TCAAGTCA | 136 | HO5 | CGCAAGAT | 160 | HO8 | GAGACCGT | 184 | H11 | TCACTAAG
113 | A03 | GGAACAAT | 137 | A06 | TGTTGCAA | 161 | A09 | TCGATGAA | 185 | A12 | CCTCCCAT
114 | B03 | TAGCGAGT | 138 | B06 | ATCAACGT | 162 | B03 | TCAAAGAG | 186 | B12 | GTTCTAGT
115 | C03 | TACCGAAG | 139 | C06 | GACGACTG | 163 | C09 | GTGGTATG | 187 | C12 | GAGAAACC
116 | D03 | TAAGTCAC | 140 | D06 | ACTGGACG | 164 | D03 | CTGAGAAT | 188 | D12 | CCTGTAAT
117 | E03 | ATAACGTG | 141 | EO6 | TGATAACG | 165 | E09 | TCTATCCG 189 | E12 | CCTTACCA
118 | FO3 | GGTAGCTC | 142 | FO6 | ACATAGCG | 166 | F09 | GCAATGTT | 190 | F12 | ATGATAGG
119 | GO3 | GAAGTACC | 143 | GO6 | ACACAAGG | 167 | G09 | CACATAGC | 191 | G12 | TATGGTGG
120 | HO3 | CAACGTAT | 144 | H06 | GAACGCTC | 168 | H09 | TCCTGACC 192 | H12 | TGAGGAAT
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ST a—k AR
YT ILHSDNAFER T B85 DNAD IR E ASDRLY

v

gDNA DOFBHDIE. T ILEREIZMADEWMEIELLZDEENHYFE T, gDNA FRTORa)L
TO. HHEBRBOHEEITH > THREL TS,

BT T ILDBMED IODNA R R OMICHRBLGFH THEIN TRV ATEEELHYET . 56°CT D
Proteinase K IZ&ANERIEH . 20-30 R EICHBRIGBRESZNERYTAUTLENS, A
BHOEBOROFEAEZEELEN YT ILOBBOKREANET . L 56°C 1 BEDOI+
AR—I a3 RICHIBB O BEATFET HI5S . Proteinase K 10 pL Z2&5(2BMLE LGB HET
LSRR OIRRZREELLEAD, 56°CDAoFarR—1a % HlTET GEMS . 2 BEFEFT) . 2T
hICHEBORDARONGBYELZS, YU TILEFRIZIDOL. TOMD YT ILOBHELEHS
FTERITBVTHEFET =L, BEIGD B RG L8 TS0, BRICRLER. 8T
(.2 BRELURIZTORIILDRDRATITZHATIEEN, 2. 56°CHAoFa—av% 3 B
I EFTHRENTLIEELY,

FTFrRIDTA4TS) DIREHIEL

v

FATZVRAEDOTORIILICIE, HBHEOBUV/ NV I7OBFRRICOVT, BEHEELTFLHI-OICH

By LHBRMR-BREEER-ERYT/UJ - REDRHRENGHANREHINTEYVET . RIGEITIRIL.
TORNVIZERESINTODTRTOREITH > TERL TS,

PCR A4V BIERBIENPDBELIZEENHYET . BE. TOHUTILIZDOVNTIEF T Fril

PCR RIGDH A ILEE 1~2 A )LIEOL, 4T FVHRAMERL TS, 1L, IREDEL

YU TIIZDONWT, EXRKEIR (electropherogram) RIZE R FEDE—S (>500 bp) K FEEIN

%5 E . ZD DNA [FI81RB L THAHATREMAREEINET , TOH U TILIZDOWNTIE, Fv T Fl

PCR DY AVILEE 1~3 B AU LiFLL TS,

FFPE #ifi0 > TILEET . LTS YU TILASEASILT- DNA (X, BEIZHFELTNSIGEE O,
SATSYRBEERET BLSHBHESTTLBEAHHYET . Agilent NGS FFPE QC Kit %{# i

LT, Yo FILhDIEIgEAIEEL: DNA OEXRBHICAELTIT Vb5 DNA DEFRHEBL TS

LY,

ERBAI#HEEE (SPRDICKDBHRATYIICTREELNHIAEEMELHYET . FBEICAHLTLS

AMPure XP E—XDERHIRE DRIV E—XDRECREOEH . BETHRORNE

[ZHE- TS, FERABTEST 30 HLEERICEWLTEEL, SPRI DIZETIE., FHILEARLY

70%TR/—ILEERALTIEELY,

End Repair-A Tailing BufferRIZEh\HEEShS

v

132

BRESEDRILTYIAZIXHICTTEEL., BMEBRRL TSN IHITRAELEEICER
PHHOTHIHREIZEIFELFTEAN, TORIGEELTEABYZBBEL THLERELZELY,
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/Bonf-FrTFrHISATS) DA RNVEELIYERL

v HRIEOFENRETIIGVATEEAHYET  7ELTUOVELEHRED DNA [TDWTIE, T
BRIVIZEREIN TR EBY R RILTYIRIFTHEHT 2 RRETHAEZEREL TS,

V' microTUBE 4 JAUMRITIAN A>TV S EMFIEARTELIEAIENHYET . ZHDETFIET
FRDHEIZWY microTUBE % 30 #H5E DL T, /@A A TULVRWI EZEFERRL TZALY,

/onf-FrTFrRISATS) DA RNEELIVRLS

v' FFPE DNA QOF ¥ TF¥RIDZA4T3IZIE. 42T vk DNA FD2—7 v REYEEL DNA O
FEIZLY. . BEVWHAXDLDDNEFENDEAHYFET,

v SPRI #2115 DNA DOETFRICKZ:ER L. T )LE AMPure XP E—XEMIELLNEERT
FELTVARATERSINTOSZEIRFLTVWET  BERRTYITE—X &R HLEEEE
—XENFELGROH—HREBIZEDIETLCREL. p. 45 OFA TSV RBREF v T FrEIDFERR
TYITRENTNRREELT MEL TSN, SATSVRED S Eyb X v T FraTERETO
FLZERICBIZITHAEWLEE L. AMPure XP E—X[ELomM Y —)LEL, 4°CTHREFELTZELY,

BON=X AT FYAISATSIDQCTERDSFENDTH Ta—FA(I—E—INKRHEND

vV BEEINIE—VLUNMI BRFEDE—ILRHLEIF. SATFVRIZTTFTI—FAI—FEL
TWAaEEMEZRBLTLET . p. 66 - p. 69 DEEEREICTFI TI—FAI—DEIEMENGE
F. RDEA—=TIEIV)FDRTYTITEATEREHYFEE A TNULEIZT I TI—F(<7—I
BFENTVBEBEIE. FYTFYHINSAITSUDINEFE TS B LA SN HYET,

v R JLD—FOR(RTOraLEEDYR—IN) DE=DIZE,. T TI—FAI—E—ODEFET
5H7)UIE, BINT SPRIBROEMREHELE T, ZOMRIE. YT IL#E Nuclease-free water T
50 uL [ZFHIRL T, AMPureXP_XT_LI_ILM_v.B1.0.1.pro:Pre-Capture PCR #ZE4TLTLEELY,

X TFeRS4TS)DIEHIEL

v PCROYAVILBORBIENBLEGBZENHYVET . FYTFYE PCRYAVILEE 1~2 014Ul
BOL, SMTSVIRREEI—T YT )y FEBEERL TSI,

vV NATN)FALE—=3 (ERAL: RNA X5 TFrSA4TSVICERNHLAREELHYET , EAL
TWBF YT FrS54TS5) DF1—T 4 Certificate of Analysis [CEEE S T FE ARARZHEZELT
KW RESIUVRYFEWNIZONTIE EESNSIARITH > TS, p. 78 [TRT KIIC
Capture Library Hybridization Mix (¥ X2—2HRXY—RFL—MIBFTHETKLEIZENTES
Lo o BT Fr 4TIV EECHRISRBAZERICEN LR TSN,
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B/Boh=-X¥TFrE&S1ITSDHRENEELVELS

v SPRI B&IZH+5 DNA O A RIZCED&ERIIE. 2T ILE AMPure XP E—XEMIELWLNLEERT
FHELTLWARRE TEREINTWAZLITIKELTVWET . BRRATYTTE—XZ0ETHLEF E
—REHFERTEDY—IREICHIETIGEEAL. p. 102 DFvTFrEZDBRERTY T THREIN
TWBBEEZXWT HEL TS,

= ZNDER Ton-target%hiELY

vV  NATNEAE—=23 TR NATVFAE—ar R REEBICHET BREZ&R/NZLTIIESLY,
BALTRETRTYT (p. 87 M step 29) THUFILDBEE 65°CITRTRESIZ, RILTYIREF
A—TOTL—rDRELA O D= DEDEE . BAY—TILFAITDEIZHE N TEZS,

= ZOFERTAT-FRYFT 7 A Euniformity of coverage AYELY

v AT-RRYTT7OREWNIEIE NATVFAE—230 DEHEHELIBE T, AT-rich H3—4vbhER
HENDINWNLYDLRILBRFONEN = ENEZLNET . NATIVFAE—30TOH—TIL
YA495TATSLIZDLNT, Segment 4 &£ 5 DNAT);BEZE 65°CH 5 62.5°CHLLIEL 60°CIZTIF
T (p.76. %k 39 SHR), BEIKL stringency DEHTNATNVFAHE—a0ETVVET,
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