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TxLow TE Buffer ;Zgr’:i‘;iz's"er 12090-015 Y 100 mL  |[10mM Tris-HCl, pH7.5 ~ 8.0, 0.1mM EDTA
99.5% Ethanol, molecular biology grade |Wako 054-07225 Y 500 mL
RBA—REEDIDNAEZTESETERICEET S
’ ) Thermo Fisher . =OIZAVET,
Qubit dsDNA BR Assay Kit Scientific Q32850 m® 100 assay | 3 < @4 47(500 assays [32853) LY %
e
Nuclease-free water (not DEPC-treated) ;:zrr:i?i?Sher AM9930 Y 500 mL |DEPCALIBT(IAELNZ &

3% SureSelect DNA AMPure® XP Beads# & U'SureSelect Streptavidin Beads#& A Tl 4SureSelect XT HS2 DNA Reagent kit (G9982A, G9984A, G9984B,
G9984CHBHLNFGI984D) " HANB A . HIRBATILEEHYEE A,
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+ 96 Agilent semi-skirted PCR plate, Agilent
.
PCR plate BE 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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PCR plates
Agilent Reservoirs, Single cavity, 96 . B .
pyramids base geometry, 19 mm height Agilent 201254100 i
Agilent Reservoirs, Single cavity, 96 . B .
pyramids base geometry, 44 mm height Agilent 201244-100 R
Agilent Storage/Reaction Microplates, 96|, . . . Thermo Fisher Scientific Nunc DeepWell
wells, 1 mL/round well Agilent 203426100 i Plates (p/n 260251) THa]
Agilent Storage/Reaction Microplates, 96|, . ’ . Axygen p/n P-2ML-SQ-C. E &K Scientific p/n
wells, 2 mL/square well Agilent 201240-100 H5E EK-2440 THA]
‘I;l”u:;?c acid surface decontamination Thermo Scientific 7008 e BB RT ADERICEELES
. Thermo Fisher . RA—hFEEDIDNAEZTEDE (T EHICEET D
Qubit Fluorometer Scientific Q33228 EBE ol ELNET,
i Thermo Fisher . QubitCgDNAZIEREICEET H1=8IC
Qubit assay tubes Scientific Q32856 BE BT,
- —= IS i 5
DNA LoBind F2 7, 1.5ml PCR clean, Eppendorf 022431021 18 250k |BRBOREND 7L LoBind 24 FEE RS
250 pieces LYo
R “ 96 Well Plate ®tiz2 17, Deep Well (B
ED R Eppendorf 5804 8= 31.35 mm) AABTE, 1000 g BLE
96 )L TL—bHLLIE8 strip tubes®
_ . = ~ |[KUBOTA RAEVE VA
;"71"’7“" FHLCI% 8 strip tubes Ly |y 1A -96%/LFL—NFA: PlateSpin Il (KUBOTA)
D UE—Tvy -8 strip tubes i : & LR TFFIT
(D7 E—TYY)
Dyna-Mag-96 (12331D) (%96 well plate-
8EF1—TJ %A,
N N Thermo Fisher w YT FASUE [BRD2ATATR](p/n
E—XHBART Fuk Scientific 12331D LEE FG-SSMAG2) £ ] (8FFa1—TM),
EE IILO—AITHRE—XNEEDLH1T
ELTRBATEEN, YT RICHRE—XH
EFL24TIIEAT,
o e ) P10,P20, w
£k Pipetman P200,P1000 8=
oo - SureSelectd NI S (E—avk
Ed1% URILE RS Rainin L12-20 = -
NFF e RNERIE o SR CARITILEISERTT,
EXYrFyT HE. Nuclease-Free,
IFEVNTAYIITNE—{FE
RILTYIRIFY
FTARINTY
IO =D —F % Kimberly 220,330,440 (S, .

SAFE SKIN #'B—7 PRE (S, M, L 44 X)

Clark

M, L4 %)
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S475YQCH (BHENERKBEREICIL . TapeStationH. /A (47 F 54 AL\ [EFragment AnalyzerLVFh A DEFERZEC AR TS, )

DNABHT AN BRABEE (WIThADBRKBEEE_FATIL.)

DNADEMFE (L EEITERTHIENTEE
G2991AA/ ﬁ’f . .

Agilent 4200/4150 TapeStation System |Agilent G2992AA BE Agilent 2200 TapeStation, Agilent 4150
TapeStation [p/n G2992AA] D E AL A HET
DNAD EMFIXERICHEATHIENTEE

) . : e ED

Agilent 2100 Bioanalyzer Agilent G2939BA BE Expert Control Software ver B.02.07 &A%

WETY,
. M5310AA /
:g:;ar;;fZOO/SBOO/MOO Fragment M5311AA /
i M5312AA

Agilent 4200/ 4150 TapeStation;& &

Agilent TapeStation D1000 Screen Tape |Agilent 5067-5582 f&E 78 TRTRXI6YVIIVAIETEET .

Agilent TapeStation D1000 ¥+ vk Agilent 5067-5583 EE 112#9;7”’

Agilent TapeStation High Sensitivity

D1000 Agilent 5067-5584 BT 78 TRTRRK16 U TILAETEET,

Screen Tape

Agilent TapeStation High Sensitivity N

D1000 Agilent 5067-5585 fEE 112*’;; I

AEFE

96-well sample plate Agilent 5042-8502 EE

96-well plate foil seals Agilent 5067-5154 EE

8-well tube strips Agilent 401428 EE

8-well tube strip caps Agilent 401425 EE

Agilent 2100 NAAT7F+S4 Y EiER

SUTE > St e T

Agilent DNA 1000 kit Agilent 5067-1504 5 25504 || FVTRRIZYLINFTRT CantTER
1SUTRANYUTLETRT EMNTEE

Agilent High Sensitivity DNA kit Agilent 5067-4626 f&3E 10545 |9, Expert Control Software ver B.02.07 LABE A
BETY,

Agilent 5200/5300/5400 Fragment Analyzer;E#E &

NGS Fragment Kit (1 - 6000 bp) [Agilent [DNF-473-0500 5% [

HS NGS Fragment Kit (1 - 6000 bp) [Agilent [DNF-474-0500 55 |
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AEXvE

SureSelect XT HS25#Z vk

o =3
B il 5E ‘ o ‘ NER |HE
A s v e ) | -
SureSelect XT HS2 DNA library G9985A EE 96 RIS |RILFILvHI AR (index 1-96)
preparation kit for ILM (Pre PCR), 96 R i Agilent G9985B HEE 96 RIS |RILVFILvHI AR (index 97-192)
o G9985C {EE 96 RIS |[RILFIL YIRS (index 193-288)
(WFhh1D) G9985D {EE 96 RIS |RIVFIL YIRS (index 289-384)
AND
121\ (T)5
SureSelect XT HS2 DNA Target . - AtE—>3y
Enrichment Kit (Post PCR), 12 Hybst | ~91eNt G9987A BE | (sropuo o |[TVTFILYIARIE
I5)

RRAEF X TFrT—LFER

G9983A B 96RHES |RILFILyIRRR (index 1-96)
SureSelect XT HS2 DNA Reagent kit Adilent (G9983B {EE 96 RIS |RIVFIL v AR (index 97-192)
(964 T 9 G9983C BT 965 |RILFTL vl Rt (index 193-288)

G9983D fich 96RIESR | RILFILyH A% (index 289-384)
OR
SureSelect XT HS2 DNA Reagent kit with G9984A *EE 96ORMS |JINFILw YA (index 1-96)
AMPure XP / Streptavidin Beads Agilent G9984B }ﬁf 96RIGH [TINFTLoHAHIS (index 97-192)
(96RIE4) T G9984C {EE 96 RIGH |[RILFTL v AR (!ndex 193-288)

G9984D }EE 96RIESR | RILFILyH A% (index 289-384)

196 RIEDFYMIIE1SoHi=YIZ248T
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SureSelect ¥+ I Fr54735Y (FO—I)

3 [ #isi—ph— ] RE [ iz
HRELTO=T+* T ¥+ TFrT—L A

SureSelect Custom Tier1 1-499 kb (6" or 30* Hybs) Agilent

SureSelect Custom Tier2 0.5-2.9 Mb (ﬁt or 310t Hybs) Agflent SureSelecth 8.4 FO—TAHRAL T4 A2 Y— L SureDesignT
SureSelect Custom Tier3 3 =5.9 Mb (6" or 30* Hybs) Agilent s (TR ES . LB A D E R

SureSelect Custom Tierd 6 =11.9 Mb (6" or 30* Hybs) Agilent T o e e

SureSelect Custom Tier5 12-24 Mb (6" or 30* Hybs) Agilent

HRELTO—=T* RRFFATF+T—ILA

SureSelect ARXA L Tierl 1-499 kb Agilent

SureSelect HR5A Tier2 0.5-2.9 Mb Agilent SureSelecth R4 A FA—TIFNRE LT H A2 Y—)LSureDesignT
SureSelect #X% Ly Tier3 3.0-5.9 Mb Agilent e e e - . ~ .

SureSelect XA L Tier4 6.0-11.9 Mb Agilent THALTEET BLAEBHLEDE TS,

SureSelect ARXZ L Tier5 12.0 - 24.0 Mb Agilent

BEFHFTFNI4735Y TN TF+T—IVA

SureSelect HS PreCap Human All Exon V8 (12 Hybs)** Agilent 5191-6878 Design ID: S33266340
SureSelect HS PreCap Human All Exon V8+UTR (12 Hybs)** Agilent 5191-7406 Design ID: S33613271
SureSelect HS PreCap Human All Exon V8+NCV (12 Hybs)** Agilent 5191-7412 Design ID: S33699751
SureSelect HS PreCap Human All Exon V7 (12 Hybs)** Agilent 5191-5735 Design ID: S31285117
SureSelect XT2 Clinical Research Exome V2 (12 Hybs)** Agilent 5190-9501 Design ID: S30409818
SureSelect XT2 Mouse All Exon Genome (12 Hybs)** Agilent 5190-4682 Design ID: S0276129

ClearSeq Comprehensive Cancer XT2 (6 Hybs)** Agilent 5190-8018 Design ID: 0425761

ClearSeq Inherited Disease XT2 (12 Hybs)" Agilent 5190-7525 Design ID: S0684402
BEFHFTFN54T5Y RALFATFTI—L A

SureSelect XT HS Human All Exon V8 Agilent 5191-6875 96 & Jit:. Design ID: S33266340
SureSelect XT HS Human All Exon V8+UTR Agilent 5191-7403 96 &It . Design ID: S33613271
SureSelect XT HS Human All Exon V8+NCV Agilent 5191-7409 96 &It Design ID: S33699751
SSel XT HS and XT Low Input Human All Exon V7 Agilent 5191-4029 96 & Jitx. Design ID: S31285117
SureSelect XT Clinical Research Exome V2 Agilent 5190-9492 96 &It Design ID: S30409818
SureSelect XT Mouse All Exon Agilent 5190-4642 96 & Iit:. Design ID: S0276129
ClearSeq Comprehensive Cancer XT Agilent 5190-8012 96 &It . Design ID: 0425761
ClearSeq Inherited Disease XT Agilent 5190-7519 96 . Design ID: S0684402
BEHEFHFYTFYIAITSVICEMTEBRE TLFrTF¥I—ILA

SureSelect XT2 Clinical Research Exome V2 Plus1 (12 Hybs)** |Agilent

SureSelect XT Clinical Research Exome V2 Plus2 (12 Hybs)**  |Agilent NABLTH A2 Y—)LSureDesignTTH AU TEET,
ClearSeq Comprehensive Cancer Plus XT2 (6 Hybs)" Agilent FHLEBENELELTZEL,

ClearSeq Inherited Disease Plus XT2 (12 Hybs)** Agilent

BEHFEHFYIFVYIAISVICEMTEHE RN TFvT—ILA

SSel XT HS and XT Low Input Human All Exon V7 Plus1 Agilent

SSel XT HS and XT Low Input Human All Exon V7 Plus2 Agilent

SureSelect XT Clinical Research Exome V2 Plus1 Agilent HRBLTHAY—)LSureDesign TTH AU TEET,
SureSelect XT Clinical Research Exome V2 Plus2 Agilent HLLLEBBLEDLEEEL,

ClearSeq Comprehensive Cancer Plus XT Agilent

ClearSeq Inherited Disease Plus XT Agilent

*20204E8 A LIREICE R e - h R 2 LTO—TIE. RFOHEETO LR THRESNTVET  THFAUF A XD TierlTHRASNILICRHESN TUOET, 202048 A LYHT
[ZERET S EXESNHRELTO—T &, REEDEETOEREFEAL THESN TEYEEXATEETT EXOBETOCROHETNVIZIE, THAU YA XD Tier
FEFBEINTVER A BADHTII—DHRALTO—T I, TALILICERBSN TV IR—ORELShi=4— v RETOr L EERLET,

TeNATUHRDF v TFrTO—TF, HEBED16H 2T/ T—ILTT—ILENT=5H96 9L TILRTHIBEL TLET (63171 x 16> F)L/Hyb) , FOFIL HHR
TYTITRBBEDONAT)E A E—avI+RERENEEATOET,

BONATIR DX TFoTIO—TIE, EBE D164 T I/ T—ILTT—ILENTF=51480H 2 T IV ZHIEL TLET (3073171 x 1692 FIL/Hyb) . FARIIL
BATYIITREHDITUHIYIONATYE A E—2avIsH R HEHENEFATOET,

B12NAT) B DX TFrTO—TIE, HEBRD8Y LTI/ T—ILTT—ILENFEI6H U TIL BT L TWET (127 4T x 84T )L/Hyb) . TP HHR
TYTZRED1TUH1YeNATVEA(E—2av RIEE2SV T 2EOICHRHRENEELTOET,
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1 IFCHI

R 5 HUTILEATOMBIE A EICE - TR ELLAEBE B LUHES

BTN BT OM R B RIS S Y B ELHRS SUHESR

A% Tﬂsﬁx—ﬁ— BE JE | wes |us
ERELDNA (FFPEEEDNAY Y IILICIERESHYEEA)
51304 (504>
RN . ) s = ~ i 2,25
QlAamp DNA Mini Kit Qiagen 51306 (250427 [:E ] B EIDNAZRER T 5 R T L]
L)
FFPEEIEDNA (B S BHHDNAY VTV ICEBRESHYFEEA)
QlAamp DNA FFPE Tissue Kit, 50 Qiagen 56404 (50427 15
samples 9 ) = FFPEANSDNAZHBET 53 AT Ly
Deparaffinization Solution Qiagen 19093 it
nailent NGS FFPE QG Kit Acilent G9700A (16515) - gﬁfff FFPERISEDNAY LT IL DB A .
gilen : gilen G97008B (96 R RE oemms |7/LONAQCIZERLET,
Genomic DNA Screen Tape Agilent 5067-5365 BE - 24;{517”/ TapeStation Genomic DNA fz#f FIDELEE,
Genomic DNA Reagents Agilent 5067-5366 BT ; RA—FEFDIDNAD S EEEFf IS AL ET .
gDNAZHM THT L9 5158 (BERICLAUMICIFERALEEA)
gDNAZORG<HER M &L HDFEREIZ150-200
Covaris bpD REIZET LT B1=8I<. CovarisD{E A
Covaris Sample Preparation System (TLTRIEE) Model E220 e MEESNTVET, E220LUNDETILESE
ADZEREETICEEAVEHEZEN,
ISAYDERATHRELEEA,
I Covaris .
Covaris microTUBE sample holders (TLT 5 520045 BT
gDNAZEERRIG CTHT LS 2158 (BMICL UM ICIFERLERA)
5191-4079 (16/=
SureSelect Enzymatic Fragmentation Adilent I) s SureSelect XT HS2 DNA Starter kitIZ[&&FEH
System glle 5191-4080 (96/% RE TVET,
i)
N ~ =
~ =
EOMAT A ORE- BB
£ 6 TOMAT Ao DRE-LE
ZDlhA T 3L DHE- EE
B S A—H— BB s T S e
HEE
Tween 20 Sigma Aldrich P9416-50ML 1A 50 mL ;F_ﬁtgéﬁﬂjﬂ ORFOFOIS
AriaMx )7 JLAA LEEPCRY AT Ls Agilent G8830A L E] ::_F{;iﬁmLﬂ;?A#ij@i%ﬁ‘ 7/ \DNA QC
AriaMx 96-well plates &1=[Zoptical Tube Agilent 401490 Ff=lE . AriaMx )7 ILAA LEEPCRURT LEERT
Strip 9 401493 BEICANET,
. . ) w AriaMx U7 LA A LTEBPCRY AT LEFERT
Mx3000p/Mx3005P Optical Strip caps  |Agilent 401425 [ E] I ELNES.
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2 Agilent NGS BEN LS AT L% E A LT SureSelect Target Enrichment

_ . 2 Agilent NGSEE)MEL AT LZEFER

P L7-=SureSelect Target Enrichment
O ® @ Agilent Bravo NGS BEMEL RT L oo 16
o0 @ @ 0 o o Bravo FIURTA—AIZDNN T 17
., . SureSelect Target Enrichment Procedure D#EE.................. 28
o O, AT ETS ETORBREHORET o 32

° ® @
o

ZDETIE, Agilent Bravo NGS BEIMES X T LD, SureSelect XT HS2 Target Enrichment 7
ARILEE, $&U Agilent Bravo NGS BEIMES R T L% {E->7z SureSelect EERDEHEIZ L THIE
[CBEBTRELITOVTHALTLET,
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2 Agilent NGS BE1Mb L AT LiZ{E AL T- SureSelect Target Enrichment
Agilent Bravo NGS BEIELI X T L

Agilent Bravo NGS B &t X7 L Option B [&. Z BB EI5 £ Bravo 75vhT+—L R4
yh—tE<4/4907L—rHEBE#/\VRFS—0 BenchCel, Y470 TL— NI RT—230TH
% MiniHub, B&1>—5—0 PlateLoc MoK SN TLVET , Bravo TS5Yb I+ —LDTYX DA T
23 T#H5 Inheco E—+TAYY (4 F.6 F) EFS5—(9 &) D Bravo TSN TLET , SBIC
PlateLoc & BenchCel ®EEIZEHT AT 7aV T Ly — (FREEBERDSA2) KU R T LI
B TOET,

BenchCel
2B yh—ftE<w1oa7L—+A
BEj/N\URS—

I 'H ) (
Bravo -
</ /4oa7L—+H
KEEEE S

PlateLoc = l
BT —5— —

i
:/

[ZLHIZ. CHERAD Bravo F7SYhI+—LDBE. ATFTFUR. BLUEREL
DFBELZIBHEAIEESN R 7D2—F—HARDYRMESBLTESLY,

MiniHub

&iEZ/o0TL—k
NI RF—23y

Agilent Bravo NGS BHEj{ES XT L Option B D&V R—HR D —ARRIZHERESARIEICDULNTIE R
7 D1—HF—HARZHEZELTEELY, SureSelect XT HS2 2—4 b I )wF AV NI—H 70— fF
AT 3FIEICDOLTIE, 22— —HARTHBALTLET,

% 7 Agilent Bravo NGS BEI{EL R TLI—H—HAK
Device User Guide part number
Bravo Platform SD-V1000376 (formerly G5562-90000)
VWorks Software G5415-90068
BenchCel Microplate Handler (G5580-90000
Labware MiniHub G5584-90001
PlateLoc Thermal Microplate Sealer (55585-90010
16 SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation



2 Agilent NGS BE{b > R T LiZ{EALT- SureSelect Target Enrichment
Bravo 75 Yk 74— LIZDLNT

Bravo 75wk 74— L4(X, 96 )L, 384 HTILE XL 1536 D)L DTL—bDNURYD T2 LT
9 DDTSYNI+—LTYXHLHHSZLEMBEFHREH TS, Bravo T3y T+—LIlE VWorks
Automation Control Y7k 7 CavbO—ILLET , RIEA[REL 7 BEDBEEF VT E (I ELE
TFYTHERYAYRMRIRTE, 0.3 uL A5 250 UL ETOREEEREICHFTEET . AF7Ok
JLTHERALTOWAERYIN YR T, 2 uL A5 175 L FTORAKEEREICHFTEET,

Bravo 7S5YhI7+—LTY¥

COTARILDLUT DIV T, Bravo TYFDIEEDHAICTL—RORE ' —/1—%5%
BT 5-00HMAHYFET, Bravo T3V I+—LTYFDEFITONTIE. B 1 E#SHBLTZE
Lo ELKEEMES AT LEERT 2012, COTYTONERRIIFREIZEETT,

Back

] | ]
1- 2. 3.
4- | 5- | 6°
7- | |8 | [9-

Front

1 Bravo F7SyhI74—LTvH

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 17



2 Agilent NGS BE1Mb L AT LiZ{E AL T- SureSelect Target Enrichment
BenchCel [ZTDLVT

BenchCel M/N\URS—HFMET HAR—XIZ IEESNT- LIS DEHDZEHER ITE I ELKSIZ, F=
FEDREIZLDEDHLENKSIZ, FELTLEELY, BenchCel DRAYH—IZRENF=FvTHRY
HDRE.FHBEHDILDLEDT, U THR. FYTRYIRERYRKRE. POFVTERETHLSIC
LTLEEELY,

BenchCel DEREF#A 79 5&. BenchCel DNV RS—E T ADKR—LRSSIVETTIMN>TEFY
FI L, EBEREFLVKLSITSTEELTLESLY,

F—1#EIRHLE T, BenchCel DNURS—DT7—LEHHHMN>TLESFHFIZIE. EEDOIUD
ZFICKBMUBRBRNDETT, FAULEMST (. ATOMIILOEKREICEHE SN TS Y HR—k
BREVEHLEROIZTERLESLY,

MiniHub [ZDUNT

MiniHub [ZFL—krE Ry bg BIRICIE. 1VDE 50 R—UDE 4 DME (A1 OELE A MiniHub [ZIE
ML CFRIEDMEICLD) TIL—FEBL TS,

MiniHub [FJRAEREANFFFICIZERICENT CENTEFT A, —ENELSI-RE, F
TREZEZADCENTEF A BEICEHHILVRIITEELTLZSELY,

[MiniHub 1 =S+ 54 X422 810]

MiniHub D1&X0EAIZRR—ZIMEL, MiniHub 27 L—krEtykLIZLUMES . MiniHub OEEZELY
o>f=A OFF [ZLT.FET MiniHub ZEEIGSE TR ELTIL—rE VL., Yo I(C
MiniHub M EJEZHE U ON [ZL T. Initialize MiniHub RAEFHBLTA = v SA XEMTEHIEMNTE
9,

f=1=L. CO##EIX. £EED Initialize MiniHub DRAZ2 AADL = Form TOHERTRIEETT , —DHRA
UMDNVTULVEL Form 2 AL TLAI5E . MiniHub D EEZ Y- T MiniHub 2F THRIEES 4L VK
SIZLTLIESLY, MiniHUub MO EIR%E OFF [CLTHRIEZZEZ-5E . w9 . MiniHub DA =3+ 54 Xig
EDRBETT A vTMRETHT(CEBEZEDEIE, T—NRELET,

AR ED) v LT, MiniHUb DA =S %S4 X %1756 R THICTEEOBRMNENET,
P;\"u'orks [ﬁ

| Protocol complete!

——
b —

OK REVERL T D ROBEEITOTIZSLY,

MiniHub D#DFEIFEWNEETEYFSNTOET . ELAF—REBLGAEMA T, HIOELENEHD
TLFESBE BEOIVO7ICKAUMERENABETY  TAUEMSTIC, XATOMILOKE
[CRBESINTLS Y R—FBENEHLEEDOICTERIZEL,
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2 Agilent NGS B&1Mb L R T LiZ{EALT= SureSelect Target Enrichment
PlateLoc [CDLVT

BREANCERELERENREIEICETZETHIS—DEEARET BELESENRTEMEIC
E9 5L BERODAAIZ RUN ORIV HHE T, BIMETESKIITHYET, PlateLoc AN —)LIL$FE
$EHYFET A, SureSelect XT HS2 BENL AT LTI, Clear Peelable Seal ##RALTWET, —®
Clear Peelable Seal T—ILLIzFL—hI&, #iBMMNS1BETIE 0~-80°CHIEERTRETEET
N ZFNLUEOHBOREICFIELTCHVEREA, 1BEYRREETRHE. O—ILTEHEL B4
Strip F vy TR EEXHTHEFALIRETREIESLY,

R

I73a>7LyH—. Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rJ BV D EREANTT , F
S—IEFTaraLESREL. FI—EBREAVICTHEERINTLSTORILTOH, EREANDS K
SIZLFET . 7V Ty —IEEREANSHIC, HEROAZIO0—XDREIZL TSI EEFREZELT
{12&LV, Bravo D ERITAKEGRIEIZ. BenchCel D ERIZFARAAEEIZ. MiniHub O ER &
MiniHub A RSN TLSERRYIADIEEIZHYET  Inheco E—TAYIDERITE@IC. F5
—NERITEBIEIZHYET , PlateLoc ITEE®D Air RAvFH ON THAHZEZHRLET, RIZIC
PC MEREF AL, VWorks YIbO = 7HEEILET .

WA

VWorks Y 7b0 7% 90—XLET , AYYFRIFEERELZY, LEEFRFLEYLENLKSIICLTEZSLY,
%M . Bravo, BenchCel, MiniHub, PlateLoc, Inheco E—rJOvY FS5—NDEREZELTNNEET,
BenchCel M ERZZETHIZIE. NURS—DTEIZHEEEFTLZVESITTELTLESLY,

I7AVTLyvH—LEBREFLLELZIC, IROZRIT T HRL TSN, TOE. HFEYB LKL
HKO% Open 35L& BLENTEREKNRVET CENHAID TR LS, BMEHRICHE
([Cr=F oKL AFICHHINET O T HROICF LIFIILGEFZB WV TKLRIZENLGLKSIZD
FELLEEN,

PlateLoc (XERZHEMICA T EL. TL—rEHELZT VXN HIKREBOFFITGRYET, T+
NETOSRENRIZESHNMGEE (X, TOFETENFEVETAN., TL—FERFFIZLELV=LNME
Bl T7a0 Ty —DEREATIZLI-%. PlateLoc D&EED Air R4 vF% OFF [CL TS,
TYXEF T REITWLIO LN TEE T RITHERATHEZICIE, PlateLoc DEFED Air RAYF
W3 ON [ZLTLEELY,
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2 Agilent NGS BE1Mb L AT LiZ{E AL T- SureSelect Target Enrichment
Bravo TvXE—rJOvIDBRERE

Bravo 7w 4 && 6 FIZ(X Inheco E—FTOVIAFRESINTHY ., SUDBEIKRELRETY LT
WIL—bEAoFaR— T B=OIFERLTLET , &R (85°C) £1zIHEIRE (4°C) TOAFar—
DAVRATYVIEELSUTIR. SUEERTTARIICERTHIE— IOV I DBEEEZHSH LD, Inheco
Multi Tech Control ZHEARKDEE CTHEL THLE, BERFRZEEETEET,

Bravo Ty¥E—rJOvODEEIL. LU TIZEREAT AFIET Inheco Multi TEC Control EE TEEY
BIENTEET ,Bravo DeE—rI Oy ETYFDESIL. Inheco Multi TEC Control EE T 8
DESITRENFET,

% 8 Inheco Multi TEC Control #yFRX 91— &R

Bravo Deck Position  Designation on Inheco Multi TEC Control Screen
4 CPAC 21
6 CPAC2?2

1. KREIRAD TEYGETVFALE (CPAC 2 1 F7=1& CPAC 2 2) & IRLET,

cPAC 2 1((<] >

249 | &

2. BRLETYFREOE—NIOVIDBREFRTET AICIL, SETRIVERLET,

24.9°C { )
Shaker |0200 rpm| =

3. TUF—/\UFTEMETHDREZANLES  AALEERERFBEEDE EICRTSNFS EELL
BEARTINL, TOERERTHIERT L TOERENANSNIEIBYFES , (RRS
NPT TEAALIECEITGLRVDD T, TEBLZEN,)

085.0 °C [;ﬂ
6] 7]8]9]0
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2 Agilent NGS BEIMbS R T LZ{HE LT SureSelect Target Enrichment

4. Temp REVELT, HILRELIBEMN SET REAVIZRREINDZEXHEEL TS, Temp
RAVERTE, Temp KAV DELRESGY, BIRLIZE—F IOV I FH LR ELZREIZH S &
SIZMBFEIEAEEINTET , CORFIVEFIGWNE, ERICAALEEREICaYO—)LEhigL

DT, TEELLES,
CPAC 2 1 <] >]
) 2500

Curruu temp.
Shaker |00 rpm

FS—DRERE

Bravo TV M 9 FIZIFFS—MEKEINTHEY . REIGLTT vXEAEAE T MBS L3210
TWEY, TAFIZFS—DEEREDIRELHDHZEDH . FI—IFONIZLET , TRLUSN T
BiR% OFF ICLTHEFT,

FI—DREREF. BERTZREHNS Up HLLIFE Down KAV T, RNEENEESN-REIC
17HEIICLT.ENTER KAV TEDREEREL., 512 START REVERL T HEELIZEETEE
aRA—LENELIITLTLZEN BEIVFA—ILAETEINS L BEERROERD * ¥—9
AZDERDBRKDEEN LIFHHEEIFE+ (TSR)I—VIZ BEEZTIF3EHEE— (R4FR)
R—IIZEDYFES,
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2 Agilent NGS BE1Mb L AT LiZ{E AL T- SureSelect Target Enrichment
VWorks Automation Control Y7k 17

VWorks Y7oz 7 (X #H#L D Agilent Bravo NGS B &b X7 L Option B [Z&FEh . ARV EE
D284 /a0 THIEITEZE T, Agilent Bravo NGS B &)t AT AIZ(X. SureSelect ¥ AT LT,
ELBEHNETORINT RTAST= VWorks VIR Iz 7RHoMLHA U A—ILEhTLET,
VWorks YI7hDT7ZEEMEDHDIED — RGN ALEEENSTORIILIZDONT, LLITFIZERHA
LET, SureSelect DERTYTDIEETIEESNTz VWorks AL EFERTEEIZ. ZD
VWorks AL TR EELELDHREIZOVNTIE, TAMILDERTYTTHBEALET .

ZMDT=a7J)LI%. VWorks software version 13.1.0.1366 IZxf i L TLVET,
VWorks D/ \—32 22T O Z &R IE . email_japan@agilent.com FTZE
BLPEELY,

VWorks Y9z 7 ~DOOT 1Y

1. Windows DT R by 1285 VWorks 743>, E£f=I& XT HS2 VWorks Form ¥ 3—rhybE4S
TILD)wH LT VWorks VIR 7E#EEIL TLESLY,

2. User Authentication #47B45 Ry ZANRBENLZNGEIZIE, VWorks 42RO DY—IL/N—D
Login #47') v LTLIEELY,

3. User Authentication #4704 R y4 X Tl&. VWorks 1—H—& E/NRXJ—KEAAL. OK &4
YILTLEEW, (A= =T hOURAEMEEIZIE, BEEICELEHETESLY, )

Flease log in: DK
User name:
Cancel

Passwaord:

VWorks Y7917 TD User Authentication D% 5E (Administrator B 11— —D & wIEE)
1. VWorks Y 7h 7 DE@E T Full Screen % off ITLTLFE &Y,
2. BE LD A=2—/\—M 5 Tools #01)voL. ZDT D User Management & 41) v L TLFZELY,

3. Create New User Z:&RLFET . COEME T, #L)%: User Name & Password Z5%E L TIZELY,
F 1= Y% Security Level Z5& E{f=&LY, Administrator LR JLE KU Technician LARJLIE, AUy
FOEZFRZ A AIEEAD T, Administrator #REZBLNDERIEHENOLER A BEZAVIFD
EEFMAMN TS Operator LN L TOREEHRLET, 1-7ZL. 7O EXTESHEEIEHIRS N
9,

4. Password OEYIGE B AZEMMDIBEZREL. VWorks DEEIZEVYEY,
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2 Agilent NGS BEN LS AT L% E A LT SureSelect Target Enrichment
VWorks 7AkaLESUEYRTTFAIL

VWorks VIk 9z 7D BEEETOYSLEITRDI7ZAILIZIE, pro(FARIL) TFAILEISH(TUE
YR TFAILD 2 BENDYET . SUEIRNIZAILIET—HRT— a0 THEHOBHETOrLE
HABDHET—EIZRTTH=OIZFERLED,

SureSelect XT HS2 DNA Z{#ERL1-5> DR E LBRA
SureSelect XT HS2 VWorks Form #2819 52U T D LS T+ —LNRIREINET,

NGS Workstation B Setup

il Agilent

d Answers Bravo Deck

Protocol Parameters

1) Select protocol to

SureSelectX7#S2DNA
with Enzymatic Fragmentation
and Dual Indexing for

illumina sequencers

BenchCel 4R

1. TARIMYT D XT_HS2_ILM_v.Bx.xx.VWForm > 3—hhyrEFE>TINITA—LZEREFET (XXX
[FN—2ar B ESERLED),

XT
H52

2. JA—LORAOYTE YA a—mi BY)EL SureSelect 7—970—XTFvTEH T ILDAS L
MEBIRLET . HoTILOASLEIFI I DDHAS LN 8 H T ILIZRIELTLNET,
2HASLIF16 BT IL . 3HASLIE 24 H T ILERY K 12 WS LEBYET,

3. SDITA—LTIRTDIUNDINTA—3%RTFELT=5. Display Initial Workstation Setup #41)v%
LEY,

@ Display Initial
"= Workstation Setup
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2 Agilent NGS B &1L AT LZfEALT- SureSelect Target Enrichment

4. Jx—.L_E® Workstation Setup D&% (I, Bravo, BenchCel, MiniHub ®ZhZ4[ZDULV T,
RELIEZIUNTGA—FITGL TR BELGAIHELERBEZ YN SIGAMNREINETS . CDIE
EHAEEEASE. BMMETARILBERICISVSNFERADT BT FITNLFIvIT5HLIIC
LT(T:éL\o

NGS Workstation B Setup

Bravo Deck
L= .

1
Wiaste Plate (Agilent
2mL Square Wiall)

4. Peltier 79— § 5. Shaker 6. Peltier

SureSelectX” #SZDNA s et o i
o of columns of samples 10 with Enzymatic Fragmentation
. 7. Magnet 9. Chiller 0-C
] and Dual Indexing for Shaared DA e
below (o display workstation illumina sequencers eoperr Tuntec [ow Piate (col 1-3)

7 Tip Boxes Empty
ucm.:d AMHME XP
Shelf 5 hezd
euwell m.ug
Empty Eppendorf
Twin.tec Plate
Empty Eppendorf Empty Eppendor
TR Twan.tec Plate Tuan.tec Plate
New Tip Box (or from Nuclease-free Water
Enzfrag protocol) i Agilent Shallow
Well Reservoir
Empty Tip Box (or | 70% Ethanal in Empty Tip Box
LI R from Enzfrag Agient Deep Well
protocal) Reservoir

5. BEIESDATLALIZEL YT yT SN =2 &R LT=5. Run Selected Protocol #5UvoLE
ERS

» Run Selected
Protocol

Controls

Resat Form
Sedections to Defaults

Full -
Executed Protocol & Status

Satin for LibraryPrep_XT_H
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2 Agilent NGS B &1L R T LiZERLT- SureSelect Target Enrichment
Bravo D #)HA{L

Bravo MERF AN TE&EAIZ VWorks ZRA—kL1=&E(2IE, Bravo DAL DEIMEIZFELY, T E
AICTROIZ—AvE—IM 2 BHFET, T FERDIERICH ST BIELTIZEN, COFRATE
REBEZDE DEIENELGTHONT . TOPILES VLTS ERFIZTS—TLEFO>TLEVNET,
IELLEIREITIRSITERLZELY,
1. wDET)—DMEEIZES G axis DITS—FRRTNEFET,
ZDIS—RRAHTS, B Ignore and Continue, leaving device in current state Z:&#RL T<
AW

r |
Bravo - 1 Error

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

again.

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

- Choose "Abort”™ to cancel initialization.

Retry

(_ Ignore and Continue, leaving device in current state DD

Abort

Add to Error Library

2. JIZ W-axis D#EEIZHESTS—RRAEFT,
ZDIS—REMNH=5, B Retry Z:EIRL TS,

r ~
Bravo - 1 Error

Please verify that it is safe to home ﬂ'uthe " 1
aspirate dispense axis). If there is fluid in the tips you :I
may want to manually home the W-axis in diagnostics
over a waste position.

- Choose "Retry” to continue homing the W-axis.

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

| Diagnostics |

Ignore and Continue, leaving device in current state

Abort

Add to Error Library
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2al—avEREDRER
VWorks YIZrx7I1EL2aLb—2avE—FTETTAHIEBTE TOAIFRV)—VTAALIZOT

Kl Bravo NGS BEMEL AT LATIEETEINFRA. SVERIBLTET—9XAT—a v DEEN
RIGLEEWMGE . LTDIEEZITLN. VWorks TD 22l —avE—RFDIREZHEZEL TS,

1. RAT—BAA2 T —4(Z Simulation is off ERTEN TR EEFEZRL TS,
(View > Control Toolbar &9V BERT—RRAAL O —EARKRTRENET )

4C'p Simulation is off L% Diagnostics ||

= w

@-’ Log out E Compile y Start UL Pause 3

2. ZDOA2 4 —A1Z Simulation is on ERTREIN TN =6, RT—EFRA DU —E2DREVEILT
2L — a3V E—FEATIZLTLEEELY,

XT_HS2_ILM VWorks 74 —LALIZY—IL/IN\—H B 215U 54 | Full Screen
on/off #5)yILTIIARY)—VF—RERTLTEEW, FNTEHY—
IWN—DRZBEWEEICIE. 7A—LETHI)YIL, AZa—5D"5
Control Toolbar Z:#E{RL TZELY,

FArNFEEEESUEIEDORT

TOI4URIFSUNTET T HERTSINET, Yes 41) oL T BenchCel 5o %L . XD .pro
Ffzl&rst TOIVITHRB=OIFEHRELREZIMYBRNTZSW, fZLFRMLIZEH>TIEE]
EHESHEATEITIL—FOSVIEHBYFET DT, FRXTYITTOIRRIZHE L TLESLY,

Protocol complete! {4j

\9! Release stacker racks used in protocols?

Yes | No
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VWorks D# T

Administrator £ L<I& Technician E—F T VWorks #ERLTL\%154 (X, VWorks Z&E DIRET
Close TEFE 9 H'. Operator E—FTHEALTLSIZE. TDFEF VWorks # close $5ZEMNTEFEYE
Ao TEEDFIET Close LTLEELY,

1. VWorks @ Form MDEIHEIZH TULV5 Full Screen £4')v% L T. Full Screen off MIREEIZLET,

Eﬂ Full

Screen

2. E@E_LE® Control Tool Bar /5 Log out D 7AAVEI)VILET,

Compile _astart ‘

3L Control Tool Bar NEEICH TLVEWMES X, BIE EE® View DAZ1—%9)vIL. ZD
1 Control Toll Bar Z:E&RLF=KEEIZL TFZELY,

3. Logout§%&, SORAUA Log in IZEHYET, FEED1—F—% & password TAST AL T
Qr={AN
User Name: administrator
Pass word: administrator

4. 054 %1=15IZ,. VWorks # Close LTLIE&EW, CCTH—7AORLEFEBRLTLESE £E
ESINTLEITNDAHBYFET, OT 1R ITIREEFE T2, 1212512 Close LTLESLY,
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SureSelect Target Enrichment Procedure D=

ANEFHORTIVR—H U RTSYN I+ —LEFRANTSATS)ERAMT BED SureSelect XT
HS2 DNA 3—45 Y hI )y F AU LD IT—H70—%K 2 [T5RLET,

SureSelect XT HS2 DNA SA7SYSRASE X YR TIX 4 MDD BHRDAVTYIART IL—r2EHATEE
T (149 R=DCDAVTYIRTZAI—RTDIL—hIvTES]E), EFHT S SureSelect XT HS2 &
BXIMIGL T RILFILYIRL =TIV AD=OIZ NAT)FAE—2arFvTFrailc v
WET—=ILTENTLIEYTFYT—ILAR)  NATVFAE—230F v TFYRICHOTILET—
WTBINRRNF YT FT—ILAR) E#BIRTEET,

= 102X, SureSelect 7 —4-70—DHh TEHND VWorks DTALILANFEEOTHYFET . Y
TILENIE T BEE(ERSN S VWorks 7OMILDEEMAEREBRIZ DT, YU FILAR, N(TYS
AE—2a3y NAT)FAE—2a 0 BDEBIEODREEZSBL TS,

SureSelect XT HS2 5473 AS T ORaILIE 10~200 ng ® DNA 1> FyhEEF T, Fresh 4>
TILEEDE RE gDNA M5 FFPE 2 ILHFED gDNA ETHRELTLNET,
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Genomic DNA samples
(10— 200 ng DNA per sample)

Mechanical shearing
OR
W Enzymatic fragmentation

SUI’ESElect XT HSZ DNA DNA fragments

. Prepare samples using
NGS Target Enrichment SureSelect XT HS2 DNA
Workflow with Option for ~ Library Preparation Kit
Pre_Ca pture Pooling Duplex molecular barcoded
DNA libraries
PCR amplify using
Genomic locations of interest unique dual indexing
primer pair

Design probes against target

: : Pool 8 or 16 amplified indexed
sequences in SureDesign

libraries (If performing
pre-capture pooling)

Probe Capture Library h 4
(SureSelect or ClearSeq library) Indexed DNA libraries or library pools

Hybridize using SureSelect XT HS2 DNA
Target Enrichment reagents

Probe Library/prepared DNA library hybrids
l Capture hybrids on magnetic beads

Captured libraries or library pools

lF‘CH amplify

1 Pool captured samples

: (If performing post-capture pooling)

v

SureSelect-enriched, dual-indexed,
duplex molecular barcoded NGS libraries

2 B—FIRIU)YF AU =GO RSATSYRB DT —H 70—

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation
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J—)70—0OHE

SureSelect XT HS2 DNA #2—4 kI ) yFALRT—4970—TIER 9 DEEIZH-TI—H 70—
FRELET,

DNAH T ILDGRE fresh E&7=(% fresh-frozen DY T ILHMSDE B DNA Hh s, FFPE fa3k
@D DNAFET. 7AFaLDOHTHEEETRHETEET,

DNA Qi Frib 7 i& BERICLLIEAIEOBEMLT O ILIMERTEEY ., (FiE 1: BEIEY
AT LERAWEERICEIEM AL ZSRBIORATYTORDOYIZ, T2 7 L TORMIE A1t (5
2. /N RZERL= DNA B F4E) 4T3 EMATRET T,

Yo DT—ILER SureSelect XT HS2 BEE7—49 00— 2 84T DH T ILDT—IL %
T2F7d, FNFNTHEAT 5 SureSelect XT HS2 DNA St EMNELYET,

s TLE N TFYT—ILAK - 41O TYHREFMD PCR RIH&IZ 8 HBWLIEL 16 HoTILDSA4TSY)
7= ILLFET . FOERITNETNDSATSYT— LIz TA—TADNATVEAE—230 RIG
=TULET,

s IRARENYTFT—ILAR - NATVEAE—aV REEITWL. ¥ TF¥5475')% PCR &g
Lf=1&. o— 9TV RBHETORINY U TINET—ILLET , T—ILTB54TS5) DMK, >o—5T
DRTSYNITF—LDT I T IR, BRID—T R T—EE(2IKELET,

® 9 BEMETORILTRELTVWST—YI70—DEER

Property Options Usage Notes
DMNA Sample ntact DNA Use standard protocol with 10-200 ng input DNA
ntegrit } ) P "
gy FFPE DMNA Qualify DNA before use in assay; see “Protocol modifications for FFPE Samples™ on

page 136 for summary of protocol medifications.

DMNA Enzymatic Use the Enzymatic Fragmentation automation protocols to perform enzymatic

Fragmentation Fragmentation fragmentation of DNA samples. The protocol EnzFrag_XT_HS2_ILM executes the

Method iguid handling steps for the enzymatic fragmentation reactions. The protoco

EnzFrag_Dil_XT_HSZ_ILM directs the dilution of the fragmented samples to the
concentration needed for library preparation.

Requires purchase of SureSelect Enzymatic Fragmentation Kit, 96 Reactions
Automation (Agilent p/n 5191-6764)

Mechanical Perform mechanical shearing on Covaris Sample Preparation System using manua
(Covaris) iguid handling (no automated protocol).
Shearing Requires purchase of Covaris Sample Preparation System and consumables (see

“Additional Required Materials based on DNA Sample Type/Fragmentation
Method” on page 16).

Pooling Pre-Capture For library preparation, use a SureSelect XT HS2 DMA Library Preparation Kit that is

Strategy Pooling compatible with pre-capture pooling (e.g., Agilent part numbers G9285A through
G29850). For target enrichment, use the SureSelect XT HS2 DNA Target Enrichment
Kit (Post PCR). Refer to Table 3 on page 14.

Post-Capture Use one of the SureSelect XT HS2 DNA Reagent Kits compatible with post-capture

Pooling pooling (Agilent part numbers G9983A through G9983D, or G9984A through
G2984D0). Kits include reagents for both library preparation and target enrichment.
Refer to Table 3 on page 14.
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2 Agilent NGS BEN LS AT L% E A LT SureSelect Target Enrichment

% 10 9—4270—THEASNhS VWorks 7O N ELUVSEYFDOBE

Workflow Step

Substep

VWorks Protocols Used for Agilent NGS
Workstation automation

AMPure XP Bead

Aliguot AMPure XP beads for use in the Library Prep
runset

Aliguot AMPure XP beads for use in the Pre-Capture
PCR purification protocol

AMPurexXP_aliquot (Case Library Prep)

AMPurexP_aAliquot (Case Pre-Capture PCR)

Aliquoting Aliquot AMPure XP Beads for use in the Pre-Capture  AMPureXP_Aliquot (Case Concentration of Pool)
Pooling protocol for concentrating the DNA
Aliguot AMPure XP Beads for use in the Post-Capture  AMPureXP_Aliquot (Case Post-Capture PCR)
PCR purification protocol

) Shear DNA samples using enzymatic fragmentation  EnzFrag XT_HS2_ILM

Enzymatic DNA : : -

Fragmentation” Dilute fragmented samples to appropriate EnzFrag_Dil_XT_HS2_ILM
concentration
Prepare duplex, molecular-barcoded DNA libraries Runset LibraryPrep_XT_HS2_ILM
Amplify indexed DNA libraries with unique dual Pre-CapPCR_XT_HS2_ILM
indexing primer pair
Purify indexed DNA libraries using AMPure XP beads  AMPurexP_xXT_HS2_ILM (Case Pre-Capture PCR
using an elution volume suitable for single-plexed — SinglePlex)

Library Preparation hybridization (L.e., the post-capture pooling warkflow)

Purify indexed DNA libraries using AMPure XP beads
using an elution volume suitable for multi-plexed
hybridization (l.e., the pre-capture pooling workflow)

Analyze indexed DNA libraries using Agilent
TapeStation platform

AMPuUreXP_xT_HS52_ILM (Case Pre-Capture PCR
— MultiPlex)

TS_D1000

Library Pooling
(for pre-capture
pooling workflow)

Pool indexed DMA libraries in pools of 8 or 16

PreCapture_Paocling
This protocol is set up and executed from the XT
HS2 Fooling ViWorks Form

Multi-Plex
Pre-Hybridization
(for pre-capture
pooling workflow)

Dilute pooled samples of indexed DMA libraries to
normalize volumes to 100 L

Concentrate pooled samples to 24 pl for
hybridization

Aliquot_Water

AMPureXP_XT_HS2_ILM (Case Concentration of
Poal)

Single-Plex
Pre-Hybridization
(for post-capture
pooling workflow)

Aliguot 500-1000 ng of prepped libraries

Aliquot_Libraries

Hybridizationand  Hybridize prepped libraries or library pools (target Hyb_XT_HS2_ILM
Capture enrichment)
Capture and wash DNA hybrids Runset SSELCapture&Wash_XT_HS2
Post-Capture Amplify target-enriched libraries or library pools Post-CapPCR_XT_HS2_ILM
E?g;gf;mg Purify enriched, amplified libraries or library pools AMPuUrexXP_xT_HSZ_ILM (Case Post-Capture

using AMPure XP beads

Analyze final libraries or library pools using Agilent
TapeStation platform

For post-capture pooling workflow, pool indexed DNA
libraries

PCR)
TS_HighSensitivity_D1000

Aliquot_Captures

* To shear DNA samples mechanically, rather than enzymatically, perform liquid handing steps manually on the Covaris Sample
Preparation System (see “Method 2. Prepare fragmented DNA by mechanical shearing” on page 55). The XT HS2 VWorks
Form does not include an automation protocol for mechanical shearing.
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BEIESUZ1T5 L TOREBFHDRE

Agilent SureSelect XT HS2 BE)ES R TLEALT, lllumina 75T+ —LTO—7 2R 51=8
[CAIBTES gDNA ST ILDEIE. 1.2, 3. 4.6, F=1£12Hh54(8, 16, 24, 32, 48, £1=1£96 ™5
TILIZHE) MoBIRTEET,

= 11 W LBEF T ILBORER

Number of Columns Processed Total Number of Samples Processed
1 8
2 16
3 24
4 32
6 48
12 56

BALERET—EOSVTRETEINRS LUVY VT, RROGEICIKELET (R 1 %
SH), & 96 RISHDFUME 1 50H-Y 3HhTL (24 1BiK5) DEEEZE 4 BIT5=HIHELRE
BEEATNET, 24 KYDLBONREB TSV LIEEIZIE, BEMN 96 BRIADIZITRYLELAEYET, T
E5121 24 BIKBEAI TRIET B K512, RERETEIZ L TTEELY,

HEE7OtERTI6ITILTL—MZANBGDNAY U TILDEIE

- Agilent SureSelect XT HS2 BENE S R T A, 2T LD UNIEEEIZHS L (Column, FIl) BT TIT
W HSL T BRRE—MRAVRERYET , £ T, gDNA H2FILIE 96 HTILTL—hS LEL
THEYRL. AT DB HT ALRIZA2 M5 H2 A TRRICAI2 A5 H12 ELWSIEETEYRT HK31ZL
T, 12 YU TIWAS LIV DRSS LB TSUETIEEITIE. YT IVAS LRBICREEZETT . D
RICEDASLOSBEIDLNESIZ. Yo T ILEEyhTEE3IZLET,
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s NATNEAE—=2a>DRTYT (B 2 B8B) TIE. TL—bDE Row(T. A M) IZELLSTEHED
SureSelect Capture Library Ztvh 3 52 EMNTEET , ARLI=T7H T2—fE DNA 54T 5Y HViE
H174; SureSelect Capture Library E—H T 2 LSICEERZEEL TSN, SHEMIINITVE/E—
2av BB ESRIZEL,

s BUTNAVT VIR EF T FrRIQBERICAMENET (B 2 28 EREHET 6. Th
ETNDYUTIVCEN A TYIRERY AT, BULGESDAUTYVIRTSAI—EBNEVT
WHUTIVIZEYETEEIILTLIZEW AV TYIRTSAI—DTL— LDREEF 149 R—
DME 118~150 R—U Mk 121 ZLELZELY,

. F T F OB DBIBERT YT (B 2 1) TlE. 4> F vk DNA OESEHLUEIZE>T PCR #iEY
LYV BIBZERHYET . B PCR H 1L MELDAL T vk DNA DIEES LUBERLT
L—hCILIET 3 £5(2LTHEN, I F v TFrRIOBIERTYT 63 R—S0F 41 258
FEN,

- X TFREROEBIERTYT (B 2 S$8B) T FvTFrI4—IbDH A XDELZL>T PCR 4
BHAVILENELGLEIENHYET, AL PCR YA VL # L7 H5—7 v XD Capture Library
#ECTL—FTCUREBT BEIIL TSN, #MIEF Y T Fr R DIEIERTYT 108 R—UDFE 82
SRS,

HEDREICDLT

- J—520—DNATNVEAE€E—3>DRATYTTIE, Bravo TYFEH—TILTAITLEDRBTYHY
TILTL—rERRICBINTBELHYET . ERT D —TILY1U5% Agilent NGS BENES X
TLDTEDLETHALIZHREL ., AR THERMLGETL—IBEMNTESLSIZL TS,

- J—5270—-DATYIDHRIZIE. YT ILTL—r% PlateLoc —<IILvA(oO0TL—b—5—T
=)L BDLTREVE DU T BRTYINHBYET . EEZ KT B=HIZ. EZD#EE
Agilent NGS BEIMES AT LDIELIZERE T HKIITL TS,
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PCRTL—FDEIR

HEETOraLTIEH—<IL Y495~ PCR FL— 28T 5%(HEL T, PCR TL—MIRHEE S
FETBRTYINER-HYET, CWEDRATYTTIE, HETL—MIBLEELWVYEEEE1TS50.
SureSelect XTHS2 74— L ETEHT S PCR IL— L DIEEEIRET ILENHYET ., BEETO
FaLZEBSRT BHIIC. ERFED PCR TL—rAYR—bEN TS TL—hTHSHZEEHEREL T
S, RERCHERT S PCRTIL—LDFEFEIXUT DA —THEELET,

HR—,EH TS PCR TL—rDFEFHMIZDOLTIEER 12 TS B,

2) Select labware for thermal cycling

a5 ABI PCR half skirt in Red Alum Insert

96 ABI PCR half skirt in Red Alum Insert

96 Agilent Semi-skirted PCR in Red Alum Insert

96 Eppendorf Twin.tec half skirt PCR in Red Alum Insert
96 Eppendorf Twin.tec PCR in Red Alum Insert

£ 12 IZREBE SN TWBTL— I ARG —TIL A5 THEATE, Agilent
SureSelect BN TR S LATOFERAN Y R—FEINTLET,
BEVNDH—TILYAISIEELETL—RTHHLTEH. R 12 ITEREHINTL
BT —MEFERALGLTEZELY,

® 12 Y R—rSh TS PCRTL—F

Description in VWorks menu Vendor and part number

96 ABI PCR half-skirted plates (MicroAmp Optical plates) Thermo Fisher Scientific p/n NB0O10560

96 Agilent semi-skirted PCR plate Agilent p/n 407334
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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. * .  3AMPure XP Bead Plates® #{

.. ; .. Step1. SATSVHAERE—XTL—FDEM ..o 36
[ Al ] Step 2. LAY TFrREEAE—RXTL—rDEfE ............... 38
o0 @ ©® o o - Step3. TLEDNARBAE—XTL—tDER(TLFvTF
0.0 AT JL TR e, 40
0 ® ) Step 4. FAYTFYEBERAE—XTL— D&M ..o 42
® Qo ®
[ ] . L

COETIF. 7—970—2KDKRBERXTYITHERHTS AMPure XP E—XTL—FDEFIZDLY
THBALET , FHEERTYITEGS IO EERALET,

J—-270—0OREEIC AMPure XP E—XDTL—rEEHETHILET. ATYIHOBEEZIZF
T, L BHBIIh->TEITTHIHEE. ZOBREZRITERT S AMPure XP E—XDTL—
FDAZERL, BEGED 1 BLLERNZERLGNTIZELY,
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Step 1. SATSVRMAE—XTL—FDE(H

LibraryPrep_XT_HS2_ILM O ra/LTlX, £ z)LIZ80 L DE—XM 5 FShiz-E—XTL—rHis
ETY, AMPureXP_Aliquot (Library Prep) ZRraLEFERLT. 5473 DERBICBHERE—XT
L—ra#RHLET .

AMPureXP_Aliquot (Library Prep) 7 —JXT—Lav LA D #lk
1. Labware MiniHub & BenchCel D 7L —kEFYTRYIRET R THFITETS,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7v&. & &1 BenchCel 4L
HEFYS

3. AMPure XP E—X A A-o7f= Agilent shallow well reservoir Z#{&LET,
a. AMPure XP E—X#ZEEBICERLET,
b. E—XDEEBRDREDLENY—IZHEET. FGRELET.

c. E—XBEARERMALIY —N—ABEIEES, JF—N\—NDOESIVFA+2HT-
ENBETETFT YU TILBITELIAN P DESIYR DA B -ENTONITEBLER A,

Bravo TyXDtyr7vS

4. F* 13IZHLN. Bravo TYFITTL—MMaLE Vb LET , TL—HMMITYFDOBRRNICELALEEFE
&It VbLET,

# 13 AMPureXP_Aliquot (Library Prep) F Bravo Tv¥D#HEE

Location Content

2 Mew tip box

5 Empty Agilent Deep Well plate

6 Reservoir of AMPure XP bead suspension prepared in step 3
8 Empty tip box
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AMPureXP_Aliquot (Library Prep) DT

5.

YR T YT IA—LDIETTHTALILEERID AMPureXP_Aliquot (Library prep) ##EiR
LET,

Mo TV B ZERIDGERT AN LBEERLET 1,2 3,4, 6 FIEX 12 Hh5LAE
RTEET 1 ATLMNBHUTILAITHELET,

Display Initial Workstation Setup #4')v L%Ed ,

@ Display Initial
‘=2 Workstation Setup

D—HORT—3vhT+—L@D Workstation setup fBIEISTREN TS KSICEYNT YT TET
WAL T HERLTZEW, CORTYTTEYNTYTMBEF TILFIvId5E5I1TLTZSE
LY,

HeER% . Run Selected Protocol #41)voLET

» Run Selected
y Protocol

TARILDETIZH S MY ET , COTARIILT 80 uL ® AMPure XP E—X% Agilent shallow
well reservoir /5 Agilent Deep Well plate W& Well [Z5733ELET S

10. FAFILHFTET LIz5. AMPure XP E—XH 5 iF 31z Agilent Deep Well plate %, Bravo 7T

11.

X0 5 EMLBRYHLET,

£ —X 7L —I#% PlateLoc Thermal Microplate Sealer T —JLLEY . REIL 165°C. 1 T,
LibraryPrep_XT_HS2_ILM protocol (60 R—2 D3k 36) THEMATIHETACTRELET, TL—
MME5ER 24 BRELIRIZERLEY,

2ESNT(Z Agilent shallow well reservoir [Z5&27= AMPure XP E—XIE7RMLIZRLET,
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Step 2. TLFX v TFrBRAE—XTL—FD

AMPureXP_XT_HS2_ILM (Pre-Capture PCR) Z7OrILTIE, £ ILIZ 50 pL DE—XHFEh
FE—XTL—+HBETT , AMPureXP_Aliquot (Pre-Capture PCR) Rk ZEFERALTS473Y)
DHEFBITHBELRE - TL—rEEBLET,

AMPureXP_Aliquot (Pre-Capture PCR) A7 —J X T—aY LR ED
1. Labware MiniHub & BenchCel 7L —r&F VTR I RET R THFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7. & & U BenchCel 4L
HEFTS

3. AMPure XP E—X A A-o7f= Agilent shallow well reservoir Z# &L ET,
a. AMPure XP E—XZZERIZRLET,
b. E—XDBEARDIREDCENY—IZHEET. LGEELET

c. E—XBEARERMALIY —N—ABEIEES, VP —N\—ADESIVEIN+ 7T
SNBETETFT YU TILBITELEAN P DESIVROABE SN TONITEBLER A,

Bravo 7YX Dtyk7vF

4. X 1412560, Bravo TYFIZTL—MMiEZEYNLET, TL—HMITYFORRAIZETLALSSE
A2tV LET,

% 14 AMPureXP_Aliquot (Pre-Capture PCR) A Bravo Ty D #HAERE

Location Content

2 New tip box

5 Empty Agilent Deep Well Plate

6 Reservoir of AMPure XP bead suspension prepared in step 3
8 Empty tip box
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AMPureXP_Aliquot (Pre-Capture PCR) MD3E1T

5.

YR T YT IA—LDIETTHTALILEERID AMPureXP_Aliquot (Pre Capture PCR) %%
RLFET,

Mo TV B ZERIDGERT AN LBEERLET 1,2 3,4, 6 FIEX 12 Hh5LAE
RTEET 1 ATLMNBHUTILAITHELET,

Click Display Initial Workstation Setup 2y LET,

@ Display Initial
‘=2 Workstation Setup

D—HORT—3vhT+—L@D Workstation setup fBIEISTREN TS KSICEYNT YT TET
WAL T HERLTZEW, CORTYTTEYNTYTMBEF TILFIvId5E5I1TLTZSE
LY,

HeER% . Run Selected Protocol #41)voLET

» Run Selected
y Protocol

TORILDETIZH 5 #0hYET, ZOTARILT 50 L ® AMPure XP E—X% Agilent
shallow well reservoir /5 Agilent Deep Well plate D& Well IZ52FLET .

10. AP T LIz5, AMPure XP E—XH 5 iF 31z Agilent Deep Well plate %, Bravo 7

11.

X0 5 EMLBRYHLET,

£ —X 7L —r#% PlateLoc Thermal Microplate Sealer T —JLLEY . HEIX 165°C. 1 BT,
AMPureXP_XT_HS2_ILM (Pre-Capture PCR) protocol (69 R—L D F 47 #S8R) THERATHE
TACTHRELET, TL—MID TR, 24 BELIRICERALEYS,

43EENF(Z Agilent shallow well reservoir 25 >1= AMPure XP E—XI(FRMLUIZRLET
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Step 3. 7—I/L#EDNAREAE—XTL—rO# M (TL X+ TF
¥ I—ILARK)

AMPureXP_XT_HS2_ILM (Concentration of Pool) ZEraNLIEFTLF¥TFvT—1)FI—HT70—
THEALET . COTOPILTIHEYTILIZ 180 yL DE—XNSFShi=-TL—rEERLET.,
AMPureXP_Aliquot (Concentration of Pool) ZERLTZA47 3T —ILDEHEDI-OIZFERTHE
—XTL—rEER/LET,

AMPureXP_XT_HS2_ILM (Concentration of Pool) ZFOra)LlE FLF ¥ TF¥T—ILARDHLE
T KRR YT FAT =)0 T T—070—DHEIZF 42 R—UD Step 4. FrTFrERBHEAL
—XTL— b DEFIZHEA TS,

AMPureXP_Aliquot (Concetration of Pool) 7 —JXT—a R ED EE(R
1. Labware MiniHub & BenchCel DT L—kEFYTRYHIRETRTHEMFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7. & & U BenchCel 4L
HEFYS

3. AMPure XP E—X A A-o7f= Agilent shallow well reservoir Z# &L ET,
a. AMPure XP E—XZEZERIZRLET,
b. E—XDBERDIREDLCENY—IZHEET. LGEELET

c. E—XBERERELDOVSF—N—ABEIEES, JHF—N\—RADESIVFN+ 56T
ENBETETFT YUTIURITELIANFDESFIVR DA B -ENTONITEBLER A,

Bravo 7YX Dtyvk7vF

4. X 151ZHELN, Bravo TYFIZTL—MMiEZEyLET . TL—HMITYFORRAIZEB AL SE
52zt ybLET,

% 15 AMPureXP_Aliquot (Concentration of Pool) F Bravo Tv¥O#HAEE

Location Content

2 New tip box

5 Empty Agilent Deep Well Plate

f Reservoir of AMPure XP bead suspension prepared in step 3
8 Empty tip box
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3 AMPure XP Bead Plates D #{ig

AMPureXP_Aliquot (Concentration of Pool) M3E1T

5.

TYNT YT IA—LDIEFTTHTERIILEEIRIOD AMPureXP_Aliquot (Concentration of
Pool) Z#IRLET

Mo TV B ZERIDGERT AN LBEERLET 1,2 3,4, 6 FIEX 12 Hh5LAE
RTEET 1 ATLMNBHUTILAITHELET,

Click Display Initial Workstation Setup 2y LET,

@ Display Initial
‘=2 Workstation Setup

D—ORT—3avhT+—L@D Workstation setup $BIEISTREN TS KSICEYNT YT TET
WAL T HERLTZEW, CORTYTTEYNTYTMBEF TILFIvId5E5I1TLTZSE
LY,

HeER% . Run Selected Protocol #41)voLET

» Run Selected
y Protocol

TARILDETIZH S MY ET , COTARIILT 50 uL ® AMPure XP E—X% Agilent shallow

well reservoir /5 Agilent Deep Well plate W& Well [Z5ELFET,

10. FAFILHAFTET LIz5, AMPure XP E—XH35r ;& fzAgilent Deep Well plate% . Bravo T

11.

FOSEMNOEYHLET

£ —X 7L —k%PlateLoc Thermal Microplate SealerG>—JLLZET , R E(L165°C. 1#TY,
AMPuUreXP_XT_HS2_ILM (90R—C D F 595 8R) CHERATHETLICTRELET . TL—HEH
FER24BMUNICERLED,

7FESN T (ZAgilent shallow well reservoirlZ5%->1=AMPure XP E—XIEXRMLIZELET
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3 AMPure XP Bead Plates D #{i§

Step 4. XY TFrEBHAE—XTL—FDO %R

The AMPureXP_XT_HS2_ILM (Post-Capture PCR) ZOrILTIE, HHTILIZ 50 uL DE—XH533E
ENfE—XTL—HARBETT , AMPureXP_Aliquot (Post-Capture PCR) ZE+aLZEEHAL T, 54
I35 DERBIZDHBERE—XTL—rEEHBLET,

AMPureXP_Aliquot (Post-Capture PCR) 7 — R T— 3> LR ED XM
1. Labware MiniHub & BenchCel 7L —r&F VTR I RET R THFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7. & & U BenchCel 4L
HEFTS

3. AMPure XP E—X A A= Agilent shallow well reservoir Z# KL% T,
a. AMPure XP E—XZEZERIZRLET,
b. E—XDBEBERDREDLENY—IZHEET. FGRAELET.

c. E—XBEARERMALIY —N—ABEIEES, VP —N\—ADESIVEIN+ 7T
SNBETETFT U TIRITELEAN P DESIVROABE SN TONITELER A,

Bravo TY¥Dtyk7vS

4. X 16125, Bravo TYFIZTL—MiEZEYNLFET . TL—HMITYFORRAIZEBALESSE
A2tV LET,

% 16 AMPureXP_Aliquot (Post-Capture PCR) F Bravo T v D #HAEE

Location Content

2 New tip box

5 Empty Agilent Deep Well Plate

f Reservoir of AMPure XP bead suspension prepared in step 3
8 Empty tip box
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3 AMPure XP Bead Plates O # {5
AMPureXP_Aliquot (Post-Capture PCR) M3 1T

5. twyb7vTI+—LDISelect protocol to execute | AMPureXP_Aliquot (Pre Capture PCR)
TERLFET

6. [HUTILEGIE) ERFINSFERTINTLHEERLET 1,2 3,4, 6 F=(F 12 HFLHE
RTEET 1 ATLMNBHUTILAITHELET,

7. Display Initial Workstation Setup 2 vo L %7,

@ Display Initial
‘=2 Workstation Setup

8. T—HORFT—13rMTA—L®D Workstation setup FEIEICREINTNSESIZEYNT YT TET
WAL T HERLTZEW, CORTYTTEYNTYTMBEF TILFIvId5E5I1TLTZSE
LY,

9. FEER# . Run Selected Protocol 41)v4oL%Ed,

» Run Selected
y Protocol

TARILDETIZH S MY ET , COTARIILT 50 uL ® AMPure XP E—X% Agilent shallow
well reservoir H 5 Agilent Deep Well plate D& Well IZ55FELFET S

10. AP T LIz5. AMPure XP E—XH 5 iF 31z Agilent Deep Well plate %, Bravo T
F05FIIYHELET . AMPureXP_XT_HS2_ILM (Post-Capture PCR) protocol (114 R—
DFE 88HBW)THEATHETACTHRAELET . TL—MEH TR 24 BREMRNICERLET,
2iEEN T Agilent shallow well reservoir [Z5%>7= AMPure XP E—XI[FRMLIZELET,
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4 YT )L DFE

. o . A YUTILDORR

* o ; ) ‘ Step1. /L DNAHUTILDRASBEZERHEE oo 45
C Al StEP 2. DNA DB AL oo 47
XN N ) ® 0 o - Step3 FETEAMIATIVDAB oo 56
0.0 Step 4. 7HTA—{FE DNASA TS DI oo 62
S o ® Step 5. AMPure XP beads [Z&51EEL - DNA DFEH.......... 68
. o O . Step 6. 475 DNA DY A XFIYIETEE oo 71
&

SureSelect XT HS2 #—4 kI ) yF A MDT—o70—DFEIL, 29 R—C D 2 SIS
LY,

COETIH ANZFHORTIVRIILFILIIRS =TV RATS5YNI+—LTS529 % DNA 547
S1)% . Agilent NGS BENE AT LZAWTHART 2 A EZHBALEFT . EYUTILIZEFRTFhD (Y
FYHREDF/IN—a—RE{FMLET .

SATSVYRABTOraILIE, fresh 1 LLIE fresh frozen Yo TILHASDEFRED gDNA 121+ TIEAEKL,
FFPE 7LD DIEFRED DNA IZE X IGLTLWET , FFPE YU JILEFE AT A5 (X, TOraiL
EIRICBVT, —BEUEERETILENHYET . FFPE ST EFERTIROERTABTDEL
®IF 134 R—2 D7 Appendix: FFPE B3k DNA 4> J )LD ER 12 BTSN,

ZFOra/L Tl 10 ng~200 ng DA F vk DNA BBETHY . FFPE 42 FILDEE . DNA 12Ty
FEOEEREDORABIAUNETY . mBELEY—T U RERFFH=0HIZ, #HESGEFHENA T, AlgeERBY &
KEDATYb DNA #ERL TS, DNA 12Ty hEM DS (10~50 ng) %, /havTFo
— I THAUTEREETIILON) 7O ERE T ABICIE D FN—O—FERAN-BRIEHRELET,
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4 ST ILDFRR

Step 1. &/ LDNAY T ILOFFE L HEHESR

FreshiZ 9> ILBHEDHDE L \gDNAD IR S

FT745 %t ® QlAamp DNA Mini Kit L E@EL=AZZFRLT, G RELTWWSTara)LIc
HEL, BRED gDNA ZABLET,

gDNA #>J)LhY, OD 260 / 280 DIEA 1.8~2.0 THY EME THI I LEMHAL
TLEELY,

Qubit BR dsDNA Assay Kit#{#EHL T, KDNAY LT ILDEEZAELET, QubitEE S LUVER
EQFERKICOFELTEIRETHARELTWSD T ORI ETHERLIZILY,

FreshiZ o T ILH SIS L-DNAIZ. ZDERFLELREERREEITETT 47RO AFE
1. BEMES AT LERWVEBRICKDI AL 1EIX54R—U DT AR 2. /8 RZAL-DNA
B B e IS A TEEL,

FFPEY > T ILHEDIDNAD GRS & GBS

2.

F 7472t ® QlAamp DNA FFPE Tissue Kit &, 7% > %1 M Deparaffinization Solution ZFiLY
T, 8LEmARELTWNDTORI/LIZHEL, FFPE #Ai A7 ILh S gDNA ZEARLE T, &tk
D ATY T, Mini Elute 15 LI[ZT. 30 pL @ Buffer ATE T gDNA ZBFHLET (2 @) , HTIRH
AHBRODBEEIL 60 pL IZHYET,

Proteinase K TD 1 BE DR R RIGE . #HBOBRENF+2LTHEEE, 512
Proteinase K % 10 uL 10X . B RBE LA S, 56°CTHGEL T Far—ay
LEFT (BRAXIEMET),
BLCRIZSATSURARNETIBAIL, HREDIDNATK EICEEZE T, SATSURANEAIZLS
BEIX.-20CIZRELET,

UTISRTAEOVWTMNERANT,. & FFPEDNA YU LD B (DB E) #HRALET,

#7323 1: Agilent NGS FFPE DNA QC Kit Z UL 34 % (HE2E)

Agilent NGS FFPE DNA QC Kit Tl&. qPCR R—XD 7yt A/ [=&kY DNA DR REEFASET , #&
B LLT.AACq DNA HMEERTE YT ILhDIEIEATEEL: DNA DBRENELNET . TD
BREAVTEYUTILD DNA AV TYNEZRDHDIENTEFT , AACq HEERITIZED
{DNA MU TYrEDHERETR 17 25BN,

a. Qubit BR dsDNA Assay Kit Z LT gDNA U T ILDEEZRELE T, BIEAEFRE
FTARMTZTOr L ESSBIEEN,

b. & DNA 4> )LIZDLNT, FFPE gDNA 1 uL %. Agilent NGS FFPE DNA QC Kit I =%
FELET, FYMDOERAFEFREEH DI TR—UF TSRS,

c. AACqDNA #HEERXIT =1 DY TILIE, TR T stepa TD Qubit [(TETREEZRALT,
A>T yk DNA DEFRELTIZELY,

d. AACq DNA RMEERIT7>1 DY TILIE, 3T Agilent NGS FFPE DNA QC Kit &Y &5
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4 T )L DFE
N3 qPCRIZEDGEEZRALT, /17y DNA DEZEREL TS,

£ 17 A ACqDNA 7EERO7IZH < SureSelect XT HS2 [Z#11% DNA 1V FYLEDIRTE

Protocol Parameter non-FFPE Samples FFPE Samples
AACg=1" AACq =1

DNA input for Library  10ngto 200 ng DNA, 10 ng to 200 ng DNA, 10 ng to 200 ng of amplifiable
Preparation based on Qubit Assay  based on Qubit Assay ~ DNA, based on gPCR
quantification

* AACqH 1 LLTD FFPE 4o 7 ILDIBE . FFPE TIZEWHL T ILERAEIZ DNA 1V Ty EBERFEL TS, 10
~ 200 ng [CHELRREFIHET SIZIE qPCR 12&% DNA BE T4, Qubit TRIELZBEEFERALET,
A7 ar 2: Agilent Genomic DNA ScreenTape Assay hooh 5 DIN ZHLN5 5%

Agilent TapeStation ZFL\T Genomic DNA ScreenTape Assay Z#{TL\, BRiKENI/ \F—2 DD
DNA Y T ILDRBEEZFARET, COTvEATlE, £HY 2T ILIZDLVT DNA Integrity
Number (DIN) DfEAH AAZH. IE5FE DNA DIFEIEZTDEFLHELICDNA AV TIREFREL
EX I

a. Qubit BR dsDNA Assay Kit ZFALVNTE gDNA U FILDEEZERELE T, BIEHEFE
ERARMT ATOrIILESSREESLY,

b. & DNA Y2 JLIZDLVT, FFPE gDNA 1 pL #4EeL. Agilent Genomic DNA ScreenTape
Assay ZRHWVTHOWLET , FYrDFERAFEIEREEH VT TR—DETSHIZSL,

c. DINDfEZDBLIT,. &R 18 DANBESRLTEYUTILDIUTYREEREL TS,

% 18 DNA Integrity Number (DIN) D{EIZE <. SureSelect XT HS2 2172 DNA 1V FTYLEDIRTE

Protocol non-FFPE FFPE Samples
Parameter Samples *
DIN=8 DIN 3-8 DIN<3

DNA input 10ngto200ng 10ngto200ng Use at least 15ng for more intact  Use at least 50 ng for more intact
forLibrary ~ DMA, quantified DNA, quantifiedby samplesand atleast 40 ng forless  samples and at least 100 ng for
Preparation by Qubit Assay  Qubit Assay intact samples. Use the maximum  the least intact samples. Use the

amount of DNA available, up to maximum amount of DNA

200 ng, for all samples. Quantify  available, up to 200 ng, for all

by Qubit Assay. samples. Quantify by Qubit Assay.

*DIN A 8 LY KELFFPE 4T ILDIHSE . FFPE TIXAEWS U FILERFRIZ DNA A1V TYREERTEL TS,

DNA DS E (XH#EED PCR YA VILEIZFELET . 2155 PCR YA IILE DY
TIVFERLGBEIZSATS)RAREToTESLY,
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4 ST ILDFRR

Step 2. DNAD B Kr{t

SureSelect XT HS2 #—4 kI ) wF AT —4o70—TIE DNA O H1EIZ 2 FEFED HEF{FE A
THIENTEET,

- AE 1T BEMED AT LERAWBERIZESMA L (47 R—)
- A& 2 ANYRZERWHEBEYIICESY =T IILTOM A E (54 R—)

BIRLETOROLICIECTEY G TARLESBL TS,
Hikl: BEMES AT LZRAVV:-BRICKSEHHE

#3iE1TIl& EnzFrag_ XT_HS2_ILM @7 aba)LEFERAL., BRIZKDIERIEETVET, UFIRNIFR
DO BEDSTETHIZ.PCR TL—hEH—TIINYAITIZHBL. A0F 2R3 0F T Z0®R. B
& Bravo T¥IZ PCR 7L —hr%EL. EnzFrag_Dil_XT_HS2_ILM ZOra/LZRLT 50 L BEIZH
BES5. T IVDFERETVET,

CDHETIER 19DHEEZFEALES, FRAANCHELZSZHEL, RICEHDOFEZTEALTHLERA
LET . SUERIRT BR1IZ. DNA 27 )ILER< Fragmentation YRA—IVIR% . REINEEHR
BIDILERHYET . K 22121,2,3,4,6,12 WS LHSDHUTILBDEEDREMNEH SN TL
9,

£ 19 FOFIILRNISE@BABERREE

Kit Component Storage Location Thawing Conditions  Mixing Where
Method Used

5X SureSelect SureSelect Enzymatic Thaw on ice then Voriexing 48 R—T

Fragmentation Buffer Fragmentation Kit, -20°C  keeponice

{(blue cap)

SureSelect SureSelect Enzymatic Flace on ice just Inversion 48 R—%

Fragmentation Enzyme  Fragmentation Kit, -20°C  before use
{(green cap)

EnzFrag_XT_HS2_ILM F Workstation 0¥
1. Labware MiniHub & BenchCel D 7L —kEFYTRYIRET R THFITETS,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7w, & &1 BenchCel %L
HEFTS

3. F—DEEEAN.0CIZEYFLET,Bravo TYF 9 BAHYLET ., F5—)HF—/N\—[7
<&4300mL D 25%TH/—ILNH B EEFERL TS,

4. Inheco Multi TEC Control #yF RV — % F>TTyvF 4 BDREFZHOM LS 4°CIZEELT
{FF&LY, Bravo T3 4 Z&l Multi TEC Control #vFX4H')—> T CPAC2 1 [ZHEHLET .

5. RedPCR plate insert # Bravo Tv¥ 4 &IZtvykLET,
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4 o7 ILDAR
BEWFIERAOY—TILYAHISDER

6. H—VILYAU5DTATILER 20 DLIITEHELET  RF—MRAVEHL, 37<IZ Pause R
BUEWLET,

£ 20 BRICLIMAEOT—IULIAILTOTS L

Step Temperature Time

Step 1 37r°c = 21 %358
Step 2 65°C 5 minutes
Step 3 4°C Hold

*H—TIYAILTOTSLDREKREIE 10 pL IZEREL TS,

BT LB IE . NGS DU—FRIZESTELYFET, TOR 21 £SHBL. YU TILE(TEREFED
NGS J—RRIZE LT 37°COD A FaR—a U FEEEIRL TZELY,

= 21 YT ILEALTENGS J—FE B D Fr b BERS

NGS read length Target fragment Duration of 37°C incubation step
requirement size . .

High-quality DNA samples  FFPE DNA samples
2 = 100 reads 150 to 200 bp 25 minutes 25 minutes
2 x 150 reads 180 to 250 bp 15 minutes 25 minutes

BAEADOS U TILTL— D%l

7. PCRTL—HMZEEMN 15uL £425 L5110 ng~200 ng D gDNA Z53ELFEF, PCR TL—kE
FERT B2 —<ILYAIIIHIELI=EDEFERLET . DNAAUTYREIZDWNTIER 17 F=(1&
(FFPE > 7 ILEE®D DNA DIFEFER 18)F#SHBL TS,

Fragmentation Y X2—3vH X DA

8. X 22 %BHEL. Fragmentation YRA—IVIREARLET,
EXRyT45% 20 BTN, Fa—TIZEEZLTEET 5~10 BRILTYIRLLGRELET,
AER=HIZEBREV A VLK EICBEET,

% 22 Fragmentation ¥ R2—3 v X D%

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

MNuclease-free water 2uL A25uL 595 L 76.5uL 978 pL 136.0 uL 253.8 L
5X SureSelect Fragmentation 2 pL A25uL 595 L 76.5uL 978 pL 136.0 uL 253.8 L
Buffer (blue cap)

SureSelect Fragmentation TuL 21.3 L 208 L 383 pL 48.9uL 68.0 uL 126.9 L

Enzyme (green cap)

Total Volume 5pL 106.3 L 148.8 L 191.3pL 2445uL  3400pL 634.5 pL

TRA—IYYRY—RTL— D ¥R

9. & 23 IZ#¢L>. Eppendorf twin.tec FL—tDH S L 1 DL TOHH/LIZ Fragmentation ¥ X 42—
SYPREDFELET, TOPILERTTIERETY—RATL—MEIKEICEVWTEEET, X
—IYIRY—RTL—rDORHRIGREIIR 3 E#SRIE,
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4 T ILDHR
% 23 EnzFrag_XT_HS2_ILM AR RA—3vHRAY—RTL—r D%

Master Mix Position on Volume of master mix added per Well of Eppendorf twin.tec Source Plate
Solution Source Plate
T1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
Fragmentation  Column 1 T2.5pL 17.5uL 225uL 288 L 400 UL 750pL
master mix (AT-HT)

S
g
S
Q
&
N
&

<

3 EnzFrag_XT_HS2_ILM Y RA—3vHIRXY—RTL—+DEE

10. YRA—3yHYRY—RTL—KZ PlateLoc Thermal Microplate Sealer T —JLLET , SRE &
165°C. 1 #T9,

11. 7L—r% 30 RESEDL. BOTL— o —ILIZDWVERERE A D ULEAEREE T, RS
—IYHORY—RTL—hMIKEICEVWTEEZET, TL—,—)LIE Bravo T2t yh3 BHIIZ
[EIMLET, I TEICKREI TR IETREVDESIITEEL TS,

Y—RTL—,DBEIZAMNHDHE Bravo TIEREIZBENANGNENBHYET,
HFSUEROBHIN—RTL—rES— ILLAEUA DU LTS,

—HRTF— 3V D

12. &R 24 IZfELN, Labware MiniHub [ZFY TRy REFwybLET, TL—rDRAEIER 4 ZSHEL
9,

& 24 EnzFrag_XT_HS2_ILM F MiniHub O #)#iE &

Vertical Shelf Position Cassette 1 Cassette 2 Cassette 3 Cassette 4
Shelf 5 (Top) - - - -

Shelf 4 - - - -

Shelf 3 - - - -

Shelf 2 New tip box — — —

Shelf 1 (Bottomn) Ermnpty tip box - - Empty tip box
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4 YT )L DFE

4 Agilent Labware MiniHub L —k D mE

13. & 25(Z%ELV, Bravo TYFIZTL—bEEEYRNET,

% 25 EnzFrag_XT_HS2_ILM A Bravo ¥ D #HEE

Location Content

4 gDNA samples in PCR plate seated in red insert (PCR plate type must
be specified on setup form under Parameter 2)

5 Empty Eppendorf twin.tec plate

9 Fragmentation master mix source plate, unsealed

14. & 26 [Z{iEL>, BenchCel Microplate Handling Workstation [CFy TRy R &y LET,

% 26 EnzFrag_XT_HS2_ILM F BenchCel D #1HE &

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 — — —

EnzFrag_XT_HS2_ILM D217
15. £yb7 YT I4+—LD Select set up form for execute A5 EnzFrag_ XT_HS2_ILM %#3EiRLET,
16. Select labware for thermal cycling Tl Bravo Tv¥ 4 &FIZtybhL1= PCR L —FEERLET,

17. Select the number of columns of samples to be processed MSEHT HHSLEKERIRLET,
1,2,3,4,6 FzIE 12 A5 LMBIRTEET . 1 hSLA 8 HUTILAITHEALET,
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18.

19.

20.

21.

22.

23.

24,

25.

4 YT IOFRH
Display Initial Workstation Setup #4'JvoL%E9,

@ Display Initial
‘=2 Workstation Setup

D—HORAT—av N T+—L0 Workstation Setup fEIEIZRENTWNBESIZEYLT YT TET
WAL T HERLTZEW, CORTYTTEYNTYTMBEFT TILFvI$5HEIITLTZSE
LY,

MiniHub O ERNASTWNAIEFHERL. /1= vT531/ALET
FEsR#% . Run Selected Protocol #491)v5 %Y,

» Run Selected
y Protocol

EnzFrag_XT_HS2_ILM DZEFTIZIEH 10 2OV ETTT 5L U TILITETFIEDERH
SETULREBEGYET ., (A IERGIEEFICERBLL-Y—TIILTAISTTVET ) ALK
ST B YT )L Bravo TYF D 4 FD PCR TL—MZ Ao KREICHYFET,

LUTDIERMNKRIRSINTZS Bravo TvF 4 F NS PCR FL—k& &Y, PlateLoc Thermal
Microplate Sealer T 165°C. 1 # T>—ILLET,

Enzyrmatic Fragrmentation Plate at Pos. 4

Seal thermal cyder plate and run the
enzymatic fragmentation protocol for
desired sample type and NG5 read length.

User data entry:

Pause and Diagnose Continue

TL—rE 30 FORESEIDL., BEOTL—R o —ILIZ DWWV REREVE YU LR AEBREET,
FEITH T NTL—rEH—2)LT70v (28, EXFRHTE 20 DTO5 S LERBLET,

Bravo Tv¥ 9 &M Fragmentation Y RAA—IYHIRY—RTL—rELTERALT- Eppendorf
twintec FL—FERMYHELET . COTL—FEBE 64 R—CDF¥TF+Hl PCR YRA—3vY
REXRI—IYYPRY—RTL—r DR THERATHENTEET,

EnzFrag_Dil_XT_HS2_ILM A7 —9XT— 3> D¥E(iE

26.

Labware MiniHub & BenchCel D 7L —rEFVTRYIRET RTHFITET .
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4 T )L DFE

27. Inheco Multi TEC Control #yF R —2 & F>TT VX 4 BDREEZHLMNLEH 4°CIZERTELT
{f2&LY, Bravo 7w 4 Z&ld Multi TEC Control #yFRX49')—>TCPAC2 1 IZFEYLET,

28. red PCR plate insert % Bravo Tv¥ 4 &IZtykLET,
327 ILE IR Water reservoir D #E{H

29. 30 mL @ nuclease-free water &L f17= Agilent shallow well reservoir ZZ#{ELE TS
1) H—/3\—N®D nuclease-free water [C&RANTNEEHEZELET,
Zaka/)L D% Water JH—s\—[X LibraryPrep_XT_HS2_ILM runset &
AMPureXP_XT_HS2_ILM (Pre-Cap PCR) THERALET,

D—H9XT—2a D #Elg
30. X 27 IZf€Ly, Labware MiniHub IZ7L—h&EZEEYbLET , TL—rOMEIERE 4 2S5 BLET,

& 27 EnzFrag_Dil_XT_HS2_ILM A MiniHub M #1#Af &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position

Shelf 5 (Top) - - - -
shelf 4 — — — —
Shelf 3 — — — —

Shelf 2 — Muclease-free — —
water reservoir
from Step 29

Shelf 1 (Bottom) - - — —

31. & 28 IZf¢L). Bravo TYFITTL— EEZEIMNFT, TL—FITYXDORRNICELALEEF
BEItVbLET,

% 28 EnzFrag_Dil_XT_HS2_ILM F Bravo Tv¥ DA E

Location Content

2 New tip box

4 PCR plate containing fragmented DMNA samples seated in red insert (PCR plate
type must be specified on setup form under Parameter 2)

5 Empty Eppendorf twin tec plate (if the PCR plate at position 4 is not an Eppendorf
twin.tec PCR plate)
OR

Empty (if the PCR plate at position 4 is an Eppendorf twin tec PCR plate)
a Empty tip box
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4 YT )L DFHE

EnzFrag_Dil_XT_HS2_ILM )17

32.

33.

34.

35.

36.

37.

38.

Yk 7w T I+ —LDI Select protocol to execute | EnxFrag_Dil_XT_HS2_ILM Z:&RLET

tyh T YT I+ — LD Select labware for thermal cycling T Bravo Tv¥ 4 FIZtvkLiz=FL
—rEREIRLFET,

Mo TN G ERIRINSERT AN LHEERLET 1, 2,3, 4, 6 £=F 12 H5LHE
RTEFET 1 HATLABHUTILAITHELET,

Display Initial Workstation Setup #42')voL%E3

@ Display Initial
=2 Workstation Setup

D—H9AT—3v N T74+—LD Workstation setup $EEIZRENTVNDKSIZEYRNT YT TET
WEMLTREEL TSN, CORTYTTEYNTYTRBES TINFvIT5L51ZLTLES
LY,

MiniHub O EREMNAS> TR EXHERL. A= vI14XLET,
FEER# . Run Selected Protocol #41)v4L%Ed,

» Run Selected

y Protocal

TArILDETIZH 5 M ET . ETLEY YT IVESATSVRARIERTHIENTEE
9. Y FILIE Bravo Ty 7 F®D Eppendorf FL—MZAot=4RBEIZHEYE T,

ZDRTYTIL stopping point TIEHYFEE A, A TSVREFOE LY TIL
DFHAEIEE I, 56 R—T D Step 3. 7HE TA—{MSA4 TS DIARZHEA TS
(AW
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ik 2. a/\YRZEFHLV-DNABT L

COAETIZEDEL gDNA $H 5L & FFPE B13E gDNA £ ZNZENITHELI- 54T, 50 yL DRET
YL ET . 23— MR A b A X EFNITHIG LB B & 1E NGS D —FRIZKYELRYET,
z 29 #ZSHBEEN, M UIBREEEE 30 ITHYET,

= 29 NGS J—FRAID/\ X TOHH BT

NGS read length Target fragment size Shearing duration for Shearing duration for
requirement high-quality DNA samples  FFPE DMA samples
20 = 100 reads 150 to 200 bp 2 x 120 seconds 240 seconds

20 = 150 reads 18010 250 bp 2 = 60 seconds 240 seconds

54

AZObka)LlZ, Covaris model E220 #& & 130 pL Covaris microTUBE [2&kVY &
HHAZBEESNTLNET, #thdd Covaris % %‘kbﬁ'./j’}lfl'\)lzé'l —ZRAW5I5E. 2
— YA XD DNA Bt A BN EHICONT, FERYKLEHICEEVE
HELFZELY,

AR E220 EREBILET . BAEOEMIE. 2/ RED1—F—HARESBIES L,
a. EETOHEICHL. BELESETHAALKEI RO IITEEET,
b. Fa—TDAHASREDHKTEHOLNTLEINEZRLTLESLY,

c. AUPA—L/ARIJLET, Degas(BAR)REVZHLET  RIETDHERIZHNVEEDOHRT
ZITLWET , GBE 30~60 21FETY )

d. ANYRDVA—E—NZARDKEBERTH 5°CITEEHEII, HMEBRAINEEDKEE 2~
S5COMICERELEY . BREEHIERADI—FUMEDRMIZDONTIE, A—h—D#EFIEE
ZRLTEESL,

BT Fr1E%475 10~200 ng @ gDNA 4> 7 )L % 1x Low TE Buffer (10 mM Tris-HCI, pH7.5-8.0,
0.1mM EDTA) T 50 pL IZFA&ILE T,

FFPE E33€ DNA @) DNA RBIZEDWAVTIYREDHARSAUIEER 17 £zlEF 18 #5 <
fZ&0Y,

B iEd % DNA ZKTHEIRLAEVDTZEW, KISHEBLI- YT ILERAKIET S
L. BIRDTA4T 5 HBINE L complexity N TFAYET,

RILTYIRATLCGREL,. BREEDD-OBLREV T IULET , BT ILITKEIZENTLZS
LYo

& gDNA YT )LE, FEROFIBEIZTEHFIELET .

EMT—/A—RIZESERYMFYTERL. gDNA $2F)L%E 50 pL §2. Covaris 96 micro
TUBE Plate I274 ALY —ILERBEH>THRLET . 23R TL—FE RO I+ ML —ILTY
_)bl./gzd—o

e. 96 micro TUBE Plate % 30 #EDL. REEICED . EFICHIEEMYRETET,
microTUBE RIZ/EMNESHENESITFELTLIESVWCEITEBE KIZEL S gDNA DT F %k
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ELED),

f. YT ILEAMNT- 96 micro TUBE Plate Za/N) XD O—F 4T LA 12 vkl 35 30 DE
EIZHELY, gDNA DB FEZ1TLVET .

# 30 a/\URE D) —REEIZKDHH LR E S (SonoLab software v7 LIE)

Setting High-quality DNA High-quality DNA FFPE DNA (2 x 100 or
for 2= 100 read NGS  for 2 x 150 read NGS 2 = 150 read NGS)

Duty Factor 10% 10% 10%

Peak Incident Power (PIF) 175 175 175

Cycles per Burst 200 200 200

Treatment Time 2 =120 seconds 2 x 60 seconds 240 seconds

Bath Temperature 2°to8°C 2’to8°C 2°to8°C

=55 DNA DH . FEEDFIEIZT 2 ERRETH K EZEEL TS,
o 120 OBRRIELET .
« 96 microTUBE Plate % 10 #¥EI&EDLET .
o IBIT120 METHIELET,
« 96 microTUBE Plate % 10 #EI&EDLET .
g. AN —IEREH>TERYNF YT D RIHEELAA, B 1k DNA £22%ERVM A
WTKYIREILET,

h. BEiREShi=H>7I)IL2E ($ 50 L) %. Eppendorf twin.tec 96-wellplate [Z#LETH T
LIEKEIZEEET,

i. DNAHUTILEFHLI-#%.96 microTUBE Plate Z:Z b L. BEFELEYVTILEEDHFT . Fa
—JRIZFES =Y TIVETESE(FEURL. step g DF1—TIFLET,

CDRATYITIH EHFIZLED DNA T ILERYIRSHE ., 1> T vk DNA OOR%E
BETBHZENEETY, microTUBE DHER T, IRTOYUTILERLI=CLEHE
BLTLESLY, HLKEMNFESTLV=S step i #HEYRL TS,

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 55



4 YT )L DFE

Step 3. 7ATA—M54T 5 DEAH

ZDRTYTTIE, Agilent NGS BE)EL R T Ll SureSelect #—45YhI )y F AU MIHERL KR
B8, dA i, B F/A—a—FNEEL DNA RIGEMRATYITETVET, RinfEEhE. Agilent
NGS BEjtT R T LI AMPure XP E—X%#{EHLT DNA BEETLVET,

CDATYT TR 31 ITRTRAELEFERALET . FHATICRK 31 ITHVEREEZRRE. ESLTLES
W, BEISUZRIIAT ARIIC. ERATYTD DNAHUTILEBRRARAG—IV IR (RENERD) AR
TELEAHYET, 1,2,3,4,6,8L0 12 ASLIZHIELERE S TRERIRA—IVIRNEFNTE
NORITRENTLET,

F-. CORTYT Tl 36 R—CTH{ELT=. AMPure XP E—XM9Fasnhf-JL—r&#FERALET,

& 31 FEARIIEMLTEEE

Kit Component Storage Location Thawing Conditions Mixing Where
Method Used

End Repair-A Tailing Buffer ~ SureSelect XT HS2 Library Preparation  Thaw on ice (may require Vortexing 57 R—

(bottle) Kit for ILM (Pre PCR), —20°C >20 minutes) then keep on ice

Ligation Buffer (bottle) SureSelect XT HS2 Library Preparation  Thaw on ice (may require Vortexing 58 R—
Kit for ILM (Pre PCR), —20°C >20 minutes) then keep on ice

End Repair-A Tailing SureSelect XT HS2 Library Preparation  Place on ice just before use Inversion 57 R—

Enzyme Mix (orange cap)  Kit for ILM (Pre PCR), —20°C

T4 DNA Ligase (blue cap)  SureSelect XT HS2 Library Preparation  Place on ice just before use Inversion 58 R—
Kit for ILM (Pre PCR), —20°C

SureSelect XTHS2 Adaptor  SureSelect XT HS2 Library Preparation  Thaw on icethen keep onice  Vortexing 58 R—
Oligo Mix (white cap) Kit for ILM (Pre PCR), —=20°C

56 SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation



4 ST ILDFRR

)—H9RAT—>a  DHEEfE

1.

2.

Labware MiniHub & BenchCel D 7L —rEFVTRYIRET RTHFITET .

Inheco Multi TEC Control #YF RO —2 & F->TTvx 4 BOEREZHLMNLSD 79°CIZEREL
%9, Bravo T 4 &l Multi TEC Control #yFRX49)—>TCPAC2 1 [CFEHLET,

Inheco Multi TEC Control #yFXH) —2&F>TTyX 6 BDEEZHOMNLY 4°CIZHELE
9, Bravo T 6 &(X Multi TEC Control #yFRX91)—>TCPAC2 2 [ZHHLET,

FS—DEREAN.0CIZEYNLET ,Bravo TyF 9 BMNBHLET , Fo—UHF—/\—(ZD%H
<&H 300mL D 25%TH/—ILhHBIEEMHERL TS,

REEE /AT R E2—SvH X DR

1.

a.

& 32 ITRVEYLGEDRIHER/JA FMTRE—IVIRZRABLET . HEDREOERYT
12T ERIIRIER QRIS TS,

B L1= End Repair-A Tailing Buffer #E:&DRILTY I RZHHT 15 REEHLE—ICLE
T, B REBETHERAL. BRI HI5E ETLICART IETRILTYIRIXYIZLSE
BEHITET.

ZDRATYyITTEAT S End Repair-A Tailing Buffer (X, 259 313 =F
DRIV TIIRZIXY TYH—IZHRIETERTILELNHYET . thDBFRER
BT EEEL BEABRDDECEL 80%DFEIZHELI-ERYNTERY T4
J% 15~20 [E#EYiRL. KGRELET,

End Repair-A Tailing Buffer #ER YR TH<KYRLNEIF 1.5 mL TYyRURILITFa—TFI-
[FAZHILFa—TILNET, ZOE. LENERYLKYREHIN TSI LEFRERL TS
=AW

End Repair-A Tailing Enzyme Mix Z®po<U Nz f=# . buffer j&& THEIE Ry T T EITLN.
EXRYNFYTHADEREZVVALET . ERYT1UTEPOKY 15~20 ERYBRLEICGRELE
FT(RENKEMESIL H—ITHRBET 25~30 BRI TFYIRIFH TEBLED) . BE
B, F1—IJEBROLRERIZED . KEICTEEET,

= 32 KIFEE/DA FIITRE—Iy I 2D

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

End Repair-A Tailing Buffer 16 L 204 pL 340 pL 476 pL 612 pL 884 L 1836 pL

(yellow cap or bottle)

End Repair-A Tailing Enzyme 4 pL 51 pL 85pL 119 pL 153 pL 227 pL 450 pL

Mix (orange cap)

Total Volume 20 L 255 pL 425 L 595 pL 765 pL 1105pL 2295 L
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SAHT—a 0 IRB—IVHI XD RS

1. R 33 IRV BEUVLGEDTAT —2avIRI—IVIRERELET . AEDEELENYT(Y
THERIFIFHEB ORISR TS,

a. AfEL7= Ligation Buffer & & DRIV TYIRIFH T 15 REEBHRLE—IZLET,

CDATYITTHERASNS Ligation Buffer (X¥51E M IEEIZEHLVNTT . Master Mix
DRBEDAENZ. ZRDRILTYIRZIFHTISHWEIEALET . DB ERERES
TEHRITEEBTRDVEEL 80%DREITHELIZERYATCERYTAUT %
15~20 [El#EYRL ., KGEELTLIEELY,

b. Ligation Buffer #E Ryt THoKYIRLVEIF, 1.5 mL TYRVRILIFa—TFEfzIFa=h
WF1—TITLNET, ZOE. EENERVAKYREHIN TSI EERERLTIZELY,

c. T4 DNA Ligase #o<KYMZ = buffer FRTHEIERY T4 T EITL ERVNFYT
NDOBEZE)VALEFT  EXRYT1TEDoKY 15~20 ERRVIBELEGEALET (BEN

REWVZRIX H—ITEEET 25~30 BWERILTYIRIXHTRELEY) EER. F
1—TJEEGEDLREEICEDFETS,

= 33 SAH—LaUTRA—IVIRAD TR

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

Ligation Buffer (purplecapor 23 pL 2033 uL 488.8 pL 684.3 pL 8798 L 12708l 2737 pL

bottle)

T4 DNA Ligase (blue cap) 2 pL 255pL 42 5L 505pL 76.5puL 110.5 L 238 L

Total Volume 25pL 3188pL  531.3pL  743.8pL  956.3pL  1381.3pL  2975pL

Adaptor Oligo Mix#5 TRi%& D 5H &

1. 3 34I[Z%ELy, Adaptor Oligo Mix HFRERZRBLET , RILTYIRIF Y TELCES L. KLEIZE
EEX I

% 34 Adaptor Oligo Mix &Rk M &L

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

Nuclease-free water 25l 425l 63.8 L 850pL 106.3 pL 143.5pL 276.3 pL

SureSelect XT HS2 Adaptor  SpL 85.0pL 127.5pL 170.0 L 21254 287.0 UL 5525

Oligo Mix (white cap)

Total Volume 7.5 127.5pL  191.3pL  2550pL 318.8pL  4305pL 828.8pL

TABZ—ZYHIRY)—RATL—rD AR

1. Agilent Deep Well FL—HKZRTY TN THRELIZIRAI—IVIREELIRI—IVIRAY—R
TL— I ERBLET . K 35ITTRITBEENETAS—IvI X% Agilent Deep Well FL—rD&H
SLDETDVIIVIZMAFET  COIRFI—IVIRY—RTL—rDREMLEEIEE 5 (TRL
F9,
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% 35 LibraryPrep_XT_HS2_ILM Y R2—2yHORY—RTL—tDFAEL

Master Mix Solution  Position on Volume of master mix added per Well of Agilent Deep Well Source Plate
Source Plate
1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
End Repair-dA Tailing  Column 1 31.0pL 52.0pL 73.0pL 940l 136.0 pL 280.0 pL
master mix (AT-HT)
Ligation mastermix ~ Column 2 36.0pL 62.0 pL 88.0pL 1140 pL 166.0 pL 360.0 pL
(A2-H2)
Adaptor Oligo Mix Column 3 15.0 UL 22.5L 30.0pL 37.5uL 52.5uL 101.3 L
dilution (A3-H3)

5 LibraryPrep_XT_HS2_ILM DY R2—3yIRY—RTL—FDEE

2. TARA—IYHYRY—RTL—#% PlateLoc Thermal Microplate Sealer TFL—kZL—ILLET,
REIX 165°C. 1 #TY,

3. JL—F%E 30 EEDL. BEOTL— I, —ILIZDWVEREREU A YU LRAEREET ., TRA
—IYHYRY—RTL—hMEIKEIZBEWNTHEET , TL—b—ILIE Bravo TyFIZEvhT BRI
[EALET, EATEIZKB TR IERENESIITEEL TS,

Y—RATL—hDBRIZANSHSE Bravo TEHIZBEEMNANLGWNEABYET,
T SUERO BRI —RTL—EL—ILLRE VA U LTLEZELY,

R ARAEOER

1. 30 mL ®KZEANT= Agilent shallow well reservoir #FFHELE T,
EnzFrag_Dil_XT_HS2_ILM ZAraLTERALzE#D Reservoir #FFIAT 50, HILLAEL
F9,
JHF—N—RDKFIZKANLRNCLERRELET . [ANH LB EFERYNF YT TRYKRNT
=&Y,
DY —N—EBELS DT T %I AMPureXP_XT_HS2_ILM ZORa)LCERLET .

2. 50mL @ 70%T%/—)L%& Ani=. Agilent deep well reservoir Z#EHLET .

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 59



4 YT LD
D= AT—3o~ADtybk

1. % 36 IZf¢L), Labware MiniHub [CFY TRy RE YR LET, TL—FDRAIE(XR 4 ZSEBL

3570

% 36 LibraryPrep_XT_HS2_ILM A MiniHub O #)#Af &

Vertical Shelf  Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top)  Aliguotted AMPure XP  — - -
beads in Agilent deep
well plate from page 36
(80 L of beads/well)
Shelf 4 Empty Eppendorf — - —
twin.tec plate
Shelf 3 Empty Eppendorf Empty Eppendorf - -

twin.tec plate

Shelf 2 New tip box

(or box from protocol
EnzFrag_XT_HS2_ILM)

Shelf 1 Empty tip box
(Bottom) (or box from protocol
EnzFrag_XT_HS2_ILM)

twin.tec plate

Nuclease-free
water reservoir
from step 1

70% ethanol
reservoir from
step 2

— Empty tip box

2. X 37IZf¢L\, Bravo TyFIZTL—MgEEEYRNLET,

% 37 LibraryPrep_XT_HS2_ILM F Bravo T ¥ D ¥IHAfRE

Location Content

1 Empty waste plate (Agilent 2 mL square well)

4 Empty red insert

& Empty Eppendorf twin_tec plate

7 Eppendorf plate containing sheared gDNA samples
9 Library Prep master mix source plate, unsealed

3. % 38IZ%tL>, BenchCel Microplate Handling Workstation IZFv 7Ry R &y LET,

% 38 LibraryPrep_XT_HS2_ILM F BenchCel M ¥ #AEZ &

Mo. of Columns Rack 1 Rack 2 Rack 3

Processed

Rack 4

1 1 Tip box —

2 Tip boxes —

]

3 2 Tip boxes -

o

3 Tip boxes -
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4 Tip boxes - - —

7 Tip boxes — — —

LibraryPrep XT _HS2 ILM®DZE{T

Yk 7T I+—LDT Select protocol to execute |H 5 LibraryPrep_XT_HS2_ILM #2#iRLE T,

Select the number of columns of samples to be processed MSFEAT HHTLEERIRLET .
1,2,3,4,6 F=X 12 A5 LMBRTEET 1 AL 8 HUTILAITHELET,

Display Initial Workstation Setup 2 voL%Ed,

) Display Initial
== Worlkstation Setup

D—9H9RAT—30 N TA—L®D Workstation Setup fEEICREN TS ESICEYRNT YT TET
WENMLTREEL TSN, CORTYTTEYNTYTRBES TINFvIT5L51ZLTLES
LY,

MiniHub D EBIRMAA>TNAIEERERL. 1= v F1ALET,

% . Run Selected Protocol #9)voL%ET,

» Run Selected
U Protocol

10. SUDERFMNTE L LTDI14REID OKEV)vILFETS,

VWorks x

4B, This runset contains protocols that will start running as soon as possible.
Ik _/,-I EBefore you click OF, 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

LibraryPrep_XT_HS2_ILM runset ME{TIZIFH 2 BREIMDYET . ETTHEBESIN=TH T2—
£40 DNA S47351JI1% Bravo Ty ® 7 &Z$ 3 Eppendorf FL—rDHIZASTVET,

Stopping Point ROATITIEFHWNMGS L. Yo TILTL—rED—ILL 4°CT—HRf, SBIC
RHRFEDIZEIL-20°CTRELTEELY, MiniHub @ Shelf2 ®A+vk 3 A
5 AMPure XP E—XHYAo7= Agilent Deep Well Y—RTFL—FERYHL, —
ILELT A CTRELTEZELY,
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Step 4. 7 TA—{1EDNAS LTS DOIEIE

CDRATYTTIEEEES AT LTTZA TA—1+E DNA o T ILOEBIRET 2T ILA Ty XA
DHEDFE-REETVET . B RATLABEET TLI=5, PCRTIL—FEH—TIL Y (05
[CFL. BRERICEITVET

CDARTYITIER 39 DHFEEFMALEY  BFRATIICRICEHSNA TVSHEZBHEL. KELITESE
FY ., FRERFEAMRIZE->TREEL TS,

= 39 v JFvH PCR EIGIZHEHAT ZRE

Component Storage Location Mixing Method Where
Used

Herculase |l Fusion DNA  SureSelect XT HS2 Library Preparation Kit  Pipette up and 64 R—

Polymerase (red cap) for ILM (Pre PCR), —20°C down 15-20 times

Sx Herculase Il Reaction  SureSelect XT HS2Z Library Preparation Kit  Vortexing 64 R—2

Buffer (clear cap) for ILM (Pre PCR), —20°C

SureSelect XT HS2 Index  SureSelect XT HS2 Index Primer Pairs for  Vortexing 63 R—

Primer Pairs ILM (Pre PCR),” —20°C

* Indexing primer pairs are provided in a 96-well plate.

SA4T3)DHARAVEAZIR—aVEHCT=8. PCR YRA—I VI RIETRTR
Hont=2)—rT)7HILIEZ UV RELTEKEAT- PCR7—FATEEDRIET
THRRL TS,

—HRT—2a D

1. Labware MiniHub & BenchCel D FL—rEFYTRYIRET R THFITET .

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7v&. &1 BenchCel %L
<HNTLZENY,

3. FS—OEREAN.O0CIZEYRLET ,Bravo Tyx 9 BMNBULFET, FS—UH—/N\—IZD7
<& 300 mL D 25% TR/ —IL D EEHERL TS,

4. Inheco Multi TEC Control 2y FRY) =% F>TTYX 6 BDEEZHLNLH 4°CIZEKELE
9, Bravo T 4 &l& Multi TEC Control #yFRXH')—>TCPAC2 1 [ZHHLET,

H—2IL YL I5D (R

1. R 40 OTOYTSLEY—TILHFAOIIRELEFT (EIEIMBALEY), 7O SLEFRKL. <
|2 Pause RAVEHS L TENREBEFTTMRASIAEELSICLTEEET,
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£ 40 X+ TF ¥R PCRIEBAY—TILYAI5DTOT T L*

Segment  Number of Cycles Temperature  Time
1 1 98°C 2 minutes
2 810 14 based on input DNA quality 98°C 30 seconds
and quantity [ & 41 888
quantity { = : 60°C 30 seconds
72°C 1 minute

3 ' 72°C 5 minutes
4 1 4°C Hold

* H—TIHAISDTOYSLTORIGEIE 50 pL IZHREL TS,

£ 41 HBEXVYIFYEIPCRYAILE

Quality of Input DNA Quantity of Input DNA Cycles

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

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

*qPCR TiRELT= DNA 2% 713 DIN D{EFEIZL/-DNA &
SureSelect XT HS2Index Primer Pair® ZE{§

1. TIFFrRILERYLERALT 5pL O SureSelect XT HS2 Index Primer Pair &3+ 7 F &l PCR
THEATEZTIL—MIDFELET ALV TIABIZSFET HEL5I2LET PCR FL—hEk EIC
RELET ., TS5/ v—R7MNDEEN - PCR FL—FkIE the Pre-CapPCR_XT_HS2_ILM ZAka
JLCERY B Bravo TyXIZtybLET,
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FrTFYRIPCRYRZ—IVYRERXRE—IVIRY—RTL—+DFAR

1. & 42 I2REL EYEF YT FoRl PCR TRA—SvIRERBLFET RILTYIRIFH T 15~
20 HRAL.KEICEEFT,

=& 42 XvTF¥RPCR TRE—Iv O XADEAH

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

5x Herculase || Buffer with 0L 170 uL 255 UL 340uL 425l 574 L 1066 pL
dNTPs (clear cap)

Herculase |l Fusion DNA TpL 17 pL 25.5L 34l A25uL 7.4l 106.6 pL
Polymerase (red cap)

Total Volume 11 L 187 pL 2805 374y 467.5puL  631.4pL 11726 L

2. EnzFrag_XT_HS2_ILM protocol TR L= Eppendorf twin.tec master mix source 7L —k &R
CFL—HMZ, &R 43 IZ5RENF=ED PCR master mix ZHh5L 2 DETHOITILIZMAET ., FHiL
WIL—rERETHHEETH. A5L 2 DETOVILIZHELES , TRA—IVIRY—RTL
—rDERILBEEILRE 6 S BIZELY,

% 43 Pre-CapPCRXT_HS2_ILM AYRA—IYHIRY—RTL—tDFAR

Volume of master mix added per Well of Nunc Deep Well Source Plate

Master Mix Solution Paosition on Source

Plate 1-Columin  2-Column  3-Column  4-Column  6-Column  12-Column
Runs Runs Runs Runs Runs Runs
Pre-Capture PCR Column 2 22 L 33l 44 uL 5oL 77 uL 143 L
Master Mix (A2-H2Z)

TLF ¥ TF+ PCR master mix [EMESFTY—RTL—FDHTL 212505FELT
{f2&0Y,

6 Pre-CapPCR_XT_HS2_ILM F Eppendorf twin.tec Y RZ—3Iv I RAY—RTL—+DEE
URID TR, THELEZIRAI—IVIRIEIRBTRELTVET,
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3. TYARA—IYHRY—ATFL—FZ PlateLoc Thermal Microplate Sealer T>—ILLEYT , RE (T
165°C. 1 ¥ TY,

4. TL—%E 30 BEEDL. BEOTL— R, —ILIZDWV R ERELA DU LR AEREE T, TR
—IYHIRY—RTL—hrIKLEIZEWTHEET , TL—r—ILIE Bravo TyFIZtybhd BHIIZ
[EALET, [IDTEICRBTRA (FHRENESITTEELTESL,

Y—RTIL—hDBREIZANHBE Bravo TEEIZBRENANGZWNZENHYFET,
T SUEROBRINY—RTL—rEL—ILLREV A DU L TLEELY,
= XAT—3o~ADtybk

1. R 44 [Z%¢Ly Labware MiniHub [(ZFY TRy RZEEVNLET, TL—FORAZIEIR 4 FSHBLE
ERS

% 44 Pre-CapPCR_XT_HS2_ILM A MiniHub M #1#iEZ &

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

2. X 45IZf¢L\, Bravo TyFIZTL—MgEEEYRLET,

% 45 Pre-CapPCR_XT_HS2_ILM F Bravo TvX D ¥R E

Location Content

6 SureSelect XT HS2 Index Primer Pairs for ILM 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 2 (unsealed)
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3.

& 46 |ZHEL>, BenchCel Microplate Handling Workstation [ZFv 7Ry R &y kLET,

% 46 Pre-CapPCR_XT_HS2_ILM R BenchCel O #)#if2 &

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 HS2 ILMD) 31T

9.

10.

Yk 7y T I+—LDT Select protocol to execute 1V Pre-CapPCR_XT_HS2_ILM ##IiRLET,

Select Labware for thermal cycling Av5. Bravo Tv¥ 6 &IZtwkL1= PCR L —r%&:&RLE
ER

Select the number of columns of samples to be processed Mo FE AT HHTLEZEIRLET,
1,2,3,4,6 FzIE 12 hSLMBIRTEET . 1 hSLA 8 HUTILAFITHEALET,

Display Initial Workstation Setup 2 voL%Ed,

@ Display Initial
= Workstation Setup

D—HRTF—30 M T4+—L@D Workstation Setup fBEIZRENTNDKSICEYNTYTTET
WEHIERLET . CORTYT TN YTREBEESF TILF I T HESIZLTEZELY,

MiniHub O EEMA->TWNAIEEHERL A= vI31XLET,

He&R% . Run Selected Protocol #4')voLET,

» Run Selected
y Protocol

Pre-CapPCR_XT_HS2_ILM protocol METIZIFH 15 AWMU FET . FET I SHE.PCR ITMFEHHY
ZJILHS Bravo TvF 6 D PCR FL—MZA>=REEICHYET,

11.

66

LTDIERMNRRENT-5 Bravo Tv¥ 6 NS PCR FL—+r%E&EY ., PlateLoc Thermal
Microplate Sealer T 165°C, 1 ¥ T>—ILLET,
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Plate ready to seal

Seal PCR plate and run thermocyder
protocol,

User data entry:

Pause and Diagnose Continue

12. TL—h% 30 BEZRDL. BOTL—F—ILITDWVBEREV AU LRAEREET,

13. 709 SLE YNNI —TIL YA IS TILEBTRIICH—<IL YA U5D Play KA %R
L.k 40 D705 S LxBALTOv DB ES 98°CIZLET , 98°CIZEEL=5TCIZHUTIL
L—rEHY—2ILYA4o50T7avoIzeyb L EZHOHFET,

Y—TIPAISDEDREITEL PITELZTEHIBRNIAHYET . EDECTHE
T BIEEIEREDIFTTHEEL TZELY,
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Step 5. AMPure XP beads|Z & A1EIEL-DNAD FEH!

ZDRTYTTIE Agilent NGS BHE){ET X7 LT AMPure XP E—X &HE1EL 7= DNA % Agilent Deep
Well Plate [Z#8L . E—XIZ#EALT- DNA ZEH% % T HIBEEZEITLET,
ZDARATYTTIE 38 R—UT#AfELT= AMPure XP beads ZERALET .

—HOXT—a D #Ell

68

Bravo T+ 9 &IZJ%>TL\% Pre-capture PCR master mix Z4%;¥ L 1= Eppendorf twin.tec ¥X
B—IYyHYRY—RTL—hIE, %D TS_D1000 protocol THERALET (71 XR—I D Option1:
Agilent 4200 TapeStation & D1000 7yt A= ERAITHIHEESHR) . TSN D Labware
MiniHub & BenchCel D 7L —hEFyTRYIRERFfTITET,

DNA Away decontamination wipe T Labware MiniHub, Bravo 7y, &1 BenchCel Z+&L
HEFTS

Inheco Multi TEC Control 2YyFRH) =2 F>TTYX 4 BDEEZH LML 45°CIZERTEL
9, Bravo T 4 (X Multi TEC Control #yF X9 —2TCPAC2 1 IZHHELET,

Inheco Multi TEC Control #YF A9 —2 % F>TT X 6 BDREZHOLNLD 4°CIZERELE
9, Bravo T 4 &% Multi TEC Control #vFRXH')—>TCPAC2 1 [ZHELET,

30 mL ® nuclease free water M A o7= Agilent shallow well reservoir Z# L E 3,
EnzFrag_XT_HS2_ILM protocol &1 LibraryPrep_XT_HS2_ILM runset TERAL=TL—r%
BIATEES,

1JH—/\—HN D nuclease-free water IZK;ANLGNZEZHERLET HABAIXERYNFYTEH
THYKREET,

50 mL @ 70%T4%/—)LD A->1= Agilent deep well reservoir ##fELET
& 47 12%EL), Labware MiniHUb IZFL—h&EZ VML ET, TL—FOMEER 4 ESBLET,
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4 YT )L DFHE

Vertical Shelf
Position

Cassette 1 Cassette 2 Cassette 3

Cassette 4

Shelf 5 (Top)

Shelf 4
Shelf 3

Shelf 2

Shelf 1 (Bottom)

Aliquotted AMPure — -
XP beads in Agilent

Deep Well plate from

page 38

(50 pL of beads/well)

- Empty Eppendorf -
twin.tec Plate

— Nuclease-free
water reservoir
from step 5

— 70% ethanol —
reservoir from
step 6

Empty tip box

8. X 48(Z#tL), Bravo TYFIZTL—+EEEYMNET,

& 48 AMPureXP_XT_HS2_ILM (Pre-Capture PCR) F Bravo 7w D #)HiE&E

Location Content
1 Empty waste plate (Agilent 2 mL square well)
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 49 [Z#L\. BenchCel Microplate Handling Workstation [ZFv 7Ry X &y LET,

% 49 AMPureXP_XT_HS2_ILM (Pre-Capture PCR) Fi BenchCel M #]H#iEZ&E

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

1 1 Tip box — — —

2 1 Tip box — — —

3 2 Tip boxes — — —

[

2 Tip boxes - —
3 Tip boxes — —
5 Tip boxes — —
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AMPureXP_XT_HS2_ILM (Pre-Cap PCR) FOrI/L D BIREEST

1.

Tyb 7y T I+— LDl Select protocol to execute 155 AMPureXP_XT_HS2_ILM (Pre-Caprure
PCR) Md5bWLW\FhhDTObaLERIRLETS,
RRAMF YT FXT )0 T 7—970—%7558 (TA—TEDN(TIVFLE—av &I
YT INET—ILT B5E) AMPureXP_XT_HS2_ILM (Pre-Cap PCR -SinglePlex) #3EiRL
F9,
TLxNTFYT =0T 7—070—% 1558 (INATIVF1E—av RIGHIIZY VT LE
T—IL9 %154 ) AMPureXP_XT_HS2_ILM (Pre-Cap PCR - MultiPlex) Z:#iRLET,
single-plex & multi-plex 7ARLTIEBHDEDRENELZYET , UEDNA(T)FT(E—
3> OTARILICZIECTELWA T2 av 2 ZIRL TS,

Select Labware for thermal cycling Av5. Bravo Tv¥ 9 &IZtwkL1= PCR JL—r%&:&RLE
ER

Select the number of columns of samples to be processed Mo F AT HHTLEZEIRLET,
1,2,3,4,6 FzIE 12 HSLMBIRTEET . 1 hSLA 8 HUTILAITHEALET,

Display Initial Workstation Setup 2 voL%Ed,

@ Display Initial
== Workstation Setup

5.

6.

7.

D—H9RAT—3 N TA—L®D Workstation Setup fEEICREN TS ESICEYRT YT TET
WEHIERLET . CORTYT TNV TREBEESF TILF I T HESIZLTZELY,

MiniHub D EENAAS>TWSZEEXHERL, 1 =254 XLET,
FEER1% . Run Selected Protocol 41w 4L%EY,

y Run Selected

Protocol

FBRITOMILOETICIEH 45 2OAYET . BT T LR INT= DNA YT ILIE Bravo T+ 7
Z D Eppendorf FL—RZ AT IREEIZHYET,

70
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Step 6. SATSYDNAD YA XFIvIEER

YUTIVBHIEUTOF T avh o &RTEET,

- Option 1.2 TADTL—rEBEE{EL X T L (TS_D1000) # ALV TEfEL . 4200 TapeStation ZFLY
T175 (71 R—® Option1: Agilent 4200 TapeStation & D1000 7wt/ & E AT 55555 HR)

- Option 2. FHTHH YT ILZEZFEL . Agilent 2100 Bioanalyzer, Agilent 4200 / 4150
TapeStation, E£fzI1& Agilent 5200/5300/5400 Fragment Analyzer TH#7%&475 (76 XR— M Option
2. ZOMD TSV TA—LERAVWEIT(X=27IL)ZSHR)

Option1: Agilent 4200 TapeStation&D10007 v A/ ZFE AT 3154

ZZTIE 2 uL ® DNAH2FJLE 6 uL M D1000 Sample buffer ZE&L. D1000 7vtAHAY>TIL
JL—brE.BEHTOra/L TSD1000 ZRAVWTIHRARMLES . ARE. 7yE4TL—FE 4200
TapeStation [ZFELEEHTEITLVET , 558 (X5 D1000 Kit DI =27 JLETSHRIIZELY,
TapeStation 7T ZE (L 30 A LLEERICRLTOEALET,

) —4HXF—<3 & Sample Buffer V—RXFL— D #(
1. Labware MiniHub & BenchCel D 7L —kEFVT RO RE B AHITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 73, £ &1 BenchCel &L
LT,

3. Bravo 7YX M I BEERICRI-OFI—DBREVIVET (21 R—UBH),

4. Bravo TyXbE—rJOVIDREEZETEEZSHL. Inheco Multi TEC Control #yFRH) —2%&{F->
T Bravo TyF 4 BEBDRE% 4°CIZEKRELTLIEELY, Bravo 7vF 4 &l Inheco Multi TEC
Control #yFRAXH1)—>TCPAC21 IZ/HHELFET .

5. EnxFrag_XT_HS2_ILM & Pre-CapPCR_XT_HS2_ILM TffR L= Eppendorf twin.tec Y—RX7FL
—rERUCTL—RZERLY, Sample Buffer V—RXTL—rE#Z=BETHRELET . & 50 2L, HS
L\ 3 MErHx)LIZ D1000 Sample Buffer i1z %9,

% 50TS_D1000 A Sample Buffer V—RTL—rDAEL

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 3 11.0pL 17.0uL 23.0uL 290uL 410l F70uL
Buffer (A3-H3)

D1000 Sample Buffer (M5 V—RTL—bDAHT L 3 1245FLTLEELY,
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St
( XX XX
XXX )

R/
XX
()

..

7 TS_D1000 A Eppendorf twin.tec Y RA—3yHIRY—RATL—+DEE
LEIO TR I THELIZYRE—IV I RIERBTRELTLET,

TD—ORT—av D#ER

6. 4 TR TIL—rDOMEEESRIZ. R 51 IZHELY Labware MiniHub IZFvy TRy IR EwvkL

F9,
# 51 TS_D1000 A MiniHub D ##iE2 &
Vertical Shelf Cassette 1 Cassette2 Cassette3 Cassette 4
Position
Shelf 5 (Top) — — — —
Shelf 4 - - - -
Shelf 3 — — — —
Shelf 2 New tip box — — —
Shelf 1 (Bottom) Empty tipbox  — — Empty tip box

7. & 52 IZf¢L), Bravo TyFIZTL—rEEEVNLET,

5% 52 TS_D1000 A Bravo TvX D #IHAEE

Location Content

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

f Empty Eppendorf twintec plate

9 Eppendorf twin.tec source plate containing D1000 Sample Buffer in
Column 3

Agilent 4200 TapeStation EBEE S AT LAD T A—D % (T51=80 . TytA
TL—rDHRERD BEYEIZIEIEE D Eppendorf twin.tec 7L —k (Eppendorf #!
# 951020401 F7=1%951020619) DA HEAL TS, BEMETORILTHR
HL1=H>TILTL—k% 2200 TapeStation D EEHTIZIZFERALELTESLY,

8. X 53 [Z#tL>, BenchCel Microplate Handling Workstation [ZFv 7Ry R EyrLET,
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% 53 TS_D1000 A BenchCel M # AR 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 — — —

TS_D1000 FOha/LDEFT
9. tyb7vFI74+—LMISelect protocol to execute |HVi5 TS_D1000 Z##IRLET .

10. Select the number of columns of samples to be processed NSERT DN L#HERIRLET,
1,2,3,4,6 FzIE 12 HSLMBIRTEET . 1 hSLA 8 HUTILAITHELET,

11. Display Initial Workstation Setup #42')v L%,

@ Display Initial
= Workstation Setup

12. T—H9RT—ar M IT+—L@ Workstation Setup fEEIZRENTNDKSIZEYNT YT TET
WEHIERLET . CORTYT TN YTREBEESF TILF I T HESIZLTZELY,

13. MiniHub O EEMNASTWAIEFFERL. /1= vS514ALET,

14. #EER% . Run Selected Protocol 4w LET .

» Run Selected
y Protocol

TS_D1000 METIZIFH 15 MW ET . BITRADO YU TILESEMNSE T #%. Bravo TvF 4 BIZH
B DNASATSYHUTILTL—rES—ILL. 79 R—SDINATN)EAE—2a0 Db Ty T TER
IHFETKLEIZEEZET,

15. LT DETRHNRTSINT5. Bravo TvF 6 FIZHDEM A YT ILH Aotz Eppendorf twin.tec
TL—rEEYHL. Continue 41y L TLEEL, D1000 7ytEATL—RETAAILL—ILTY
—JLL., A=Y —HARIZR > TRILTYIRSIFH TREL TS,
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Plate ready to seal

Seal analysis plate and vortex as per
TapeStation user guide,

User data entry:

Pause and Diagnose Continue

4200 TapeStation ~DHA—T %% (T51-86. FEED 96-well plate foil seals
(Agilent & 5067-5154) DHZEFERALTZELY,

ERELEEDT=6.DNA & Sample buffer [IRILTFYVIRIFHT 1 SRS
L. ERISEESN TSI LERREL TS, TDH%. BEEHST=HREY
Bz LTS,

D1000 7wt 4 THikEIET—2DET

16. 1 —H—HARIZHELY, BHTAY T ILTL—k, D1000 ScreenTape, Loading tips Z&&(Zty
kL. kBVZRAIRLET

17. kB TH. ILYLOTIOSSLTHEIND DNA IS5 A MG A XDE—IHRFENTLNS

MEZELET (R 54 DAARSAUESEIESLY) 2 x 100 bp V—FAIZE FiEShf=- DNA
SIEREINT=S54T3)DOILobA7z05 S L6 LR 8(EME DNA MoRBEL-51T31)).
9(HIEEDHED FFPE DNA NSRBLIZSA4TS)) BLUE 10({ESEED FFPE DNA H
LEABILI=54TS)) ITTRESNTULET,
BHESNAE—ILUNIED FREEBICE—IRELTWRIGE . 7 TE—FAI—DHEENT
BINFET K 10 LRBEICHOLNTVDEIEGIEWLNEEIX, 3—F VLIV YyFAURD T
BICEDIENTEET, FOMIZDLTIE 157 R—SDMST IV a—TF4Uo T AR ES R
AW

K 54 XY TFYHIZATIIDEMHARSM1>

NGS read length for Fragmentation method  Input DNA type Expected library DNA
fragmentation protocol fragment size peak
selection position
2 =100 reads Mechanical shearing ntact DNA 300 to 400 bp
FFPE DMNA 200 to 400 bp
Enzymatic fragmentation  Intact DNA 30010 400 bp
FFPE DMNA 200 to 400 bp
2 =150 reads Mechanical shearing ntact DNA 33010 450 bp
FFPE DMNA 200 to 450 bp
Enzymatic fragmentation Intact DNA 33010 450 bp
FFPE DNA 200 to 450 bp
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18. MY IR 7 D Region #AEFAWT. BSIM/TJDEEEHERLET .

0 ¢
i
S &

5000 - -
4000

3000 4

2000

Sample Intensity [Normalized FU]

1000 |
0
Size
2l g
n o 8’ S‘ S‘ 8‘ 8| 8 8| & [bp]
B 2 E g & 2 & B 22

8 EMmE gDNA B T ISR LF Y T FrRIDS4T 3 DEXKEIR (D1000 7yt A1)

¢ &
X o
~ 204
3 15
g
g
r4
> 104
£
E
o}
E s
j JL
0 =
Size
“ o 8 8 gl 8| 8 8l 82 [op]
< 2 - I R 813 = e

9 HEENAT FFPE gDNA U T LD BARL=F ¥ TFYrEIDS 4TS DESRKER (D1000 7vt4)

Sample Intensity [Normalized FUJ (1043)

6
e S| e b e
[ e . P Ao S| L .....
LA N
=lo Size
N 2 gl gl 888 Bl EE lop)

10 {E&E FFPE gDNA H 2 FIL (ANYRIZKBEH L) hSRABLEF v TFYHINOSATSUDERKER

(D1000 ScreenTape 7vtzA)

Stopping Point
RHREDNSZE(X-20°CTREL TS,
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Option 22 ZDMDTSYLTA—LZERVN-BHF(T=27I)

YZaF7ILTOYUTILRAEZEITL, Agilent 2100 /N1 F 7 F 54, Agilent 5200/5300/5400
Fragment Analyzer, Agilent 4200/4150 TapeStation AW\ THETEITIENTEET,

BondILHbO7z0%45.4I(F 4200 TapeStation DRBFELE TSI AV AXTOAT7AILIZIEB T E
NEIFSNET, KEBR TR, TLOMADIOSISLTHEINS DNA I35 AR A XDE—IHN
BONTLAINERLET . STA T avIZDLVTE 55 S HBZALY,

£ 55 I TFAHISATSIDHHA T ay

Analysis platform Assay used at this step

Link to assay instructions

Amount of library sample to
analyze

Agilent 4200/4150 D1000 ScreenTape
TapeStation system

Agilent 2100 BioAnalyzer DMA 1000 Kit
system

Agilent 5200, 5300, or 5400  NGS Fragment Kit (1-6000 bp)
Fragment Analyzer system

Agilent D1000 Assay
Quick Guide

Agilent DNA 1000 Kit
Guide

Agilent NGS Fragment Kit
(1-6000 bp) Guide

1 plL of sample mixed with 3 pL
of D000 sample buffer

1 L of sample

2 plL of sample

76 SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation



5 NATYFA4HE— 3>

5 NATVFAE—ay

Step 1, Option 1. Single-Prex /\A )& A€ — 3> DNA D

B et 78
Step 1, Option 2. RILFTLYIRNATYEAE—aFHD
DNA DEBL ..o 81
Step 2. DNA SATS) X v TF¥TO0—TDNAT)F(E—
= OO ORI 92
Step3. NATYFALAXLT= DNADFHTF¥ oo, 101

CDETIL SureSelect FfzI& ClearSeq ¥ ¥ T Fv 34T SUERWNzNA(TYF(E—avbxvTF

YOIEMNBENTVET,

BRIDATYTTNATYFAEL—2av A YU TIVEERLES . YU TILET—ILT R4
KO TILGBA T avEFERALET,

INATNFAE=23VRICHUTINET—ILT BHE
INATYFAE—=2a RV TINET—ILT BEE

XN TF¥S4TSYERARLE: DNA SATSVDELERF, LT FriEE
BA-OITBOTEETY, FARILICEHINTOBREICHKLN NATYS A
T — 3 % 7o TLESLY,
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Step 1, Option 1. Single-Prex/\1 )& 4+ —< 3> FADNA®) § &

RANF YT FT—)o T 0—070—DGEIZITVWET, TLx T FrT =)o 7—o70—ni5
AI2(% Step 1, Option 2. RILFTLYIRNAT)ZAE—3 FD DNA DFFRES RS0,

DNAY>FILD 5%

FBLI=FNEFND DNA YU FILIZHL T NATYEAE—av v TFvE2TVET,
NATNEALE— 3V RIGIZIE 500~1000 ng @ DNA BABHETY GEE 12 pL) . COEE THEHRL
ZLDEZNAT)FAE—aV [CRNTLESLY,

71~76 R—=UTHELIYUTILDOBEERANVWT. N(T)F(E—avIEFRTHREZUTORX
THELET,

Volume (pL) = 1000 ng/concentration (ng/pL)

HEAE D 1000 ng [SEF-HWH LT ILA Ho1=15E . BYD DNA YT ILELE (9 10~12 uL, DK
E3500ng EEL L) ENATVEAE—2a DRATYTTHEAL TS,

BHE{t7Ora)L Aliquote_Libraries ZE{TL. NATVFAE—2aVIERT 5% DNA o TILD
BUREEHLWVTIL—NMISWTHIENTEET . BBMETOPILERTT BRI ZHTILD
PRI DREZEEFLRATLIIERTAEODREUTORATYTIZHVMER T E2HENHYET .

1. 11 2RI AYE—%DITt=.csv (comma separated value) 774 ILEERLET . AVE—D
XFEIEAR—RESELRNEKSIZLTLESLY, 2O FRIE Microsoft M Excel HEDRTL YR —k
7TV —avEF>TERL. RET BBRIZ.csv IA—IyhIT 3284 TEET , 2D T7
AIIETL—FDE 96 DL DIT(rows) EELHENHYET,

2. B DONAHUTLITDONTAYT —DIERICET HEHREAHNLET,

- SourceBC DHZ(FHUTILTL—FDARE. £=F/S\—a—FEAHLFE T, SourceBC DFE. £
To row TRILIZAEYET,

- SourceWell & DestinationWell D32, TL—FTOEFNFNDIZILDHAEZANLET .
SourceWell & DestinationWell [CZZM N =ARABEEST T ILIZDOWWTRILIZARYET,

Volume DB, ZNENDH LT ILDNATIYFA(E—2avITERATHRE (W EAALET,
FEALGL Y TILOFTIREIRLET .
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A B C D
1 |SourceBC SourceWell DestinationWell Volume
2 |abc Al Al 5.35
3 |abc Bl Bl 4.28
4 |abc Cl Cl 5.19
5 |abc D1 D1 4.76
B |abc El El 2,19
7 |abc F1 F1 5.49
2 |abc Gl Gl 4.86
g |abc H1 H1 2.05
10 |abc A2 A2 4.37

M1 ASLFVAYVTNRTLYRS—F

HYUTIWRTUYR—MEIUTOIHLFIZRFEENTVETS,

C:¥VWorks Workspace¥NGS

Option B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File Templates¥
Aliquot_Libraries_Template.csv (x.x.x [£/A\—23 % F)
Aliquiot_Libraries_template.csv 774 JLZaE—L.

#& Aliquiot_Libraries_v.B1.0.1pro @S5> ® csv F7AINEERT B=bDTTL
—hELTHERTEET 12 h5L 96 HUTIL) KYDBNSODTUTL—RELT
FRTZEE.96 YLD DIRHAIE FALALITILOTIZEIBRShTL
B EEHERL TS,

3. VWorks VIrII7MNAURAR—ILEN TS PCOUTDIAILEZ.csv I7AILEOA—KLET,

C:¥VWorks Workspace¥NGS Option B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File Templates

4., FS5—DEREEAN.0CIZEHELET ,Bravo Tyxm 9 BMNBHLET , F5—)HF—/—([D
7<E1 300 ML D 25% TR/ —IILH B EEERL T ELY,

5. X 56 [ZHEL), Bravo TYFIZTL—bEEFEYRNET,

% 56 Aliquot_Libraries F Bravo Tv¥ D #HEE

Location Content

s

MNuclease-free water in Agilent shallow well reservoir (30 mL)

5 Empty Eppendorf twin_tec plate

6 Empty tip box

a New tip box

g Prepped library DMA in Eppendorf twin.tec plate

6. tYr7 YT T+—LDISelect protocol to execute |Hvis Pre-CapPCR_XT_HS2_ILM Z:&IRLET,

7. Display Initial Workstation Setup 2"y L% T,

@ Display Initial
‘= Workstation Setup
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8.

10.

11.

12.

80

78 R—CDRATYS 1~3 TH{ELT-csv I7MILET7YvITO—KLET,

a. Form EE®I Select Aliquot input fileJD“..” %5y HILET,

Select Aliquot Input File

b. csvI7AMILDRFEZRE. T77MILEERLT Open 20w ILET,
Window AEALT=5. Select Aliquot Input File [SEIRLI=77 1 ILARRINTLSHFEEL
9,

D—Y9AT—30 N T4+—L®D Workstation Setup fEEICREN TS ESICEYRT YT TET
WBEHIERLET . CORTYT TNV TREEZ TILF I T HESIZLTEZELY,

MiniHub O EEMNASTWNAIEFFERL. /1= vS514ALET,
FEER1% . Run Selected Protocol 41w 4L%EY,

a Run Selected
Protocol

Aliquiot_Libraries M E4TI2(X 96 7 )L TH 1 BREIAMYET . DNA BT )L FL—K & Bravo
Ty 5FEDTL—MZAST=REEIZHYET,

Bravo T Mmoo FILTL—RERYHLET,
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Step 1, Option 2. T ILFFLYHIRNATYVEAE— 3 FADDNA
DL

TLxNTFvT =)o 7—78—DGEITTVET . RANYTFr T -0 57— 70—0i5
&IZIE Step 1, Option 1. Single-Prex /\1 TS 4 — 3 F DNA DI EE SR,

AOTYIREFMDNAY VT ILDT—IL

CHORTYITIHREFETORrALEZRWTNATIEAE—a RBIDOH o TILDOT—ILETVET,
CNIT—70—TIHUTOEED XT_HS2_Pooling D 7+—LZEFERALET,

. . . NGS Workstation B Setup
- Agilent

Bravo Deck

SureSelect*” #S2DNA
Pooling and Normalization

BenchCel 4R

s | coetes | omter | comees | ot |
Shelf 3

Shelf 2

sz
o
it fEiopsed Time: 00:00:
Currently Processing Input File
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INTA—ADERE

NATNELE—232IZ1F 1500 ng DA 27 w9 X0 gDNA (SureSelect XT HS PreCap Human All
Exon V8 Probe M5 &(Z(X 3000 ng) #EALET . 8 F=IL 16 YU TILAEEEFNDKLIICLET,

NATNVEALE—=2a I ZFERTEEXNYTFI4TSDHELE gDNA T—ILARITER 57 #S5HELT
QAN

= 57 TLxvTFoT—ILDHEE

Probe Amount of total DNA per pool Number of Amount of Maximum DNA
(Amount of DNA pool per indexed gDNA  each indexed  concentration
hybridization reaction) libraries per gDMNA library in  for pool

pool pool

SureSelect XT HS PreCap Human 6000 ng (3000 ng/hybridization) & 750 ng 375ng/pL

All Exon'Va

SureSelect Custom Probe 3000 ng (1500 ng/hybridization) 16 187.5ng 93.75 ng/uL

ClearSeq Comprehensive Cancer 3000 ng (1500 ng/hybridization) 16 187.5ng 83.75ng/pL

SureSelect Human or Mouse All-Exon 3000 ng (1500 ng/hybridization) 8 375ng 187.5ng/puL

SureSelect Clinical Research Exome 3000 ng (1500 ng/hybridization) 8 375ng 187.5ng/uL

SureSelect Focused Exome 3000 ng (1500 ng/hybridization) & 375ng 187.5ng/puL

ClearSeq Inherited Disease 3000 ng (1500 ng/hybridization) 8 375ng 187.5ng/puL

AIRERRYNATVE A€ =230 2 A DAV TYI A DNA T—ILEEHET HELSILET,

f4il: SureSelect XT HS PreCap Human All Exon V8 Mi5& 6000 ng. ZD D TA—T Di5& 3000 ng

DNA T—JLIZ&>TUE JRUDTATIVZ 2 AUEDNATYZAE—2aV RIGITH 5274 DNA BNEFNDENRRAFNET,
T—=)2T DTy TEFT5R1IIZT—IL TS DNAELEDNA YU T IVEBEIZIECTREEZRET S0
ENHYET,

ERELGSERIZITIDEEL 2 L DY VT IVETRTILENHYET . KX 57 D DNABED LRIE.
2 UL YU TSI TESLSITHRESNTULET, #EKYUE DNA BEAESWMESIZIE. UTD
HETHRHEL TS,

-EFERED DNAEZT—ILT B8, Y—RTL—rDORE YT ILOD DNA BEXHEZELET,

- 2ETOYUTILHEK 57 THEINTVSEEEFTESEE. &5 T 3000 ng(SureSelect XT HS
PreCap Human All Exon V8 M15#& (% 6000 ng) ® DNA BT — )L TEBRKSIC#KLET,

- —DTHHUT A HEDRELZBASGE L. #U4 DNA T—ILEFHETIVNENHYET,
FT.RBRULEEAS WY UTILIZDONT, 2 pL TEDLSLID DNA ENEFNEINTHELFET
NOEHUTILD DNA BERYET,

il RBLEENZLH T ILA 200 ng/uL DIFE . YT ILH 400 ng §OT—)LEhd &SI
BT IET—ILL. DNA D#EZRELET , Focused Exome DNA ¥+ TFvS4T3)DIHE
(% 8x 400 ng T 3200 ng ® DNA #7—)LLET,

T—=LEDYITVIL— DT
A TP RFM gDNA B2 TV IET ATA4 R —2a0TL—MMIT—ILENFET,
ONA BT INET—ILLTNATVEAE—2a  EX v T FrEITIBOEBREESHRBALET,

TL—HMIHLTE—DOF Y TFrS(TSVEERTHEE. Al~H1, A2~H2--- A12~H12 DIE
IZERALET,

BHBEOXYITFvIM4ITIVEERTIEE. TNTNDTICIERDIXFYTFYIA4TIVENA
TVEARXTBEIITRELET , Hyb_XT_HS2_ILM 7O DEBDORIZ, ACF¥TFv54T
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SVIEECHITNATIVEFARXFTBHEIIZLET,

196 RIESATSUEIERLIZHE  BIEIZ 6 F1=(E 12 O gDNA FT—LAERENET  HEOH
FALDIHIZ, gONA T—LERLTRT 4R —av TU—MEH T B EN TEET

YT IVT—IVA csv TP ILDIERK

BEMETORIIZED YU TILDT—ILEITIFIZ. Yo T IL DL EEBEIE Y AT ALIZIETRT 51
HDREUTDRATYTIZHIMER T IDELHYET . CORZEICBFEIRTLIEZE YT LD
BREFEHEL.NATIVEFAE—LaVITEDODERD/—IFAXETVET, ROWBIZDONT
ZE 12 #SBEEN, T7AIIVTUoTLU—MEIUTIZRESATHWET,

C:¥VWorks Workspace¥NGS Option B¥XT_HS2_ILM_v.Bx.x.x¥Pooling and
NormalizationTemplates

T—ITBHTILE(B FflE 16 HoTI)EV—RTL—IDIEBIZECTELWLW T TL—R 2
BALTLEEN 1 MBDOY—RTL—rhS 8 T ILET—)LT B154E . Pool8_01_SourcePlate.csv
#FEAL 2 B LIEDY—RTL—h2E R 5121 Pool8_0X_SourcePlate.csv Z{ERALET,

1. AT S.cov T7MILTUTL—rEaE—LET . AYE—IZ[FAR—ADPZFDMDOXFEEFH
WESIZLTLEEW, o T I EFENTULVEL Well DITIXEIBRLETS,

A B C
1 |WellID  PreCap Amplified pond concentrations (ng/ul) Target WelllD
2 |A1 52.79 A1
3 |B1 49.21 Al
4 C1 38.73 A1
5 |[D1 43.56 Al
6 |E1 39.7 A1
7 |F1 45.33 A1
8 |G1 53.38 A1
9 |H1 48.91 A1
10 |A2 40.74 B1
11 |B2 37.22 B1
12 |C2 42.03 B1

1292 TNDT—NE/—TS54XF csv file DIER

2. csvITAILDYUTIVERERELET .
PreCap Amplified pond concentrations [ZI& 71 R—JTRELIZ& YT ILD DNA EE
ZAALFET,
Target WelllD IZ[&F— L5 (T AT —3>FL—kR) D WelllD #53BALET,

CHIETIEZETIL—FTA8 LLTHABLE 96 oI TEMETEHLSIZL
TLEEW, VAT LD EICDEMNBE TN H D=8, o TILEH 49~95
DIHFEIZIFE Well DITZHEIBRETITLL TOLSICEBLTLESLY,

Well ID: ZEL T LS Well (RIL Well Z#Y:RLA AREETY . )
PreCap Amplified pond concentrations:0
Target WelllD: ALY Well(FRTFaRr—arTL—hk)

BEL Well [THUTAAEENTVDZE. YUTLOREIFITHONERA
M FyITDmAY T ILINEST /ST &AL,

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 83



5 NA(TYF(E€—3av
PreCapture_Pooling BEI{E 5> DEREELT

3.

84

FS5—DEREAN,0°CIZtybLET Bravo TYF I BMNBYLET , F5—)HF—/\—IDH
<&H 300mL D 25%TH/—ILEHBEEFEEL TS,
Labware MiniHub & BenchCel D7 L—k&EFYTRYIRET R THFITET,

PreCapture_Pooling BHEMES>DEITDI=HIZUTOWTAADAEET XT2_HS2_Pooling 7
A—LEREFET,

- TAYbyT LD the XT2_HS2_Pooling VWorks Form @ a—thyhESTILYvY

- C:¥VWorks Workspace¥NGS Option B¥XT_HS2_ILM_v.Bx.x.x¥Forms (x.x.x [Z/8\—23 & F) I

$H5 XT_HS2_ILM_v.Bx.x.x.VWForm %ZBf<

» XT_HS2_ILM VWorks 7#4—.L5H\i> Reference MA@ Pooling Form &41)v4

XT_HS2_Pooling Form [CLA T Di1&EHREAHLET,

- Pooling Options ® Number of Indexes to Pool &Y. Pool 54> FIL#%E 8 £f=I% 16 hidRE

RLFETS,

- Pooling Options @ Pooled DNA Quantity [Z, 7—/L 9% DNA D#EFXANLET,

SureSelect XT HS Human All Exon V8 ¥+ 7 F¥54 73 Di5E(1L 6000 ng B EELET . %
DHDF Y TF Y5473 DHFEL 3000 ng T, COREIFNATVF(E—ar RinE 2
BT531=OIT+REENEFENTLET,

- Destination Plate ID/Barcode &Y TR T4 R— 3> TL—bDERTE(FN—a—FZ#ANLET,

- Source Plate ® Number of Source Plate M™%, 42T v X410 DNA 2T ILA A=Y —RT

L—hDOMBEERLET

- Source Plate &YY—RXTL—rE27=a7I)LTA—KT %H . MiniHub IZEybT5Hh, V—RTL

—;RY—ILENTNEMNEINEF T av TEIRLET

- Source Plate @ Concentration File i s, YV—ATL—rDIFRMN Aot=.csv T7MILEIEELE

TO
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Pooling Options
Number of Indexes to Pool (8 or 16): m

Pooled DNA Quantity [ng] (2 Hyb): -BDDD
3000ng or 6000ng (All Exon V&)

Destination Plate ID/Barcode

Destination1

Source Plates
Number of Source Plates:

Load Sources d To MiniHub & Manually

Sources Enter Sealed? dYes @No

Concentration File ID/Barcode

Sourcel

Source?

Source3

Sourced

Sources

Sourceg

Sources

Sourced

Ak

A ~ |

7. INSA—=ADAHN5ET LI=5 Display Setup 9y ILET,
8. TJ#—.L.® Workstation Setup fBIED R RIZHEL, TL—+FEVET,
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NGS Workstation B Setup

Bravo Deck

4: Peltier 5. Shaker 6: Peltier
Destination Plate: [ Empty Tip Box
Destinationl

7. Magnet 9: Chiller

BenchCel 4R

|2 Tip Boxes

e | o | o | o | o

Source Plate 2:

Source Plate 1:
Sourcel

2 DA T VIR DNA SATSUDASTY—RTL— S T— LT BIHFEDHRTE
‘DNA Y—XTFL—t% MiniHub IZEYbLET,

-Eppendorf twin.tec TRXT4Hx—3>TFL—r% Bravo TYF®D 5 FBIZEVLET,
-ZEDFvITRYI A% Bravo TYFD 6 FIZEYLET,

-BenchCel Stacker 1 [ZHERESN-BERDOFVITHRYIREEYNLET,

9. ELLEYrTYTEINTLSEH ., FTILFTyI%{TLL, Run protocol #91)vILET,

@ Run Selected
Protocol
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AT VI ARFH DNA Yo TN EEN-Y—RTL—r%E 2 U EFERALTY
VINET—ILTBRIEE . FEZITTOrIILETHICTL— b —ILEIEZAT
F=OIZEBDRLIZWARENHYZET,
PreCapture_Pooling ®E1TIZ(F DNA YV—RXTL—k 1 # &=V 1 BREAHNVYET,

SETThE BTN T—ILent=TAT14%—3>TL—rA Bravo TvF 5 FIZAST=IREEIZER
Uxd,

10. TRATA4FR—arTL—h& Bravo T 5 BEMNLEIYHLET

11. 42 TvY R4 DNA 427 )LTL—K I, PlateLoc Thermal Microplate Sealer T 165°C. 1 #
To—JLL.KEIZEZTZEYT,
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7—ILLT-DNADRBE DR

NTVEALE—LaV RISHIIZBEME O3/l Aliquot_Water & AMPureXP_XT_HS2_ILM
(Concentration of Pool) #FAWVTZSA4 73T —IL%E 24 L ISERMELET . COREFNATVFTAE
—Sav ki 2 B CHAELET, (FLHIZ, Aliquot_Water F7ARILEFE-T,. 4TSV T—ILDR
2% 100 pL [TLFET . LT AMPureXP_XT_HS2_ILM Z’Ota)LIZ&Y ., AMPure beads R \=%&
REITLN, 24 L THEHLET,

CDATYTTIL 40 R—THHABLT- AMPure XP E—XJL—r&ERALET,
T—IW BT ILDREDRHE

1. 13 DAY —%SBEIZ.csv (comma separated value) 77/ ILEERLET . AVE—DXFE
[FRR—REEFHLKSICL TS, CDF(E Microsoft @ Excel HEDRTL YR —MERL
TI)r—2avEE>THERL., RETBIEIC.cov T4—YMITHE3TEET . ZDIT7AIL
FTL—FDE 96 VTILDIT(rows) ZELHELHYFET

2. BDNAHUTIIZDODNWTAYS —DIERIZET HIEHREAALET,

- SourceBC DAZ(FHUTILTL—FDAR. FF/A\—a—FEAALFET, SourceBC DL, £
TD row TRLIZKEYET,

- SourceWell & DestinationWell 3|2, FL—FTOEFNEFNDITILDHEEZANLET .
SourceWell & DestinationWell [CEMN=-RABIXEH T ILIZDODWWTRILIZAYET,

- Volume DFIZE, ZENEND YU TILDNAT)F(E—2aVITERTHEE (WD EAALET,
FEALGL L OFTIXRIBRLEY .

A

abc
abc
abc
abc
abc
abc
abc

[F-R- - - T S TC R ST

abc

(=1
W
(=
5]

Al
Bl
C1
D1
El
F1
G1
H1
A2

SourceBC SourceWell Destinationwell Volume

T D
Al 3.5
Bl 5.2
C1 11
D1 3.9
El 17.5
F1 5.5
G1 23
H1 3.6
A2 3.4

13 Aliquot_Water F.csv 774 I/LDERL

HUTIWRATUYRY—MELUT DI+ ILT IR FENTOET,

C:¥VWorks Workspace¥NGS Option B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File
Templates (x.x.x [£/3\—2 3% 5 ) Aliquiot_Water_Template.csv 774 JLZEOE—
L. % Aliquiot_Water 5> @ csv 77 ILEERT B=DTTL—rELTHER
TEET 12 h3L (96 TN KUDLBWSODTUTL—RELTERT 515
& FEALGL Well DIERIFAEIBRLTIZELY,

3. VWorks Vb7 MLV RAR—ILENTWBPCOUTDIAILZ(Z.csv I7AIILEO—RLET,
C:¥VWorks Workspace¥NGSOption B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File Templates

88
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Aliquot_Water BEj{t 7O DY F YT EELT

4. DNA Away decontamination wipe C Labware MiniHub, Bravo 7w, £ &1 BenchCel &L
HEFTS

5. 30 mL @ Nnclease free water M A 7= Agilent shallow well reservoir #Z{ELE T,

JH—/3—H®D nuclease-free water IZKANLRNIEEHERLET . HDGEAIIERVNFVTE
THRYBREET,

ZDYH—/"—(F 1 BURODOFERIZEY. LIFED SSELCapture&Wash_XT_HS2 runset & Post-
CapPCR_XT_HS2_ILM, AMPureXP_XT_HS2_ILM (Post-Capture PCR) O ta/L TEF|IATE
F9,

6. X 58 (ZHEL), Bravo TYFIZTL—FEEEYRNET,

% 58 Aliquot_Water A Bravo T D #HAEE

Location Content

5 Pooled library DNA in Eppendorf twin.tec plate
6 Empty tip box

8 New tip box

9 Nuclease-free water reservoir from step 2

7. tybT7vTI74—LdDTSelect protocol to execute |Avi5 Aliquot_Water Z#iRLET .

8. Display Initial Workstation Setup 2y L%,

@ Display Initial
‘=2 Workstation Setup

9. 88R—UMRATYT 1~3 THEIFLI= csv I7MILETYITO—KLET,

a. Form EE®ISelect Aliquot input file 1D “...” &2y LET,

Select Aliquot Input File

b. csv I77MILDRFGFAEHE. 77/ IILEERLT Open 9w LET,
Window M ELCT-=5. Select Aliquot Input File [SEIRLI=T7AILBARRSN TS HRESEL
EXI®

10. T—YRAT—arNI+—L®D Workstation Setup fBEIZRENTWAKSIZEVRNT YT TET
WBIERLET  CORTYT TNV TREEF TILF v HESIZLTZELY,

11. MiniHub O EREMNASTWAIEEFHERL. /1= vS514ALET,

12. #ER1. Run Selected Protocol #4')v4o L%,

y Run Selected
s Protocol
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13.

14.

Aliquot_Water 7ArIJLDRFTIZIE 96 2 TILT—ILTH 1 BREHANYET . DNA ST ILT
L—KkI& Bravo T 5 FEBDTL—MZA-T=-REEIZHYZET,

Bravo T 5 EMo YT ILTL—FERYBLET,

27 )L FL—bI&. PlateLoc Thermal Microplate Sealer T 165°C. 1 ## T —JLL., K EICEE
F9,

AMPureXP_XT_HS2_ILM (Concentration of Pool) Ot yr7vFEEST

15.
16.

17.

18.

19.

20.
21.

Labware MiniHub & BenchCel D7 L—k&EFYTRYIRET R THFITET,

DNA Away decontamination wipe T Labware MiniHub, Bravo 7 V¥, &1 BenchCel Z+&L
HUVTLEELY,

Inheco Multi TEC Control #YFRI)—2%&F>TTvF 4 BDREZHOLMN LD 45°CITEHRTEL
%9, Bravo T+ 4 &L Multi TEC Control #yF R —>T CPAC2 1 [CHEHLET,
Fo—DEREAN, 0°CIZEYRLET , Bravo TyF I BEMBELET , F5—)F—/N\—(2D%
<&H 300mL D 25%TR/— LD B EFFERL TS,

30 mL ® Nuclease free water M A7z Agilent shallow well reservoir Z#{ELE T,

1) —/\—A®D nuclease-free water [ZKANENCEFHEELET . HIGEIEERVNFVTE
THRYREFT,

50 mL @ 70%T4%/—)L D A->1= Agilent deep well reservoir Z#{ELET

%= 59 [ZfELY Labware MiniHub [ZFY TRy REEVRLET . TL—rDOEZFIEIR 4 2S5 HBLE
ERS

% 59 AMPureXP_XT_HS2_ILM (Concentration of Pool) F MiniHub M # A& &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top) Aliquotted AMPure XP  — - -

beads in Agilent deep
well plate from

page 40

(180 uL of beads/well)

Shelf 4 - — — —
Shelf 3 — Empty Eppendorf  — —
twin.tec Plate
Shelf 2 — Nuclease-free —
water reservoir
from step 18
Shelf 1 (Bottom) — 70% ethanol — Empty tip box
reservoir from
step 19
22. % 60 [Zf¢L). Bravo TYFICTL—hEEEVNLET,

F 60 AMPureXP_XT_HS2_ILM (Concentration of Pool) A Bravo 7w D{HAEE

90
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Location Content

1
9

Empty waste plate (Agilent 2 mL square well)

Eppendorf twin.tec plate containing DNA library pools from the Aliquot_Water protocol
seated in red insert

23. & 61 IZ%¢L>, BenchCel Microplate Handling Workstation IZFv 7Ry X yhLET,

% 61 AMPureXP_XT_HS2_ILM (Concentration of Pool) F BenchCel ® # & E

MNo. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 1 Tip box — — —

2 1 Tip box — — —

3 2 Tip boxes — — —

[

2 Tip boxes — - -

6 3 Tip boxes — — —

12 5 Tip boxes — — -

24. tyb7 v T 74— LDT Select protocol to execute |5 LibraryPrep_XT_HS2_ILM ##RLFET,

25. Select Labware for thermal cycling V5. Bravo TV 6 &IZtwhkLf= PCR JL—r&:&RLE
ED

26. Display Initial Workstation Setup #5')v L%ET,

& viorketanon ety

27. T—H9RT—3MI74—L@D Workstation Setup fBEIZREN TS KSICEYNTYTTET
WEIHERELET , CORTYTTEYNTYTRBES TILFIvIT 5EIITLTZELY,

28. MiniHub DERMA>TVBILERERL. /=2 v51XLET,

29. ®EER#. Run Selected Protocol #91)v LET,

» Run Selected
.H Protocol

BETOLIILDEITIZIEN 45 NV ET . ETT5EFEESINT- DNA 2T )LIE Bravo TvF 7
& o Eppendorf F7L—RZ AT REIZHEYET,
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Step 2. DNASA TS X TFTO—TDNAT)EAE—L 3>

ZORTYITIXEEMEZTORL Hyb_XT_HS2_ILM Z#{FERALT. N\(T)FA(E—av RIGEDEYE
TITEITWET, TDHR. U—IL YA ISV TILTL—rE#BEL. 65°CTHRIEL T SureSelect
F1=(% ClearSeq F ¥ TFvSA4TSIVAD DNA YT ILDNAT)EAE—=L30FTWVET,
CDRTYTTIEE 62 ITRIAELZFERALET , FRANCKROIETRICEVWEREZBHEL. RILTY
DAZXYTRE. REVA DU ELTREEH TIEELY,

® 62 NATVEAE—2a 0 THERATHHE

Kit Component Storage Location Thawing Conditions Where Used
SureSelect XT HS2 SureSelect XT HS2 Target Enrichment Kit  Thaw on ice 94 R—
Blocker Mix (blue cap) ILM Hyb Module, Box 2 (Post PCR), —20°C

SureSelect RMNase Block  SureSelect XT HS2 Target Enrichment Kit - Thaw on ice 96 m—
{purple cap) ILM Hyb Module, Box 2 (Post PCR), —20°C

SureSelect Fast SureSelect XT HS2 Target Enrichment Kit - Thaw and keep at 96 R—T
Hybridization Buffer ILM Hyb Module, Box 2 (Post PCR), —20°C  Room Temperature

(bottle)

Probe -80°C Thaw on ice 96 R—o

H—T IV AOSD

1. SureSelect XT HS Human All Exon V8 Probe (V8. V8+UTR E£1=I& V8+NCV) ZFE AT 5154
£ 63. TNUSNDF Y TF¥TO—TEETR 64 TRV —TILHAHOZDTAT S LEFHREL
T (EBETMBLET), TOTSLERIEL. T<IC Pause RAVEFH L. ENREREFTTMNE
SNBESICLTHEET,

MWERYUTIIVEREDBREZHMBFTA=-OIZ. N(IVEFA(E—3 0D BEETRY S LEIR
HBRNH—IIINTAISDTAT S LEERRIRELTHCENEETT,

% 63 SureSelect XT HS Human All Exon V8 Probe (V8. V8+UTR F7=I& V8+NCV) AN /N TYF(E—>ar T
045 L*

Segment Purpose Number of Cycles  Temperature Time

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

workstation steps™

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

* RIGEIE 35 pL IZEREL TS (Segmentd DY A VL TORERISKE)
T VWorks Vb 7 THERENETRINT-%. YT ILE Hold AFYT DRI —SATF—avIcBLET,
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03 R—CTIEDAF VI FEEEFERETOMILETHUTILIL 65°CTHELET,

% 64 thOTO—JTE2FERATEIHEEDNAT)FA(E—3>DH—3)LTOT S L*

Segment Purpose Number of Cycles  Temperature Time

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

workstation steps’

4 Hybridization 60 g5°Ct 1 minute
37°C 3 seconds
5 Hold until start of : 65T Haold
Capture™

* RIGEIE 35 pL IZREL TS (Segmentd DY A VL TORBRIGKE) o

TVWorks Y7z 7 THRARTEIN=#%, Y2 TILE Hold ATV T DEIZT—HORT—avIc#BLET,

* SureSelect XT HS2/XT HS/ XT Low Input 5wk 7+—LAIZEREt SN =TA—T (L 65°CTHNATVF(E— 3>
MNRETT . NATVFAE— 3> DBE (Segment 4 & 5) % SureSelect XT2 Human All Exon V6 %> SureSelect XT2
Clinical Research Exome V2 % & SureSelect XT2 75wk 74 —1A0& 62.5°C, SureSelect XT2 L R T LAIZER SN T
ARBLTO—T L 60~65CICFIFBIETIRIT+—T VAN B LT AEREENHYET,

* 103 R—=UTIHFESIFYITFrLE BRI TONILETHUTILIE 65°CTHELET,

Y—TNFAISDEDRERFEL PFEEZTIBENLHYET , EDESTEME
TRGRIFIRE DT TERL T ZEL

NATVEAE—230FF —N—FAFTITIBEEROELSITORILEEEL

9,
H—TILTOTSL(R 63F-IER 64) DEREEY AV ME 65°C Hold i 21°C
Hold [ZLZE Y,

ATYT 1 IZERBEINTWAESITH—<ILYA(95% Pause L. BT HIIZ 92
R=Uh5 97 R=IIZBEINTWSNATIFAE—2a> DTV TET
TLTLEEEW,

INATYEAXL=H T ILIE 21°CT 16 BEETHLIENTEET,

D—OXT—2av D HElHE
2. Labware MiniHub & BenchCel D FL—kEF Vv TRYHRE K FITET,

3. DNA Away decontamination wipe T Labware MiniHub, Bravo 7v&. & &1 BenchCel %L
<HEHLTLZENY,

4. F—DEREAN.O0CIZERELFET . Bravo TYFD 9 BENMHEELFET, Fo—)F—/\—(ZD
75<&H 300 ML D 25% TR/ —IL N HAH I EEREREL TSN,

5. FWFPII=ZH LAY —rEBravo Ty 4 FL 6 BITEZET,

6. ZEDFvTHRvHRX%E MiniHub shelf1 ®Htvk 412 ykLET,
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7. % 65 I[Z%¢L>, BenchCel Microplate Handling Workstation IZFv 7Ry R &y rLET,

% 65Hyb_XT_HS2_ILM F BenchCel D #)H#EE

Mo. of Columns Rack 1 Rack 2 Rack 3 Rack 4
Processed

1 2 Tip boxes — — —

(]

2 Tip boxes — — —

3 2 Tip boxes — — —

Jo

2 Tip boxes — — —
6 2 Tip boxes — — —

12 3 Tip boxes — — —

Block ?RA—3yH XM EAH
8. X 66 [ZHEL, WY%A Block ¥ RA—I VO REK ETHRELET,

% 66 Block YRA—I v XD 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

Muclease-free water 25l 319 pL 537 pL 744l 956 UL 138.1 pL 2763 pL

SureSelect XT HS2 Blocker 5.0 pL 63.8 PL 106.3 pL 148.8 UL 197.3 pL 2763 UL 5525 L

Mix (blue cap)

Total Volume 7.5 L 95.7 uL 159.4pL  2232pL 286.9pL  4144pL 8288 L

Ta—TN\ATYFAE—30 R RAE—3IvH RDFRH

& 67 IRV NATVEAE—LaVITERTEEFYTFrIMTIVICEVWTEYIAEEARLE
T BRDRILTYIRIF Y TRLEITEAL. AEVA VU ELTKEICEVWTEEET,

BT DNA YU TLTL—rDENZEND Row (1) ICRLDF YT F¥3475
NaENATVEFARXTBHIENTEET . LD, FXYTFYS4TI)DHF A XN EL
BEX VT FrRBIEBTOY A VNENELZYES , ALTL—MIFRL PCR H4
IIWVBERBE—TINGAZDFATIVENATVFAXEEHLIICKREEE
I TTLESLY,

TL—bDETH Row T1RBEDF YT FvI4TSVEFERTEI0NIHE. 94
R—=U M stepa (TR 67 F=EFXK 68) K-> TIYRI—IVIRZRBL TS
LY,

<MD Row TELBXF Y TF¥SA4TJVEFERTEHIDIHEE. 95 R—PD step
b (& 69 FfIEFK 70)ITH-TIREZ—IVHIREFRBL TILELY,

a. 22TOrow T12DFNTF¥SA4TSVEFERTEIVDBE . FvTFv3473)D

A XIZHL Tk 67 £FI1EK 68 124> T Capture Library YRA—Iv IR EFHRL TL
= AW
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£ 67 3= IYMFAX 3Mb KFEDF YT F X317 3 DI5ED Probe Hybridization Mix 0 57 &

Target size <3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for Volume for Volume for
1 Library 1Column 2 Columns 3 Columns 4 Columns 6 Columns 12 Columns
Muclease-free water 7.0pL 89.3 pL 148.8 pL 208.3 UL 2678 L 401.6 gL 818.1 pL
RMNase Block (purple cap) 0.5pL 6.4 pL 106 pL 149 pL 197 pL 287 pL 58.4uL
SureSelect Fast 6.0 pL 76.5 L 1275l 178.5 L 2205l 3443 pL 707.3 L
Hybridization Buffer (bottle)
Probe (with design <3.0 Mb) 20pL 255pL 425l 525 76.5pL 114.8 pL 2338pL
Total Volume 15.5pL 197.7pL  329.4pl  461.2pL 592.9pL 889.4pL  1811.6pL

£ 68 A—45 Y YA X 3 Mb UL EDFHTFvS54TS5) Di5E D Probe Hybridization Mix 055!

Target size =3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for Volumefor Volume for
1 Library 1Column 2 Columns 3Columns 4 Columns 6 Columns 12 Columns
Nuclease-free water 40 pL 51.0 L 85.0pL 119.0 uL 153.0pL 2295uL 4675 L
RNase Block (purple cap) 0.5l 6.4 L 106 UL 14.9 pL 19.7 L 28.7 uL 58.4 L
SureSelect Fast 6 pL 765 L 127.5pL 178.5 L 2205pL 3443 L 7013 pL
Hybridization Buffer (bottle)
Probe (with design =3.0Mb)  50pL 63.8 pL 106.3 pL 148.8 pL 191.3 L 286.9 uL 5844 L
Total Volume 15.5 pL 197.7pL  3294pL  461.2 L 592.9 pL 889.4 pL 1811.6 pL

b. EX®D row TERLGESXVYIFYIATIVEFERTEIIVDHEE. XY TFvI34T3UD
A XIZHLTER 69 F£-I1EFK 70 IZfE>T Capture Library YRA—IV I RFFRAEL T
KISV, K 69 &R 70 ITRTREIEHUTILITIL Trow 5 TT , BEHD row THEL
XN TFoSATINENATIVFAXTBIHEIE. FTRICRTEICERTEFED row
HEMF TSN, ERYMREO O R D HEE L TZELY,

& 69 4= YA X 3Mb KFEDF YT F¥T14T 3 DiFED Capture Library TREA—IYH X, 1 row 53

Target size <3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for Volume for  Volume for
1 Library 1Column 2 Columns 3 Columns 4 Columns 6 Columns 12 Columns
Muclease-free water 7 pL 10.5pL 17.5L 245l 31.5uL 490 pL 98.0 UL
RNase Block (purple cap) 0.5pL 0.8 pL 1.3pL 1.8 L 23pL 35pL 7.0pL
SureSelect Fast 6.0 L g.0pL 15.0yL 27.04L 27.0uL 420 pL 84.0 pL
Hybridization Buffer (bottle)
Probe (with design <3 Mb) 20pL 3.0pL 5.0pL 7.0pL 9.0pL 14.0 pL 28.0pL
Total Volume 15.5 L 23.3 L 38.8 L 54.3 uL 69.8 L 108.5pL 217.0 L
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% 70 4= YA X 3Mb UEDF YT FrS54T 3 DIFED Capture Library TRE—IYH X 1 row 43

Target size 3.0 Mb

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

Nuclease-free water 40 pL 6.0pL 100 puL T4.0 pL 18.0 L 28.0pL 56.0uL
RMase Block (purple cap) 0.5puL 0.8pL 1.3l 1.8 L 23l 3540 7.0uL
SureSelect Fast 6.0 pL 9.0pL 150 yL 21.0 gL 27.0pL 420 pL 84.0 pL
Hybridization Buffer (bottle)

Probe (with design =3 Mb) 50pL 7.5pL 12.5L 17.5pL 225puL 35.0pL 70.0pL
Total Volume 15.5 pL 233 pL 38.8 L 54.3 L 69.8 L 108.5pL 217.0 pL

TARA—IYIADY—RATL—rDFRH

9. Step 8 &9 THRMLI-YRE—IYY X% Eppendorf twin.tec FL—F Ly /N(TYF A€ — 3
URRB—IYPRY—RTL—rEERTRELET . R 71 TR FYREI—IVIREIRESN
1= Eppendorf twin.tec FL—bDASLDEITILIZIHAFET . 1 BIDSTERDF Y TF¥54
T35 %&FERT 5154 1L. Capture Library ¥ R2—=3v49 X% Eppendorf twin.tec 7L — kD&%
row [ZINZ TS, RRA—IVHIRY—RATLU—MIRKRMWLEEZR 14 ITRLET,

% 71 Hyb_XT_HS2_ILM BARRAHA—IVHIRY—RTL—+DFEL

Volume of master mix added per Well of Eppendorf twin.tec Source Plate

Master Mix Position on
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 11.0pL 19.0pL 27.0uL 349 pL 50.9 uL 102.7 pL
(AT-HT)
Probe Hybridization Column 2 233pL 388pL 543 L 69.8 uL 108.5uL 217.0pL"
master mix (AZ-HZ)

*217.0 )L DHEEZFZEOIHE . Well BIFFE—HELZ=8. KUBDALENESIZREFITTERYTAVI L BMNIIF
NENWESEE (LTS, mBIMEEEITHENTLESLY,

10 11 12

14 Eppendorf twin.tec master mix source plate DB &
Column2 [Z1E% row TR BF Y TFrI34TIVEANDIENTEET,
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10. Bravo 7YX DEYr 7Y 2T CITHEHR . TRA—IVIRTL—rEERICBERZTE 5 1HE
{FBEILFET,

Bravo 7YX Dtyk7vT
11. R 72 [Zit>TBravo TyFxIZTL—rEEEYMLET,

F 72 Hyb_XT_HS2_ILM F Bravo Ty DR E

Location Content

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

5 Empty Eppendort twintec plate

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

B Empty tip box

9 Prepared library aliquots or library pools in Eppendorf twin_tec

plate (unsealed)

Hyb_XT_HS2_ILM D215
12. Eyr7yTI+—L DI Select protocol to execute 1S Hyb_XT_HS2_ILM %2R LFET,

13. Select Labware for thermal cycling /5. Bravo Tv& 6 &IZtzwkLf= PCR 7L —F&:&RLE
ER

14. Select the number of columns of samples to be processed N SFE AT NS LEEEIRLET,
1,2,3,4,6 FzIE 12 HhSLMBIRTEET . 1 hSLA 8 HUTILAFITHELET,

15. Display Initial Workstation Setup 42"y L%,

@ Display Initial
=2 Workstation Setup

16. T—HYRAT—ar N T+—LD Workstation Setup fBEICREIN TR ESIZEYRNT YT TET
WEHIERLET . CORTYT TNV TREBEESF TILFTvIT HESIZLTZELY,

17. MiniHub D EBEAAS TSI LFHERL. 1= vF1ALET,

18. #EER%#% . Run Selected Protocol 4w L%Ed .

» Run Selected
y Protocol

BHEMES AT LIKRELT- DNA SA4T51) 43 ELT- Block R RA—3v o RERELET . FEATT
FTRENATVEFAE—2av IR U TILDERERETOVF LT D=OIZTL— Y —TIL Y (Y
SIZBT LI AVE—UNRFEENET,
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19. VWorks TLLTFIZRT AvtE—UNRRSNT=5, PCR FL—r% Bravo Tv¥x 4 BENHFHRLVTILS
ZOLAUY—MIBELEFEEFTRYHLET , YT ILTL—rERY LT, Continue Z4')v
L TLEESLY,

Remove plate from Position 4

Remove hybridization plate from insert at
Position 4. Seal the plate, place in thermal
cyder and begin hybridization program.

Leave the RED Insert on the deck at
Pasition 4.

IUser data entry:

Pause and Diagnose Continue

20. 4> 7 )L FL—r% PlateLoc Thermal Microplate Sealer TFL—r&>—ILLET , R EIL 165°C.
1HTY,

21. V—ILF=FL—rEH—TIL YA 9I3IZFL, 2 R—DDFK 63 F=[F 93 R—CDXK 64 TRL
F-RISZ/RIBLET .

H—TIHFAISTHUTILEAFaR— LTS, BEE T 04 S LIE Capture Library <
AB—3wH R & Hybridization Buffer Y RA—3Iv I RERELET .

LI O step 22 M5 step26 [EAEIZ, VWorks Y IRz 7 DIERMARTRSNT=
S CIZEBELEZETNIERYFEE A, BEMED AT LD ZIXZRENZLKSIZLT
FZEW, BRMESRTLAEY =TI A ISORTREETIE. HUTILDER
EM 65CICRI-NDIENFERICEETT,
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22. J—HRF—3h Capture Library & Hybridization Buffer Y R2—3Iv I RN EWMNTET TS
EVWorks IZU T DIERARREINET , U—< LY A495h 65°C, Hold DR TYTZH-TLNS
ZEEMESEL (FF Hold 12> TULVEA 215, Hold [T 2 E TH->THD) Continue 25y LE
T, TL—rEEINT LSRR HEIETIE. —<IL YA IIITHUTILTL—rEANRTEL
TLIZELY,

Wait for plate in thermal cycler

When thermal cyder has reached hald
step at 65°C, dick Continue,

Leave DMA plate in thermal cyder until you
are prompted to fransfer the plate.

User data entry:

Pause and Diagnose Continue

23. VWorks I[CUL FOIERAR RTINS, TuRIZH U TILTL—bEH—TILH AL HASERY HL.
Bravo Tw¥ 4 BDFWNTFILZSZ O LAY —,D LIZH L TEEW, BROIRUESEWNESIC
< —)LEZIAL. Continue 9 woLET,

Place DMNA plate on Brave Pos. 4
Complete the following steps as quiddy as
possible:

Retrieve DMA plate from thermal cyder,
and place on RED Insert at Bravo Position
4 and unseal.

Click Continue to resume protocal,

#Use Caution: Position 4 will be hot,

IUser data entry:

Pause and Diagnose Continue

BT  Bravo Fu+ 4 BXEETT .

ERDTYFITEMLTOBLDOERSBRICEERL TS,

BEMES AT LIL DNA o LeETOyx o 5 HAENDREERESEST PCR FL—rDH)LIZ, ¥
YTFNSATSVENATIEAE—30 i\ I7DREFREBLES,
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24,

25.

26.

27.

28.

29.

100

VWorks IZUL T DIERMNFREINT=5 . FEIZ Bravo TYF4E NS PCR YT ILTL—REFHL
TFIEZ LAY —MEELE-FETRYHELET .,

Remove Plate from 4

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

Click Continue after plate is in thermal
cycler for protocol to finish.

User data entry:

Pause and Diagnose Continue

> 7 JLFL—k% PlateLoc Thermal Microplate Sealer TFL—r&>—ILLET , REIE 165°C.
1#¥TY,

FCIZTL— b EY—T IS A4 ISIZREL. 65°CTRBELET  Play RAVFHL, BRELI-T0T S
LDNAT)EAE—23> (94 R—T K 63 F=EFK 64 O segmentd) ZRHELET . 2D
ATYT T R/BELIZ DNA YU TNIEF T FoS4TSVINATUFALXLET,

=N AI5DTL—rDEEF 105CHOMEBERXDE (heat lid)FALT
65 CTHEALET . H—TILTAISDEDREXEL. LHFETEEALHY
9, EDESTIRET B AIEREDITTHEEL TS,

H—TINHYAITTNAT)FAE—a %FRLTI=5. VWorks X1)—>® Continue #5')v%9
LET,

VWorks AL ZEHR T S 57=8. Unused Tips & Empty Tip box #A47AT Ry I XD
Continue #%')w4- L. M Protocol Complete ¥4 7OS Ry I XD Yes #9')vILET,

TLxNYTFHT—=)0F0—070—DFEIFENATIVFAE—3>00TarILNTET LIZ5,
Bravo Tw¥ 9 BIZH D, Bo1=514TS5)T—ILHAA>TLVS Eppendorf twin.tec FL—r£2EY
HL. o—ILELT20CIZREFLET .
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Step 3. N\NATYFALXLT= DNADFTFTF¥

CDATYITTIXEEIES AT LD SSELCapture&Wash_XT_LI_ILM_v.B1.0.1.rst S>tvbZEAL.
AT FEDUHEBE—X%EE ST DNA EX v TFHSATSVDNATYIREFT Y TF Y LET . F
Y IFrlikFEOTOrLDEIRNTYTUTDRTYT 1 M5 103 R—SDRTYF 15 FT) [ 100
R—UTHIBLEY =TI AISTONATIZTAE—30DE=HDAoF 2= 30D (#3 1.5
B IS5E T LTLEEELY,

FNTFrEEBDOIUEIrTIRER 73 ITRTHELFEALET,

= 73 I TFvIERTHEHE

Kit Component Storage Location Where Used

SureSelect Binding Buffer SureSelect Target Enrichment Kit, ILM Hyb Module, Box 1 (Post PCR), RT ~ page 102

SureSelect Wash Buffer 1 SureSelect Target Enrichment Kit, ILM Hyb Module, Box 1 (Post PCR), RT  page 102

SureSelect Wash Buffer 2 SureSelect Target Enrichment Kit, ILM Hyb Module, Box 1 (Post PCR), RT  page 102

Dynabeads MyOne Streptavidin T1  Follow s)torage recommendations provided by supplier (see Table 1 on page 101
page 9

D—OXAT—2a> DHEE
1. Labware MiniHub & BenchCel IZH 2T L—h0F TRy IR EETHFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7w . & & U BenchCel %L
N TLEZELY,

3. FWFPII=ZH LAY —r%F Bravo Ty 4 BIZHEFET,

4. Bravo 7 6 &= Deep Well FL—FAD U ILN—AH—REEETET, O Y —MEFv
TFv k%DM Deep Well Y—RTL—hABUREERHET D1=DITHETT , VILINA—A2H
—MZY—=RTL—rEEYb T BRICIE. BUICBIMEH D ES5TL— A EL Y IR TLNS D

LTS,

Dynabeads streptavidin £ —X D #{#

5 BRERIZEBOEIZ=F o= Dynabeads MyOne Streptavidin T1 R E—XZRILTYHIAIF
Y TIERLBRAEALET,

6. HMRE—RXZLTOFIETHRELET,
a. AZALFa—TITR 74ITRTRHEZREELET . REFRENEEHES

R 74 HMRE—XEKBESROFH

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

Dynabeads MyCOne 50 uL 425 pL 825L 1225 pL 1.65mL 2.5mL 50mL

Streptavidin T1 bead

suspension

SureSelect Binding 0.2 mL 1.7 mL 33mL 49 mL 5.6 mL 10 mL 20 mL

Buffer

Total Volume 0.25mL 2.125 mL 4125 mL 6.125 mL 8.25 mL 12.5mL 25mL

b. RILTYIRIXZTHYTS5EBHLET,
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c. Dyna magnetic separator (Invitrogen Dynamag-15 F£7=(&-50) ED T Y MZF1—
Pk ) N OF -

d. EFZEMYRSHEELTT,

e. step a Mo d TFTHDXRFEZEET 3 ERYERLET, (BRXFTIXE—XZHEL. RITRL
=2 ® SureSelect Binding Buffer #£L<{ELIRALET,)

7. R 75I1Z%L>, SureSelect Binding Buffer ICE—XZB&BELE T,

% 75 SSELCapture&Wash_XT_HS2_ILM B &SE —X D5

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

1 Library 1 Column 2 Columns 3 Columns 4 Columns 6 Columns 12 Columns
SureSelect Binding 0.2 mL 1.7 mL 33mL 49 mL 6.6 mL 10 mL 20 mL
Buffer

8. HkZELIANLTRFE DU E—X% Agilent Deep Well FL—MZ4ELET , Agilent Deep Well 7
L—hDFEATHEIIILIC 200 pL DY —HE —X BB EREZMAETT  EATIHTILEIZE
HET BT AT DS HTIZ, HELVT A2 M5 H2 [TEWSIERTE —XE AN TEELY,

9. RN TFRFEDUE—AMA2F=Y—RTL—I% Bravo TvF 5 BIZEZFT,
XTI F LG BR)/—RATL—FORAR
10. 30 mL @ Nuclease-free water Z A7z Agilent shallow well reservoir Z#fELE T,

11. Wash #1 £Z\/= Eppendorf twin.tec V—RATL—rE#ELET  FRTHK/LIZ 150 pL
@ SureSelect Wash Buffer 1 #i1z2 %9,

12. Wash #2 &ZLVf= Agilent Deep Well V—RTL—rE#HELET  FHT DL T/LIZ 1150 pL
@ SureSelect Wash Buffer 2 #mz %9,

D—HXT—33v~Dtvk
13. 4|ZRITTL—bDEEEZSEIZ. R 76 (Z4€EL) Labware MiniHub IZ7L—FEZEyRLET,

% 76 SSELCapture&Wash_XT_HS2_ILM B MiniHub O #)#iE &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Position
Shelf 5 (Top) - - - -
Shelf 4 - - - -
Shelf 3 Wash #7 Eppendorf  — — —
twin.tec source plate
Shelf 2 - Muclease-free water — —
reservoir from
step 10
Shelf 1 (Bottom) — — — Empty tip box
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14. & 77 IZH#LY Bravo TyFIZTL—bEEZ YN FT (TyFx 5 BIZITBERIZEYRShTWVETD),

% 77 SSELCapture&Wash_XT_HS2_ILM F Bravo T+ D#HEE

Location Content

1 Empty waste reservoir (Agilent 2 mL square well)

4 Empty red insert
5 Dynabeads streptavidin bead Deep Well source plate
f Wash #2 Deep Well source plate seated on silver Deep Well insert

15. & 78 [Z{EL). BenchCel Microplate Handling Workstation [ZFy TRy I REEYRLET,

% 78 SSELCapture&Wash_XT_HS2_ILM F BenchCel ®#)#iE &

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 2 Tip boxes — — —

6 2 Tip boxes — — —

12 4 Tip boxes — — —

SSELCapture&Wash_XT_HS2_ILM D317

Y=Y AU5DTOY 5L segment5 D 65°C Hold ATy FIZEIZELTULVAIREE, 100 R—Do
TREA—RLIzNATNVEAE—230 DA FaR—I T T # (55 1 BERE) .
SSELCapture&Wash_XT_LI_ILM #X42—kLZET,

SSELCapture&Wash_XT_LI_ILM DEFTIZITH 2 BFREMLMNET AL —F—[EFK 79 IZRT 2 D
DEEEZEVFDOBIZITOBELAHYFET . ROBHEIFERTYT . FEXEISVybbDEY) G L
FIZ VWorks M oiERARREINDSD T, TORFRTITOTIIZELY,

# 79 SSELCapture&Wash_XT_HS2_ILM ZFB+ILHCHEBLRARL—F2—DEE

Operator action Approximate time after run start

Transfer hybridization reactions from thermal cycler <5 minutes
to NGS workstation

Remove PCR plate from red aluminum insert <5 minutes

16. Y7y T I+—LDI Select protocol to execute |Avi5 SSELCapture&Wash_XT_HS2_ILM %5&
RLFET,

17. Select Labware for thermal cycling /. Bravo 7w 4 &(ZtwkLf= PCR FL—hr4&&RLE
ED
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18. Select the number of columns of samples to be processed MSEHT HHSLEERIRLET,

19.

20.

21.

22.

23.

1,2,3,4,6 FIF 12 AFLABIRTEES . 1 AZLA 8 YU TILAITHELET,

Display Initial Workstation Setup 2 voL%Ed,

@ Display Initial
=2 Workstation Setup

D—H9AT—3> R T+—L®D Workstation Setup fEEICREN TS ESICEYRT YT TET
WENHERELET , CORTYTTEYNTYTUBES TILFIvIT5EIICLTZELY,

MiniHub O E RN ASTWNSIEFHERL. /=531 ALET,
FEsR#% . Run Selected Protocol #491)vHL%Ed,

» Run Selected
y Protocol

SUDERMNTE L, UTDI14EID 0OKEDYILET,

ViWorks X

I@I This runset contains protocols that will start running as soon as possible,
k. * 4

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 24 ZRENDFEEITIENEETT . HUTILTL—FDEESE
65CIZHR-1=FFFREL Bravo IZBLET . TL— DL —ILZEIEMNTEIZYY
TILHERUVEDDEHC =0 BTV RICE M LIZY LGN TSN, 0T
ILTL—k% Bravo TYFICHTRICT YT DEELREDOMENEL YIS
h. BEMES AT LDOEFBMNTET LTSI EFRERLTIZALY,

24. LUFIZRYHETRAY VWorks [ZRRENT=5, 65CITHFFESN TSN TUF(E—2ar RIGK

104

MA>f= PCR TL—hrEH—TIL YA RYEL, F8< Bravo Tv¥ 4 EOFRLTILI=
LAY —MIEYRLET ,, BRLIRVESHENESITEFELTO—ILERIDL., SoEVNEE
RE&H 57=6I(Z Continue 4y~ LET,
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Add Hyb Plate

Complete the following steps as quiddy as
possible:

Retrieve Hybridization plate from
thermocyder, and place on RED INSERT at
Brawo Position 4 and unseal.

Click Continue to resume protocal,

IUser data entry:

Pause and Diagnose Continue

25. LLTFIZRT IR VWorks [CRTREN -5, Bravo Tv¥ 4 M S PCR IL—rERUKBREET,
FWTFILEZD LAY —MIBE-FFICLTEEET . ETLELSVEYNEBRSE SO,
Continue #7') v L%,

Update Brave Deck
Remaove PCR plate from Position 4.
Leave RED INSERT at Position 4 for next
protocol,

User data entry:
Pause and Diagnose Continue

SSELCapture&Wash_XT_LI_ILM_v.B1.0.1 OEY®D TiE(FH 1.5~2 FEMNYET, St VRH5E
T#H. FvTFrInE—XIZHEE LTz DNA S F L& Bravo 7 9 FIZ Eppendorf FL—FZ A
AREEIZRYET,

Sty kM58 T L1=5 PlateLoc Thermal Microplate Sealer TFL—k o —I)LLET , REIL 165°C.
18T, FL—rIXROBENETOr LD EYFETKEIZCBEWTEEET,

T TFrENT=-DNA [TF Vv T FrZDEBIEBRTYITD/M . ANLTRTFED U E—X
[ZIRFELTLET,
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: 6 TILFILYIR =T ZADT=8
‘e ® 0 DFYTFrHEYUT AN

O o O Step 1. FX¥TFXSATTUDMENR oo 107
ce0 @ ® o o . SteP2 AMPure XP E—XIZ&kBBELI=F A TFrRS1T3Y
0.0 0% SO 113
® ® ® Step3. ¥—4 2 R514T5!)) DNADEEEH A XFER ... 116
° ® ° Step 4. RILFITLYIRS—H UV RRAYTILDOT— )L
¢ ° ¢ (OPHIONAI) oo 122
. Step 5. =V ABUTILDFB ..o 126
Step 6. — 2 RADBAIBET —FFEIT oo 128

COETIE. XY TFrL=504T73)EEE. FE. RERERLEEETOIEERLTVET . RRE
X TFvT—ILAERXD AVTIIREDFN—OA—RKNEENEHUTILET—ILTHATLEEN
TWET,
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Step 1. ¥ TFvS54T 3 DI

ZDRTYTTIE, BENMED AT LI SureSelect TiEffgaf 7= DNA 427 )L PCR gD T=H DA
HETWET,PCR TL—rET—HORT—ar CHfFER . BED=HIZH—ILYAI3IZTL—k
EBRITBELHYET,

FNTFHSATSVDHARIZKY  BEOHAIILBHAELZYET, BLTL—MIFRCESHEH A
ADFXTFYSA4TIVEFERLY VT ILOEIEFITZASED. BERETEZIL TTIZSW, RO YA
JILEIE 108 R—TUDFk 82 ZSMICLTIZELY,

CDRTYTTIEIR 80 ISRIRAELZHRALET . RREIROBRINRICEEH INTWDREEAREL
KEICHEEFT, KFHFEIIFEHBICRICHE-OTREEL TS,

# 80 ¥vJFrik PCRIFIECHEMATHHE

Component Storage Location Mixing Method Where Used
Herculase 1l Fusion DNA SureSelect XT HS2 Target Enrichment Kit, Pipette up and page 108
Polymerase (red cap) ILM Hyb Module Box 2 (Post PCR), —20°C down 15-20 times

5x Herculase Il Reaction Buffer  SureSelect XT HS2 Target Enrichment Kit, Vortexing page 108
with dNTPs (clear cap) ILM Hyb Module Box 2 (Post PCR), —20°C

SureSelect Post-Capture SureSelect XT HS2 Target Enrichment Kit, Vortexing page 108
Primer Mix (clear cap) ILM Hyb Module Box 2 (Post PCR), —20°C

SA473)DHARAVEAZIR—aVEHCT=8. PCR YRA—I VI RIETRTR
Hont=2)—rT)7HILIEZ UV BELTEKEAT- PCR7—FATEEDRET
THRRL TS,

D—OXT—ar Dk

1. Labware MiniHub & BenchCel [ZH 2 L—k0F TRy IR EETHFITET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 7. & & U BenchCel %L
HNTLIZELY,

3. FS—DEREAN.0CIZEHELET Bravo Ty¥xm 9 BFMBYULET , F5—)F—/—([D
<EH 300 ML D 25% TR/ —ILH DB EEFERLTLEELY,

4. 30 mL @ nuclease-free water Z L #17= Agilent shallow well reservoir ZZ#{ELE T,
1)H—/3\—N®D nuclease-free water [C&RANT N EEHEELET,
JRata/LD % Water ') H—/3—[& AMPureXP_XT_HS2_ILM (Post-Capture PCR) protocol TH
FIALEY,

5. 4. Bravo Ty¥E—rIOVYDEEHREESHEEL. Inheco Multi TEC Control #yF X9 —2 %
ffoTBravo 7y¥ 4 &L 6 BDREZE 4°CIZERELTLZELY, Bravo 7w 4 (X Inheco Multi
TEC Control Z#yFAH)—>TCPAC2 112, TyXx 6 HEILCPAC22 [CHEHLET,

Y= IS A IO5DHElH

1. R 81 OTOTSLEFY—TITFAISICHRELET (EFMBLED), TOTSLERIRL. 3<
[Z Pause RAVEE L TEN R TEREZTTNHRINDLSICLTEEET,
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= 81 XvTF¥ik PCRIEBEH—ILYAISDTOT S L*

Segment  Number of Cycles Temperature Time
1 1 98°C Z minutes
2 10t0 16 98°C 30 seconds
See Table 82 for recommendations .
based on probe design size e0°C 30 seconds
72°C 1 minute
3 1 72°C 5 minutes
4 1 4°C Hold

IS AISDTAT S LTOREEF 50 pL IZFEEL TS,

= 82 X v TF vk PCRYAIILEDIHELE

Probe Size/Description Cycles
Probes <0.2 Mb 16 cycles
Probes 0.2-3 Mb 12-16 cycles
Probes 3-5 Mb 11-12 cycles
Probes =5 Mb (including Human All Exon Probes) 10-11 cycles

X v TFVvEPCRYRA—IVHIRETRI—IVIRY—RTL—h DR

1. & 83 [T BULGEDFvITFri&k PCR YRA—IvIRERBLES . RILTYIRIXHT
FCEBLKEIZEVWTHEEET,

%= 83 v TFv# PCR Y RA—I VIR MFH

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

5x Herculase || Reaction 10pL 170 pL 255 L 340 uL 425l 574 L 1105uL

Buffer with dNTPs (clear

cap)

SureSelect Post-Capture 1L 17.0uL 2554k 34.0 pL 425l 574l 1105 pL

Primer Mix (clear cap)

Herculase Il Fusion DNA THL 17.0 0L 255l 34.0 gL 425L 57440 T10.5 pL
Polymerase (red cap)

Total Volume 12.0 pL 2040pL  306.0pL  408.0pL  510.0pL 688.8pL  1326.0pL

2.  Hyb_XT_HS2_ILM ZOra)LERBD Eppendorf twintec Y RA—IYHRY—RTL—EEH
L.X 84 2BMBIZHSL 3 DETH Well IZ PCR YRA—IVIREHELEFT, TRE—IVIR
Y—RATL—MIRBEHLGEREZR 15 ITRLET,
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% 84 Post-CapPCR_XT_HS2_ILM BATAZ—IVHIRY—RATL—D %

Volume of master mix added per well of Eppendorf twin.tec Source Plate

Master Mix Position on

Solution S 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs

Post-CapturePCR  Column 3 23.0pL 36.0 L 490 uL 620 L 82.0pL 163.0 pL

Master Mix (A3-H3)

Boo ooooqgggp
00 000000000

-\_
-~
S
ko
&
8
&
8
5
&
byl
$

Q

] 15 Post-CapPCR_XT_HS2_ILM F Eppendorf twin.tec master mix source plate D&
LRIOT ORI THELIEYRE—IVIRIERBTRELTVET

3. TARA—IYHYRY—RTL—#% PlateLoc Thermal Microplate Sealer TFL—hrZ2L—ILLET,
REIX 165°C. 1 #TY,

4. FU—H%E 30 BRBEDL, BOTL—h— LSO RERE VA IV LR AEREET,
D—PAT—av~0Dtvk

1. % 85 IZf¢L), Labware MiniHub [TFY TRy REEYRLET , TL—rDRAIE (XK 4 ZSEBL
9,
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% 85 Post-CapPCR_XT_HS2_ILM F MiniHub Q1A E

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4
Pasition
Shelf 5 (Top) - - - -
Shelf 4 — — — _
Shelf 3 - - - -
Shelf 2 Mew tip box Muclease-free — —
water reservoir
from step 4
Shelf 1 (Bottom)  Empty tip box - - Empty tip box

2. X 86 %L\, Bravo TyFIZTL—rEEEYNLET,

% 86 Post-CapPCR_XT_HS2_ILM F Bravo Ty D#HAERE

Location Content

4 Captured DNA bead suspensions in Eppendorf twin.tec plate
(unsealed)

3] Ermmpty 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 3 (unsealed)

3. X 87IZ#fL\. BenchCel Microplate Handling Workstation [ZFv 7Ry X &y LET,

% 87 Post-CapPCR_XT_HS2_ILM F BenchCel M) HAEE

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 - — -

b 1 Tip box - — -

12 1 Tip box - - -
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Post-CapPCR_XT_HS2 ILM®MDZ=E{T
1. wyb7yTT7+—LDISelect protocol to execute |H 5 Post-CapPCR_XT_HS2_ILM Z:&RLE
ER

2. Select Labware for thermal cycling 5. Bravo 7v¥ 6 FIZtwkLi= PCR L —r&#IRLE
ED

3. Select the number of columns of samples to be processed Mo FE AT 2HSLEEEIRLET,
1,2,3,4,6 FIFX 12 ASLABIRTEES . 1 HSLA 8 YU TILAIHELET,

4. Display Initial Workstation Setup #4')v L%EF ,

) Display Initial
=2 Workstation Setup

5. T—HRF—13 N T+—LAD Workstation Setup fBEIZRENTWVDKSICEYNTYTTET
WEWERELET , CORTYTTEINTYTUBES TINFIvIT 5E5CL T,

6. MiniHub DEEMNAASTNAIEERHEZEL. /1= ¥S1ALET,

7. £81# . Run Selected Protocol 4"y %9,

» Run Selected
B Protocol

Pre-CapPCR_XT_HS2_ILM protocol EATIZIZH 15 HAMYET . ET T 5E. PCR ITh+EH>
ZILH Bravo TvF 6 D PCR FL—RMZ A>T REEIZHYFET,

8. LUTODRMARREINI=L Bravo TvF 6 FEMD PCR FL—r%EEY, PlateLoc Thermal
Microplate Sealer T 165°C. 1 # T —ILLET,

Plate ready to seal

Seal PCR plate and run thermocyder
protocol.

User data entry:

Pause and Diagnose Continue

9. TJL—t%E 30 EEDL, BOTL— S —LITDWVREREVFIULRAEREET.
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10. A0S LEZ YN Y —<IL YA ISIZTH U TILEBTRIIZH—ILY A4S Play R4 %18
L. X 81 07OV SLERIBLIOVIDEES 98°CIZLET , 98°CIZEBELI=5TCIZTHUTIL
L—rEY—TIIL Y1507 avsictey b LEFFRAOET,

11. PCRIBIET AT S LMNET LG, YU TILTL—rEEDLL, KETHRELET,
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Step 2. AMPure XPE—XI[C kA IELI-X ¥ TFXESATSD
b g}

CHDATYTTIZFEFELL AT LT AMPure XP E—X% DNA o7 )L TL—KM L. E—XIZ#EES
L7-DNAZE. iti% 7T DIBEEITLET,

—HOXT—2a Dl

1. Bravo 7 9 &(Z5%>TL\% Pre-caputure PCR master mix Z4%;¥ L7z Eppendorf twin.tec <
ZB—I9HRY—RTL—RE. %D TS_HighSensitivity_D1000 7O LTHEALET (116 <X
—<M“Option 1: Agilent 4200 TapeStation & High Sensitivity D1000 7yt A #E A3 5158”7
=5H) . Th L5 D Labware MiniHub & BenchCel D FL—heFy TRy RE FFITET S

2. DNA Away decontamination wipe T Labware MiniHub. Bravo 73, £ &1 BenchCel ZX>&
L<HEFT,

3. Inheco Multi TEC Control #yF RV — % F>TTyF 4 BDRBEZHSMNLSH 45°CIZHRTEL
%9, Bravo T 4 &l Multi TEC Control #yFRX49)—>TCPAC2 1 [CAHEHALET,

4. F5—DEREZAN,0CIZEYNFET Bravo TyF I BEMBLLET . F5—UH—N—I2h7i2
&3 300 mL D 25%TH/—ILAHDHEERERBLTIZEN,

5. 30 mL ®DKA A>Tz Agilent shallow well reservoir # HELEY
Post-CapPCR_XT_HS2_ILM O ra/L CEAL=FE#E D Reservoir #BFI AT 5. FIL<KAEL
FY9,
JHF—IR—ADKBIZKEHNGRNILERRELET , AN HIIGFEIFERYNF YT TRYRRLT
Q- AN

6. 50mL M 70%T%/—)LD A->1= Agilent deep well reservoir Z#fELET,

7. X 88IZ#L) Labware MiniHub [CFYy TRy I RE YR LET, TL—rDRIE(XR 4 ZSBLE
ERS
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= 88 AMPureXP_XT_HS2_ILM (Post-Capture PCR) F MiniHub O #)#iE &

Vertical Shelf
Position

Cassette 1 Cassette 2 Cassette 3 Cassetie 4

Shelf 5 (Top)

Shelf 4
Shelf 3

Shelf 2

Shelf 1
(Bottom)

Aliquotted AMPure - — —
XP beads in Agilent

Deep Well plate from

page 42

(50 pL of beads/well)

Empty Eppendorf — —
twin.tec Plate

Nuclease-free —
water reservoir
from step 5

70% ethanol — Empty tip box
reservoir from
step 6

8. X 89 (Z#L), Bravo TYFIZTL—rEZEEVFLET

% 89 AMPureXP_XT_HS2_ILM (Post-Capture PCR) Fi Bravo Tv¥ D #HiEE

Location

Content

9

Empty waste plate (Agilent 2 mL square well)

Amplified DNA libraries or library pools in unsealed PCR plate seated in red insert
(PCR plate type must be specified on setup form under step 2)

9. F 90 [Z%EL>, BenchCel Microplate Handling Workstation [ZykLET,

% 90 AMPureXP_XT_HS2_ILM (Post-Capture PCR) F BenchCel M #HiE&E

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

Processed

1 1 Tip box - — -

2 1 Tip box - — -

3 2 Tip boxes - — -

£ 2 Tip boxes - — -

B 3Tip boxes - — -

12 5 Tip boxes - — -
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AMPureXP_XT HS2_ILM (Post-Capture PCR) DZE1T

1.

Y7y T I+ — LD Select protocol to execute 1H s AMPureXP_XT_HS2_ILM (Post-Capture
PCR) ZZERLFET

AMPure XP #5&7Oka)LIE. SureSelect BEN LS AT LDEHD ATV T THER
LET, BEMLTORILERAT AEIZELLNT—4970—DRA Ty T EERLTL
BHHIFEZELTLIEELY,

Select Labware for thermal cycling 5. Bravo T3 9 &F(ZtvhkL71= PCR JL—r#RIRLE
ED

Select the number of columns of samples to be processed MSERT 2H5LEEEIRLET .
1,2,3,4,6 £=FX 12 WS LMBIRTEFT . 1 AFLA 8 HUTILAITHELET,

Display Initial Workstation Setup %'y L%Ed,

@ Display Initial
=2 Workstation Setup

D—HORAT—av N T+—L0 Workstation Setup fEIEIZRENTWNAESIZEYLT YT TET
WEWERELET . CORTYTTEINTYTRUBES TILFIvIT 5E5CLTEELY,

MiniHub D EBIRAA>TNSIEZRERL. /1= v S4XLET,

#2#. Run Selected Protocol #9)vYLFEY

» Run Selected

y Protocol

BRITOILOETICIEN 45 ANV ET T I 5EFHINT- DNA YT )LiE Bravo Ty 7
# D Eppendorf 7L —MZ AT KREICHYE T,

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 115



6 TILFITLYIRL—F 2 ADE=ODXTTFrigH T ILE

Step 3. —VRS5A4TSDNADEREY 1 XTE

sgl

YUTIVBHIEUTOF T avh o &RTEET,

- Option 1: 2 HTAD T L —r% BHE1t > X T L (TS_HighSensitivityD1000) % FH LN THEE L . 4200
TapeStation ZHLVTITS (116 XR—T @M Option 1: Agilent 4200 TapeStation & High Sensitivity
D1000 7 vt A& EAT HIGEESH)

- Option 2. FEITHHM YT IILEFEL. Agilent 2100 Bioanalyzer, Agilent 4200 / 4150
TapeStation, F1=I1& Agilent 5200/5300 Fragment Analyzer TR %175 (121 R—T D Option 2: %
DD TS TA—LERWEHR (¥=27)) 258)

Option 1: Agilent 4200 TapeStation&High Sensitivity D10007 vt A% {EHT S
ma

ZZTlE 2 yL @ DNA H2FJLE 2 uyb @ High Sensitivity D1000 Sample buffer Z;E& L. High
Sensitivity D1000 7y A/ AY>FILTL—+rE2BE{EFOLa/L TS_High Sensitivity D1000_
v.B1.0.1.pro ZAWTHABLET . AREK. 7yt4TL—b% 4200 TapeStation IZFHLENEITLE
¥, S48 713% High Sensitivity D1000 Kit D=7 JLEZ SRS,

TapeStation 2T A ZEIX 30 AU LERICRLTHOERALET .

) —4HXF—<3> & Sample Buffer V—RXFL— D #(
1. Labware MiniHub & BenchCel @ 7L —rEF VTR I RE FHTET,

2. DNA Away decontamination wipe T Labware MiniHub, Bravo 73, & U BenchCel #%>&
L<EnTlzay,

3. Bravo 7YX M I FBEERICRT=OFI—DEREVIVET (p. 21 B8,

4. Bravo TyF¥E—rIOVIDBEHRTEESHEEL. Inheco Multi TEC Control #yF A9 —2%F >
T Bravo TvF 4 BEBDRE% 4°CIZEKRELTLIEELY, Bravo 7vF 4 &l Inheco Multi TEC
Control #yFRAX91)—>TCPAC2 1 IZ/HHELFET .

5. Hyb_XT_LI_ILM_v.B1.0.1.pro @S> IZfEMALT= Eppendorf twin.tec L —r%ERAL. Sample
Buffer V—RFL—rE=ETHRELET . T 91 [ZHEL, h5 LA 4 DL TILIZ High Sensitivity
D1000 Sample Buffer #i01% %3, Sample Buffer V—RFL— DR MLEE XK 16 [TRL
F9,

# 91 TS_HighSensitivity_D1000 B Sample Buffer 7L —+ 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
High Sensitivity Column 4 80p 11.0ul 140yl 17.0ul 23.0ul 440l
D1000 Sample (Ad-H4)

Buffer
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16 TS_High-Sensitivity_D1000 B Eppendorf twin.tec Y RA4—3IvHRY—XTL—tDEE RTINS

ARV THELIZRRZ—IV I REIRBTRELTVET,

D—IRT—av D#ER

6. A4IZRTTL—hDRAIZEESEIZ, & 92 (2L Labware MiniHub [ZFy TRy R &E vk LE

j-o

% 92 TS_HighSensitivity_D1000 F MiniHub M #)#AfE &

Vertical Shelf Cassette 1 Cassette 2 Cassette 3 Cassette 4

Position

Shelf 5 (Top) - - - —

Shelf 4 - - - -

Shelf 3 - - - -

Shelf 2 Mew tip box - — —

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

7. & 93IZf¢LY. Bravo TYFITTL—bEEEVMLET,

# 93 TS_HighSensitivity_D1000 f Bravo Tv¥ D ¥ E

Location Content

4 Amplified post-capture libraries or library pools 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

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation
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Agilent 4200 TapeStation EBENE S AT LAD T A—D % (T51=80 . TytA
TL—rOREE D BEEIZILIETE D Eppendorf twin.tec L — (Eppendorf #!
Z 951020401 F£7=1£951020619) DA FEAL TS, BEMET ORIV TER
RLI=H>FILTFL—r% 2200 TapeStation DEEHTIZIEFEALELTESLY,

8. X 94 (Z#tL), BenchCel Microplate Handling Workstation [ZFv TRy R &y LET,

# 94 TS_HighSensitivity_D1000 F BenchCel M #EAECE

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 — — —

TS_HighSensitivity_D1000 D17

9. tyb7vyIT7+—LdDISelect protocol to execute1h S TS_HighSensitivity_D1000 %:&iRLFE
ER

10. Select the number of columns of samples to be processed N SFEHT 3HSLEEERLET,
1,2,3,4,6 FzIE 12 hSLMBIRTEET . 1 hSLA 8 HUTILAITHELET,

11. Display Initial Workstation Setup 42"y L%,

@ Display Initial
e Workstation Setup

12. T—9RT—2ar M IT+—L@D Workstation Setup fEEIZRENTNDKSIZEYNT YT TET
WEHIERLET . CORTYT TN YTREBEESF TILFTvIT HESIZLTZELY,

13. MiniHub DEBEAASTNAILFHERL. 1= vS1ALET,

14. FEER% . Run Selected Protocol 4w L%

» Run Selected

y Protocal

TS_HighSensitivity_D1000 D ETIZIEF 15 DU ET , BITADO Y T ILESEMNE T #. Bravo
TYF 4 BIZHD DNA SATSVHUTLTL—bES—ILL DNAT)FAE—2a>DybT7 v
THERTHETKLICEEET,

15. LT DETRMNRTSINT5. Bravo TvF 6 FIZHDIEM A YT ILH A1z Eppendorf twin.tec
TL—hrZRYHL. Continue #4")v- L TLIEEL, D1000 7yt A TL—hETAAILS—ILTY
— )Ll A—F—HARIZR - TRILTYIRIXTHTEEL TS,
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Plate ready to seal

TapeStation user guide.

User data entry:

Seal analysis plate and vortex as per

Pause and Diagnose

Continue

4200 TapeStation ~DHFA—%#THT-6 . FEED 96-well plate foil seals
(Agilent B& 5067-5154)DAHZEEHAL TS,

EFELEEDNT=-6.DNA & Sample buffer [IRILTFYVIRIXFHT 1 SRS
L. ERISEESN TSI LERREL TS, TDH%. BEEDHST=HREY

By LTS,

High Sensitivity D1000 7wt TOikE&T—2 D fEHT

16. 1—H—HARIZHEL., EBHTHEY > TILTL—E. High Sensitivity D1000 ScreenTape. Loading
tips ZEBIT YL TS0, ikBIZFRARLET

17. kEETH. TLYMOT7zOT S LTHHEIND DNA IS5 AR A XDE—INBLNATINS
WNEZRLET (R 95 DHARSAUESIBEELY) .2 x 100 bp U—FHIZETF{ES 7= DNA H
LIERINI=Z4TSVDIL Y AT7AT S LHIER 17 (E5HE DNA hoREL-514T73Y).
18(FIEEDHED FFPEDNA M SFABLIz5/4T73)) BLUR 19({EFE D FFPEDNA A

BRBLIZSAT SN ITRENTVET,

£ 95 RRLFYTFHSATSUDHARSAY

Expected library DNA fragment
size peak position

NGS read length for Input DNA type

fragmentation protocol selection

2 x 100 reads Intact DNA
FFPE DNA

2 x 150 reads Intact DNA
FFPE DNA

300 to 400 bp
200 to 400 bp
330 to 450 bp
200 to 450 bp

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation 119



6 VILFTLYIRS—HF O AD =D X TFrig YT )L AR
18. TV Ik 7D Region #EEXFRAWNT,. £ESA4TSUDEELXEZLET .

& <
% 600
0
% 2 §| gl g 2(g g &8 o
17 BEE gDNA U T SIABLE-FvTF v 5475 DESKEE (High Sensitivity D1000 7wt -1)
\“*L\ o‘?‘fr
é 600
H A
/ \
200 \\
doslod el o dlsl ol 7 o

18 B2EVAY7T FFPE FA3E gDNA o T IL W SIREL-F v TF ¥k DS54 51 (High Sensitivity D1000 ScreenTape
7utA)

r &
K o
1200
— 1000
5 00
> 600
£
T 400 s
a
200
0 t—t .
™ Size

19 {ES &7 FFPEGDNA o TSR Lz X v TF v %5173 D EXKBIR (High Sensitivity D1000 7yt
1)

Stopping Point RODATITIEFHWNGEIE. o TILTL—rED—ILL 4°CT—Hf, SBIC
RHREDESF-20°CTREL TN,
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Option 2: FDMDTSYRITH—LZRAVL-ET (v=a27J)

TZaF7ILTOHUFILAREITL., Agilent 2100 /N4 A7 F+ 54 4. Agilent 5200/5300/5400
Fragment Analyzer, Agilent 4200/4150 TapeStation AW\ THEAEITIENTEET,
BondILobO7z0%4 541 4200 TapeStation ERBRETIST AV A X TOT7AILICIEDTE
DHFINET, kBRTHR. TLYFAIIOSSLATHESINS DNA IS5 AV ML ADE—IH
BONTWAMERLET . AT avIZONTER 96 S HEFZELY,

& 96 KRN YT FvS1TSUSHATay

Analysis platform Assay used at this step Link to assay instructions  Amount of library
sample to analyze

Agilent 4200 or 4150 High Sensitivity D1000 ScreenTape Agilent High Sensitivity 2 uL

TapeStation system D000 Assay Quick Guide

Agilent 2100 Bioanalyzer High Sensitivity DNA Kit Agilent High Sensitivity 1L

system DNA Kit Guide

Agilent 5200, 5300, or 5400  HS NGS Fragment Kit (1-6000 bp) Agilent HS NGS Fragment 2 L

Fragment Analyzer system Kit (1-6000 bp) Guide

Stopping Point RDRATYTIEFREWNGE X, Yo TILTL—rEL—ILL 4°CT—H, &5I2
REHREDIESIE-20°CTREL TS,
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Step 4. VILFTULYIR—TOZXABY T ILDT—IL (optional)

TLxvTF¥T—ILAR

FrTFrInf=&E DNA o TILIE FARALE-TA—J X v TFv54/4T35)0T
LXvTFoT—ILDEEIZEKY .8 F=E 16 Yo TILDAUTIIRGESATS)
NT—ILENhTWET . BEVNDY—5o T TS5y TA—LIZE-TIE, 8- plex
F=lE 16-plex YU TIWERRACF ¥ TFrDRATY T TELITRETHIEMNTEE
El

RARE YT FXTT—ILTEDNE. RRT A LEBEBELL S RT—48EHE
2. ERATETSVRI+— LD N EREIZEDE 1 L—TRETERAIVTYIR
BEHETIIETRELFT . KA YT FATT—ILTBEEE. U TOHAR
SAUIZHE>TLEELY,

RRAF Y TFYRICT—ILLENMEE L, 126 R—DITEHAFT,

KA Y TFT—IL AR

1 DDV—HVARL—UIZRIVFITLYIRTERAVTIIRSATZ) DL, B
RTHAOTRER—TVRAEBE FAT TN Ir—LDERHRICKYELRYE
To1 L= BFYDTRILFILYIREUL, FHT BTV TA—LDF /T4
O HUTIHEYIHEEST D - RT—AEICKYRBYET DT A
IWEFHORETIRFOTOMILEZHHOETSELTIESL,

LTOFIBIZHWN ., AT IIRGUTILNT— LA THEEILEIZHRB LS. SA4TSVERELE

ER

Hik1: T TILENTNE IXLoWTEZRAWTKRBENRICICEASKSICHERLET (-
RWGERER 4~15 nM, 3LLERLBREMEVY U TILICEDLEFT) . DR, 2 TOYUTILE
FRILEERELT. RRIGT—ILERELET,

Bk 2: T-IFTBHUTIVERLEEIEEDTE. ThETNBEULEFEALT. BRRMIZT—ILRT
EEIIEITHBESILET, FDR. T—ILE IXLoWTEZHAWVWTHRELINBBREICLET . UTD
RIET—IZTNAZBZEAVT YIRS U TIILDEEHETHE-HDKTT,

Volume of Index = V(f) x C(f)

#x C(1)

V(f): T=ILSht=YoTILOREMEHES

C(f): T—ILIZEFNBLTD DNA DRIEMITRE

(HEMLEREL 4nM~15nM, LI REBENMEVN ST ILIZEDEET.)
# T—ITBAUTIIADH

Cli): BRAVTYIRYGUTILONERE

122
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DNA REIZT 5DIZE: 1X Low TE DFIERLET

6 RILFILYIR—HF U AD=ODFvTFrit YT ILAS
£ 7124 BOAVTIVIRYUTIV(ENTNELDNPRE) DEL. HEMIZ 20 uL @ 10 nM

% 9710 nM DRETh—4)L 20 pL IZFAET S EH

Component  V(f) C(i) C(f) # Volume to use (pL)
Sample 1 20 L 20 nivt 10 ni 4 25

Sample 2 20 L 10 ni 10 ni 4 5

Sample 3 20 pL 17 niA 10 nM 4 29

Sample 4 20 L 25 niv 10 ni 4 2

Low TE 7.6

BRI RTLZRAWVYUTILOT—IL (Fik 204 FLay)
ik 2 AT avélT

fT5CELARTT,

p———

T2

ENTEFEY, CORTYIT BB RTLEFEDLTIIY=aTFILT

1. 20 DAYH—%SHBIZ.csv (comma separated value) 77 ILEERLET . AVEF—DXFE
[FRR—REEFHLKSICLTLEZELY, CDF(E Microsoft @ Excel HED AT LYK —MERL
TIVr—2a v E>THERL, REFET BRIC.csv TA—TUMITHIELTEES . CDIF7AIL

[ETL—FDE 96 T DIT (rows) F 2L HENHYET .

2. BDNAHUTIIZDNWTAYS —DIER IZET HIEHREAALET .

- SourceBC DHZIFHUTILTL—FDORE. Ff-(Z/\—a—F#AHLZET, SourceBC DFlE. £
TD row TRILIZKYET,

- SourceWell DHIZIFHUTILNASDTWBRIIILDHNEZANLET . V—RATL—FELT

Eppendorf twin.tec FL—rZ&FERAL TSN,

- DestinationWell ®F|IZ(&. Yo TINET—ILT B9z ILEZAALET,

-Volume M 3%I|(Z[Z. Source Well 75 Destination Well (2523 H 2 FILDRE (UL EAHDLET , &
ALEL O ZLOTIEEIBRLET,

A

abc
abc
abc
abc
abc
abc
abc

[F= T B = R | I S FE R oS

abc

-t
=]

abc
11 |abc
12 |abc
13 |abc

20 i1 BEUHE 2 TEATEIYUTILRAT YR —H

Al
Bl
Cl
D1
El
F1
G1
H1
A2
B2
cz2
D2

B

Al
Al
Al
Al
Al
Al
Al
Al
Al
Al
Al
Al

D

SourceBC SourceWell DestinationWell Wolume

4.711292
6.37105
7.000448
3.81144
9.339072
7.802747
8.835171
6.313131
2.976286
6.601183
7.14449
53.66431
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5.

YT IWRTUYRL—MMEUTOIHILFICRFESNTVET,

C:¥VWorks Workspace¥NGS Option B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File
Templates¥Aliquot_Captures_Template.csv (x.x.x [¥/A\—2 30 &E)
Aliquiot_Captures_Template.csv 77 JLZaE—L. & Aliquiot_Water 5> csv
T7ANEERT B1=0DTUTL—hELTHEATEET . 12 5L (96 U T)L)
FYDLENSUDTUTL—rELTERT SHE. AL Well OIERIZAIRRL
TLIZELY,

VWorks VI7hD 7 MA U A—ILENTWASPCOUTDIH LA Z.csv I7MIILERA—RLET,
C:¥VWorks Workspace¥NGSOption B¥XT_HS2_ILM_v.Bx.x.x¥Aliquot Input File Templates

FI—DEREAN.O0CIZERELET . Bravo TYF D 9 ENHEHLET . FI—HF—/N—2D
78<&H 300 ML D 25% TR/ —IL N AHIEEFEREL TS,

£ 98 [ZHELN, Bravo TyFxIZTL—hEEEYNLET,

& 98 Aliquot_Captures F Bravo Ty D #HEE

Location Content
5 Empty Agilent Deep Well plate
6 Empty tip box
8 New tip box
9 Purified amplified indexed libraries in Eppendorf twin.tec plate
6. tyr7TyTI+—LDISelect protocol to execute 1h 5 Aliquot_Captures ZRIRLET .
7. Display Initial Workstation Setup 2w L%EY ,
Display Initial
@ Workstation Setup

8. 123R—UMRTYT 1~3 THEELI=csv I7A/ILETYTO—RLET,

a. Form E@E®ISelect Aliquot input file1D“...”&5)vILET,

Select Aliquot Input File
b. csv I7MILDRFGHRZERE. 774 )L%EFERLT Open 0y ILET,
Window ASEL =5, Select Aliquot Input File IZZIRLI=TD7MILARFTESN TLSHOFETEL
F9,

9. T—HORT—arhT+—L®D Workstation Setup FBEIZREN TS ESIZEYRT YT TET

WENERELET . CORTYTTEYNTYTUBES TINFIvIT 5E5ITLTEELY,
10. MiniHub D EFEMNAS TSI ELEERERL. /=¥ FAXLET,
11. #:2#. Run Selected Protocol #49'J v LET,
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a Run Selected
Protocol

Aliquiot_Libraries ®ZE4TIZ[X 96 27 ILTH 1 B A AYET . DNA ST )L TL—K & Bravo
Tux 5 BOTL—M AT KREIZRYET,

12. TAT4%—>3avTL—bE Bravo TyFMoEBYHLET .

~

13. & Well ITo—I IV RFTODITHEYEEELSELS. Low TEZMAET,
HLLSAMTSVES— U RRIZIRTET S5 E (L. Tween 20 & 0.1% v/v (2155 &30 % . -20°CT
RELET . EHREFICRYET,
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Step 5. — AT IL DA

&ML SureSelect XT HS2 SA4TS)F—ILIE. 1L DIZHEMTL Paired-end TS5/ v—&472
AR TEALIN = RGBDREEES>TVET B 21 [TRSND K, ARINI=Z4T3)D
BERIE. 1 DOI—T I Y =D AL FHD TSV TA—LERWTIILFILYIRS—r
VRTBDICHELR—HT U RAEF—IIZEIENTNSRETT,

Molecular
Sample Barcode, 3 bp
Index, 8 bp (+ dark bases)
N Read 1 ¥
[ e
<
A A
; Read 2 i
Molecular Sample
Barcode, 3 bp Index, 8 bp

(+ dark bases)

21 SureSelect XT HS2 o —4 U R5A4T 35 Dig&E

BEWATIE. 1 DOE—F YAV —(F)IEAILEF paired-end —4 U AILAVY(B)EAZ—HTaTFILAVT
YR (FHEUR) . Duplex 75F/3—a—F (). 5473 TvP PCR T34 < (&) BMEMEnTLVET,

547 3IE4ILZF#t HiSeq, MiSeq, NextSeq, NovaSeq 75y h I+ —LTO—T U RTHIENTE
F.HERATEIUAMTETIAMN) DA EDL (TR 99 #TEZILY,

@1z LS4t Paired-End Cluster Generation Kit # LN TY S R AEIRIZHEA TS, #ET S
J—FRIZHo=FyMERRIEER 99 [TRENTLET,

SureSelect XT HS2 #—45"YbI )y FSATIVICRBE—T AV T REIL FRTH—4S U RT
SYRITA—L  FUBAT ANZIFHFICDN—DaVICKYBRBYET  HARSAVIZDONTIER
99 F#BRBL TSN O—TAVIT RELVZARIEEL. Z1473D DNAMFEDH A XL, K
HoNBTINTIROT—ANEIZEDIE, RFELHAVELBENHYET . K 99 DNBIZRHIN
TWAEEHDFED L —T 1T BEMRBEILEITOTIEELY,

FYBIFLEL—H52 X QC DF-=ODIEREEDR/INAI4212&5 PhiX avkO—JLIZDEFELTIE.
AILEF L DHEE(ZHE - TSN,
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Platform Run Type Read Length  SBS Kit Configuration  Chemistry Seeding Concentration
HiSeq 2500 Rapid Run 2 x 100 bp 200 Cycle Kit v2 %-10 pM
HiSeq 2500 High Output 2100 bp 250 Cycle Kit v 12-14pM
MiSeq All Runs 2x100bpor 300 Cycle Kit v2 510 pM
2x 150 bp
MiSeq All Runs 2x75bp 150 Cycle Kit v3 12-16 pM
MNextSeq 500/550 All Runs 2x100bpor 300 Cycle Kit v25 12-1.5pM
2x 150 bp
HiSeq 3000/4000 All Runs 2x100bpor 300 Cycle Kit vl 300-400 pM
2% 150 bp
NovaSeq 6000 Standard Workflow 2 x100bpor 300 Cycle Kit viDorvl.5  300-800pM
Runs 2x 150 bp
MNovaSeq 6000 XpWorkflowRuns 2= 100bpor 300 Cycle Kit vi.Dorvl.s  200-400pM
2% 150 bp

*Bi—@ 200-cycle kit [ZI& 8bp D i7 &i5 A>Ty REMA T, Reads 1 & Reads 2 L —V IR BHDIT+ 77
ENEENTLEE A, 200 cycle kit &£ 50 cyclekitZ 1 DF DA B HETHEATIIENTEET,

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation
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Step 6. — 2 ADERRET—2EHT

UTDOHARSAIE, SureSelect XT HS2 SATSVDL—4 U ADSo b7y T EBTOBMETY,

HUTILLARNADTYIRIZIE 8 bp DAVTYIR)—RHBRBETYT , 10Ty I RIEEEHIEHRIC
DTIE, 141 R—2 R 110 M5 148 R—2 K 117 #ZSHLFZELY,

- HiSeq-NextSeq-NovaSeq 75vbI74+—ALTIE. EEDAI—H AL F3—T—IAHhD5
SUDEYRNTYTETHRNET, 129 R=CDHARFA VI TS,

- MiSeq 75y r 7+ —LTIZ, lllumina Experiment Manager (IEM) #RAWL\TS> O+ yk
TYTETNET . 129~130 R—VIZERE SN TVBFIBIZHWL . ARFZL YT ILO—MEERLE
ER

- lllumina IEM adaptor trimming option [&ERLGEWTEZEWN, O—F U RXS50%E YT HIRIZ IEM
adaptor trimming option D F Y IRV AIEIRIN TVVENWCSLERERLET , 74 T2—[&#&k
D Agilent DY Iz 7ERWTRIZID TSN, 72 T2—EIIRND 5 F/3—a3—F (MBC) HViE ]
[CAEBINDELSICLET,

- lllumina %t ® bcl2fastq, BCL Convert £f=I& DRAGEN Y7+ 97 TTRILFILYHIRETLN. T
ATINADTIIRIZEDIRTIUR)—REERL. PS5 8XU P7 OESI-RTEREFET .
Agilent Genomics NextGen Toolkit (AGeNT) 4> Alissa Reporter, SureCall Y7+ 7ZERALT
FASTQ 774 )LD WIEBF TS/ E(ZIE. lllumina ¥t demultiplexing software @ MBC/UMI trimming
option ZEALGZLVTLZELY,

- 7F/\—3—K (MBC) & dark base [&.)—F 1 8XU)—F 2 O SiHIZHYFET, MBC rEELRIZ
2%’ 1% Agilent Genomics NextGen Toolkit (AGeNT) ZFEHAL TS (MK 132 R—UFS R
LTLEZELY) . BLBEVN DL —7 D REM /AL TZ4 212 MBC T A< AGeNT EEHEAEL
BE.132R—2 M Note [2H BRI, TIAAVMINZE—RORID 5IEREEF)SLTTEHMT
AL TLIZELY,

- ENAETEMRR R 5 DNA DZEEEAHTIZ(X. Agilent Alissa Reporter software 2L T FASTQ 774
ILHOEEDBRHETEITOICENTEET, FHMlllL 132 R—UFSHLTZALY,

- EFEHRRRE - IX AR RN ERDBETIZIL, Agilent AGeNT Y7+ 7% HERALT FASTQ 771U
DNENSEEHTEID BAM 7/ ILDERETEITICENTEET . sFfll[E 133 R—UZSHRL W
=Sy,
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HiSeq/NextSeq/NovaSeq TS5 Yh 74 —LIZ&DL—TV RADIoIRTY
THARSAY

HEEOQOIMO—)LY IO 7OEEMNS, & 100 (TSI TO—H UV RDSoINTYTEITVET,
HiSeq TlZ. EEMNIa>bA—/LY TR 7 DEE® Run configuration X4')—> T Dual Index %%
Uk 100 DAL EEADLET,

NextSeq F7=[d NovaSeq Tl&. ZENDI,A—)LY TR I 7 DEE T Run Setup RY1—2%iLb
LIF. & 100 DU—FREADLET D RZLTS5AT—1923>TlE. TRTDOT 547 —(Read],
Read2, Index1 & U Index2) DF v IRV IRENLET,

£ 100 SURTE

Run Segment Cycles/Read Length
Read 1 100 or 150

Index 1 (i7) 8

Index 2 (15) 8

Read 2 100 or 150

MiSeqF5YP I+ —LICKDI—T U ADTo2INTITHARSAY

LT DFIEIZHEL, lllumina Experiment Manager (IEM) Y7z 7Z#RALNVTHRAZ L Sample Sheet
#ERLE T, Sample Sheet ZERMLI-RIT. /1T YIREINEFEET,. FARALEEYOTILD
SureSelect XT HS2 A>Ty I RDEFNZEE T HLENBHYET , SureSelect XT HS2 LR T L DA
VT RIERECT X, 141~148 R—SEFSBL TS,

HR%ALs Sample Sheet Y7y

1. IEM YT+ 7H T, LLTD Workflow Z:EIRL. MiSeq 75vhT74+—L® Sample Sheet Z4F
BLET .

-Category > Other Z 4R
- Application /5 FASTQ Only %3&4R

2. Workflow Parameters BEE LT, SUEHREA AL, FRITNIFAELTNEF—L155/8T54—
AW, TROABITHE> TSI LEREELET .
Library Prep Workflow M1&H (&, TruSeq Nano DNA ##E{RLFETF , Index Adapters DIEH X
TruSeq DNA CD Indexes (96 Indexes) ZEIRLET , 7H TA—RISUJET LU AGeNT T
TOVELSH B8 . FASTQ Only Workflow-Specific Setting ® adaptor-trimming Fzvo1Rvo
A(FTHEFTHEARZED) FEAEBLNLET,
%L TruSeq Nano DNA A Sample Prep Kit ®IEB (TG E (X KHYIZ TruSeq HT #:F4RL
FY9,
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Sample Sheet Wizard - Workflow Parameters

FASTQ Only Run Settings FASTQ Only Workflow-Specffic Settings
Reagent Catridge Barcode® | MS5871368-300v2 | [ Custom Primer for Read 1
Library Prep Woriflow TruSeq Nano DNA v [ Custom Primerfor Index
Index Adapters TruSeq DNA CD Indexes (96 Indexes) v
[J Custom Primer for Read 2
Index Reads O 0(None) O 1(Single) ( @® 2(Dual) ’

Expesiment Name [ [ Reverse Complement

|
Investigator Name
o l : [[] Use Adapter Trimming

Description l

Date 1/22/2018 @~ [[] Use Adapter Trimming Read 2

Read Type

@ PaiedEnd ) O Single Read
Cycles Read 1

Cycles Read 2

* - required field

3. Sample Sheet Wizard 2L T. >—45 VAT EEHUTILORBELRIEREADLT, EILTY
TLFET, 17 Sequence AT LIZIE, BHUTILEVT LD lllumina @ i7 A>T RIZEIY
TEFT AVTYIRITEDAT YT T SureSelect XTHS2 /T I RIZERLET,

B4k(Z. 15 Sequence A5 LIZH. LWFAHAD lllumina @ i5 AT YIRICEIYHTETI5 1>
TwHIREHZD AT YT T SureSelect XTHS2 AV TYIRIZANTABRELEELET,

{M Tllumina Experiment Manager

[llumina Experiment Manager

Sample Sheet Wizard - Sample Selection

Samples to include in sample sheet

- re
m— m—
Sample ID* ‘ Sample Name Plate Well Index1 (I7)* Qﬂ Sequence ) Index2 (I5)* qiﬁ Sequence ) Sample Project Descripti
1 1 Platel Al D701 ATTACTCG D501 TATAGCCT
2 2 Plate1 A02 D702 TCCGRAGA D501 TATAGCCT
3 3 Plate1 A03 D703 CGCTCATT D501 TATAGCCT
4 4 Platel A4 D704 GAGATTCC D501 TATAGCCT
5 5 Plate1 405 D705 ATTCAGAS TATAGCCT
[ D706 TATAG

4. Sample Sheet yb7vT2RXY%# T L. Sample Sheet #RFLET,
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SureSelect XT HS2 Ta7 LAV TYIRE & HBHT=8 D Sample Sheet DHFE

- Sample Sheet 77 M LETHF AL TAA—THE. TNTND YT ILIZDONT, h5 L 5~8D 7.
i5DAVTIVIREREZLTELET (TR, BEBRIUNISAMENT=EF%) , SureSelect XT HS2 41T

DZADIGEELFE 141 ~148 R—UFTELFZELY,

- 5 BB D 17_Index_ID AS LK, HHUTILIZEY H TSN 1= SureSelect XTHS2 DA T YO AR

TEHEESEANLES . 6 HEHD index AT LIZIX, @Y P7 10Ty REFIEANLET,

- 7 FB® 15_Index_ID AT LIZIE. BH T ILIZEIY BTSN 1= SureSelect XTHS2 DAV TYHIRAR

TEBEEANLET 8 BB D index2 A5 LI, B P5S A>T VI REFIEZAALET,

- 96 U TILLLEDSUEITIEEICIE, SureSelect XT HS2 A TYIRRTEFIIMN 6 BEDHS L
(P7TAUTYIR)EBBEBDHSL(PS AT YIR)EEL YT ILITE Sample Sheet [ZIBINLE

j-o

[Header]

IEMIEIleve ]

Experimer XT_Low_Input

Date S=333335

Workflow GenerateFASTQ

Applicatic FASTQ Only

Instrumer MiSeq

Assay TruSeq Nano DNA

Index Ada TruSeq DMNA CD Indexes (96 Indexes)
MNescriptinn

Chemistry Amplicon

[Reads]
100
100

[Settings]
ReverseCc o

[Data]
sample_Il Sample_MSample_P Sample_\' Index_Plal7_Index_ID index I5_Index_ID index2 Sample
Sample_1 Samplel Platel AD1 AD1 AD1 GTCTGTCA  AD1 CAACGAGC
Sample_2 Sample? Platel BO1 BO1 BO1 TEAAGAGA BO1 GTCGACAA
col CACG 1 AAGAGC

Sample 3 Sample3 P

22 SureSelect XT HS2 54735 DL —4 > XM Sample Sheet

5. S %ETS=-OIZ#HmELT- Sample Sheet Z BB RIZEELET,

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation
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T—AEH)V—R

LUTDHARSA4 1%, SureSelect XT HS2 SA4T35) DT —4EHTIZ@ELI-HE M7 NGS /N1
SAVATYITTY , BFELD NGS BB /AATSAVIZE->TERYET,

lllumina @ bcl2fastq. BCL Convert E£f=I& DRAGEN Y IrHx7ZRANT, TaFILAUT YO RIZE
DWTTFINLFILYIRETVET, TILFILYIRENT-FASTQ T—2IL, B DY—ILDLVS
NHEFEALTT7S T4—E5 OKZE MBC E5 DO ORTLEEITIRENHYET,

4 HE#Ra R %] DNA 7—%~270—T Agilent Alissa Reporter V79174 Hd 2548

Alissa Reporter Y7k~ =7 (& SureSelect f##TIZFH VT FASTQ Mo T4+—<whh\s VCF I+—< vk
ADT—RDMIEE, ENETEHBAZRFID SNV, InDel, CNV DBEHDLR—FETHYY 21— a3 %R
H®"LFET,

Alissa Reporter [FVTIORR—ZRDTILFTFUDHY—ERELTDYITLD T (SaaS) ® T,
SureSelect XT HS2 DNA 5473 )—RDQRIANE (74 T4—)22 5  MBC I, TT717)5—2
AV)HIB2RT—HEM . QC BMETEZEILMUDE Y A R—KRTITSZENTEET . SMIZD
L\ TIE www.agilent.com @ Alissa Reporter B ER—SF#SHBLIEELY,

SureSelect XT HS2 DNA 7w+4 T Alissa Reporter Vb 72 E AT DRIICEE I REEELE
HIZDOVWTIE, L TOEHNES B,

- Alissa Reporter 77)r— 3 ETLTH A2 HBUEHRR LD SureSelect human probe ZFLY
TRMESNT-Er DNA SA4T3)DEBEHBERIIOEERZITICERATEET, SureSelect XT HS
Human All Exon V7 £1=1& V8 7O—J%#AWLTI U yFLI=547 3L, Alissa Reporter D%t
53 % Human All Exon V7 Germline E7=1& Human All Exon V8 Germline 7 )4 —a & FI L
THRILET ., Z0mnTo0—J (FLTHFAoT0—JZ2&E0)ZAVWTERSINE=S5/4T3 (%,
Alissa Reporter DHRALT T) 75— 3R AL THEMLET , Alissa Reporter 22— )L MBI,
TLTHL1oDTO—TEHRALTO—T DMl A% SureDesign MoAUR—kL, FHILWARZLT
TVr—2a w7y T3 500 Y— LR S TLET,

Human All Exon V8+UTR & Human All Exon V8+NCV T#H A > [, Alissa Reporter
NDARBLZATDOTT)r—2aVEFALTIOR— T 2RELNHYET,
Human All Exon V8 Germline 77 —3v&&THAQT 34T OT7T ) r—2
AVIEHEDT AU DHHIELTEY . ZOMDTHFAUIZIERELTEYEE
Ao
- KR EREE D=6 D FFPE H2EH BT Z DD DNA BT IV OBICIFHREFRTHIGLT
BYFE A

» CNV O—/LIZIE, E— Alissa Reporter Mo DEBBRLY U TILEFRAL T, 3— o2 T
DLIFLUVRV T FIVERET DEBAMANSTO—NMERAINET BEDLIFLURY LT
WIERHEHYFEEA).CNV I—IILDT=ODEETESLIFLU RV T FILEFLT=HIZIE, D7i<
& 3 DU IFFELLIE 8 D (FIEFNLL) DERBZGY T ILA—#EIZ Alissa Reporter THHTE
NEZDERHYET X LEBEREBLVY 24 LD CNV I—)LIZIF. AEQOEBZLY VT ILH
ETY . RBOHBREHBZ-OICIE. RWEBIZE IS DEFR/NRICHIZ 518, CNV HEIFEHTIZ
FEARTSEYUTILIE, RL SureSelect SUHIUVREILY—4 VRS T CNV £EBHICERTSY
VT IERBLTEELY,

- 7T O—RA[EE T 74 )L 4 X &K 50GB/ 774 )L (&5 400GB/H> T )L) TY . £f=. 7vy7A

132 SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation


https://www.agilent.com/en/product/next-generation-sequencing/clinical-informatics-platform/alissa-reporter-1947792

6 TILFITLYIRL—HF O AD=ODF ¥ TFritd 7L
—RTA[REA: FASTQ 77/ LI HZ K 768 BT,

» Human All Exon V7 Germline E7=[% Human All Exon V8 Germline 7 ) —La a{F AT &=,
T7AILHAZXN 150M ZBZBIGEZIE. SUF LIZ150M Y—RIZHITHoT)ooEShET,

s RY—TUBXUVT—2D FASTQ 774 ILIZHIELTULVET . BAM 774 /L RZ DD FASTQ L4t D
I7A4IILERO7yTO—RIZIEZELTUOERE A,

HRERAET- L AR FIDNADT—SH70—T Agilent AGeNT YOIz 742ERT 254

Agilent Genomics NextGen Toolkit (AGeNT) [& SureSelect XT HS2 DNA S4 735D —RLEBRT
VI IFERATES Java R—ADY I I T7ED1—I)LT, 5 F/A—a3—K (MBC) REBLE=F7H TE2—+
YU G ETaT)r—N)—RERBELET, 2D toolkit (& NAA AV TAITAIVRADIFR/IS—LD
FRIFT AVE—FIVERTNATSAODBE. ME AT FTFURBLIUNSTIL 12— TES
SOZTH A ENTNET, FEHAEERA® toolkit MH 2 O—KIE www.agilent.com D AGeNT #!
AR—URIAR—U B KU AGeNT Best Practices #Z &L= &0y,

TIILFTLYIR%E{Tolz FASTQ T—4I%. AGeNT ZAWVWTRILEL ., o— 2 VG T7ETADRY)
2T E LU MBC BRFIDHMEEITIDENHYET

RIS TLIZ)—FIET 51423, BWA-MEM D &K57%@EE7%EY—ILTT7 542 LTz BAM 74 )L
MBC 27 & MLET . TI3A AU MERATRITATET $45&. AGeNT D CReaK (Consensus Read Kit)
ED2—IILEFRAVWTAVEU YR —RFDERST 12TV — b DI—IF1TFEIEBRELET . BAM 7
FANWIF N\ TFUOMERRZEC TROBINICERATEET,

CReaK [ AGeNT version 3.0 NDTTa1F)r—3vy—ILThHY. XD
AGeNT Locatlt DEBEELTEENTULVET , Locatlt & CReaK MIELMIDLNTD
¥#01E www.agilent.com @ Agent HFZXR—T M FAQ S ML TLIEELY, Locatlt
(XB| = ={ERATIEETY A, CReaK DFERAZHRELTLVET,

BEVDEFT/ATS/420TMBC BEBINERET DHE . ROBHRATYTIZED
BICU—FR 1 BXU)—F 2 DRHD S ERETRX T EIEMNZIDTTHILT
MBC BEHIZEfRET DEMNTEET, bel2fastq ZFALTTRILFILYIRET
51546 . N—RAT RS N5Y*,18,18 NSY* (*[LEED—FRICEEH]Z T
Runinfo.xml Z74)LD)—FRETY)EEHDHIET.MBCEHEIRF T F 5
EMTEZT,

BCL Convert ## L TT RILFILvIRET 5154 . Sample Sheet DAYH —
[CUTDOXFFE2E6HSETMBC BRINERETHIENTEET:
OverrideCycles,N5Y*;I8;I18;N5Y* (*[ZRJS T DY —FRICEEH]AET . I
[£ 2x150 NGS D15 & (&, N5Y145;18;I18:N5Y145 &% Y ET . )

£ L<IE seqtk D &S5 EEHENIEBY— )L T, TIILFTILvI AL FASTQ 771U
No&—FDRYD 5EEENIZTTHIELAHETT,

HBULE. AGeNT DRI SED1—)LT MBC BEHIZMA TR TA—ERHE R
TEET BEMLTH T2—N)T—TlE, RABIOT7HTS—0 MBC B (X
21 BB EBRETHENTET . FI5MAVNREICEEEEZBANHYET,
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RNBZEEHTLET,
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7 Appendix: FFPE B3k DNA 47 )LD fEFR

FFPEERSEDNAY>FILADTOILEE

FFPE Yo JILEHFELDOMRIC. TORILICERZMAS5NEEE 101 ITRLET,

= 101 FFPE 4o 7 )LATAFIIERRNE—E

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

page

gDMA Sample Qualification of DNA Mot required Required

Preparation page 45 Integrity

Enzymatic Duration of the 37°C 15—-25minutes, dependingonread 25 minutes

fragmentationduration fragmentation step ength requirements

page 48

DMA input for Library ~ Input amount and 10 ng to 200 ng, quantified by Based on determined DNA integrity

Preparation page 45 means of guantification Qubit assay (seeTable 17 on page 46 and Table 18
on page4e)

DNA Shearing page 54 Mode of DNA Shearing 2 = 120 seconds 240 seconds (continuous)

Pre-capture PCR Cycle number 8-11 11-14

page 63

Sequencing page 136  Output augmentation Per project requirements 1x to 10x based on determined DNA

integrity (see Table 102 and Table 103
on page 136

FFPEY T ILD R BERHESR

DNA M7 2L Agilent NGS FFPE QC Kit £L<[& Agilent TapeStation ¥ X7 ./L& Genomic DNA
ScreenTape ZRAWTHEERRTEET,

Agilent NGS FFPE QC Kit [, qPCR R—XDT7vEAIZ&Y DNA YL TILD R REEERLET .
DX INERAWTHERTHEICKY FERELT. U T LR DOEIFEAREL DNA OEZFIEREICAET
BIEMTE,. AT Y DNA DEFRABRTHIENTEET, /=, B5N 1= AACq DNA HERIT%
T MDTArILNEBRNBRERELET,

Agilent TapeStation & X7 Tl&. Genomic DNA ScreenTape 7vtz4 &flAEHE T, ERKEIC
&Y DNA Integrity Number (DIN) Q{EZEHTHIEMNTE, 127 Vb DNA EPZOMDOTARIL
LREERBRERELET
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7 Appendix: FFPE B3k DNA 4> 7 )LD ERA

FFPEY T IVIZHEIT B —T U AT IN Ty DR

SEELTULEL DNA YU TIILERWT. IR BMIZH - EBL— VAT INTIhEERELT
#BUTDOHARSAUESEIZLT FFPE DNA U7 )L TRREGEMS —7 VR T7I9NTINEERE
LTLEEELY,

AACq TREZRRBLEYUITILDGE:

AACqDNA RMEROAT7 CREEHEZELTLSIGEIE. K 102 DHARSAUETSEIFEEN, BRI,
J—970—(CENWTRHELEINDIN/NALYDEFDI=OIZIE, 2L TULVEL DNA 327 )L T 100 Mb
DT INTIDBELIFZE . AACq DNA M 1 D FFPE 427 )L T, REBEDH/NLYSEEFD=HIC
(£.200~400 Mb D> —4 U A7 IR TR EELZYET,

% 102 FFPE HI3ED DNA -2 J LI BB —4 VR T7INTuk

AACq value Recommended fold increase for FFPE-derived sample
=0.5 No extra sequencing output

between 0.5and 2 ncrease seguencing allocation by 2x to 4x

=2 ncrease seguencing allocation by 5x to 10x or more

DIN CHEZHELI-Y T ILDFRE:

Genomic DNA ScreenTape 7vt4/® DIN DIETHEZHZELTLSEEIL. & 103 DAAFSIY
EISBZSVBIRIE. 7—970—I2BVWTRELESNDIHNLYDERDZ-HICIE, /LT
LYDNA H2FILT 100 Mb D7 Ty ELI5ZE . DIN Y 4 D FFPE 4> FIL T, REEDH/N
Ly #HFAH=5HIZ1X, 200~400 Mb DL —4S U R T7 IO T YR ELELZYET,

% 103 FFPE HH3E® DNA o FILICEBT BHES —HF U XTI T vk

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

between 3and 8 ncrease seguencing allocation by 2x 1o 4x

=3 ncrease seguencing allocation by 5x to 10x or more
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SureSelect XTHS2 AT YIRTSAT—RT7IER............ 140
AVTIIRTSAR—RTDTL—bIYT o 149
GA9D)IT7LU R RREA—ZIYYREY—RTL—DEE .. 151
DA9D)IT7LOR . ZDMDEEDEE oo 156
RS T IV AR AR e 157

COETEH. FYMIEENTWSRERNR. 10 TYIRERS|, FST IV a—MER. TOMLDIA
) IPLURIGEET7PL U RERIZDNTEREHE L TLNET,
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FYFDARE

SureSelect XT HS2 #—4YhIU ) yF AN AT L TFLErTF¥T—)LOTORILTIEER 104
[SRIAZBEXVNEFRALET . KX 104 TEHOXT YD OEBRINDE S OERMAIE. R 105 D

# 108 2 RLET,

x 104 TYLDOHERGR

Kit Name (p/n) Component Kit Name Component Kit p/n Storage
Condition
SureSelect XT HSZ DNA SureSelect XT HS2 Library Preparation Kit for  5500-0147 -20°C
Library Preparation Kit for LM (Pre PCR)
l(ggglggieﬁgugﬁ gegggé%r;s SureSelect XT HS2 Index Primer Pairs for §I 9:|—5588 (Index Pa@rs 1 :9_6), -20°C
LM (Pre PCR) 5191-5689 (Index Pairs 97-192),
5191-5690 (Index Pairs 193-288),
OR
5191-5691 (Index Pairs 289-384)
SureSelect XT HS2 DNA SureSelect Target Enrichment Kit, ILM Hyb 5191-6689 Room
Target Enrichment Kit (Post  Module, Box 1 (Post PCR) Temperature
PCR), 12 Hybs (G9987A } i
) yos ) SureSelect XT HS2 Target Enrichment Kit 5191-6690 -20°C
LM Hyb Module, Box 2 (Post PCR)
SureSelect XT HS2 DNA SureSelect XTHS2 Library Preparation Kit for  5500-0147 -20°C
Reagent Kit, 96 Reactions LM (Pre PCR)
(G9983A through G9983D; R o T — - - ) P
or G99844 through G2984D SureSelect XT HS2 Index Primer Pairs for 5191-5688 through 5191-5691 -20°C
with AMPure XP/ LM (Pre PCR)
Streptavidin Beads) SureSelect Target Enrichment Kit, LM Hyb ~ 5190-9687 Room
Module, Box 1 (Post PCR) Temperature
SureSelect XT HS2 Target Enrichment Kit 5191-6688 -20°C
LM Hyb Module, Box 2 (Post PCR)
SureSelect DNA AMPure XP Beads (included  5191-5740 +4°C
with kits G2984A through G9984D)
SureSelect Streptavidin Beads (included with  5191-5742 +4°C
kits G9984A through G9984D)
SureSelect Enzymatic Fragmentation Kit, 96 Reactions Automation (5191-6764) -20°C

% 105 SureSelect XT HS2 Library Preparation Kit for ILM (Pre PCR) ®HAZ&E

Kit Component

Format

End Repair-A Tailing Enzyme Mix

End Repair-A Tailing Buffer

T4 DMA Ligase

Ligation Buffer

SureSelect XT HS2 Adaptor Oligo Mix
Herculase |l Fusion DNA Polymerase

Ex Herculase || Reaction Buffer with diNTPs

tube with orange cap
bottle

tube with blue cap
bottle

tube with white cap
tube with red cap

tube with clear cap

138 SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation



8 J)IJ7L2RA

%= 106 SureSelect XT HS2 Index Primer Pairs for ILM (Pre PCR) ®AZR

Kit Component

Format

SureSelect XT HS2 Index Primer Pairs for ILM
(Pre PCR)

Orange 96-well plate (index pairs 1-96), OR
Blue 96-well plate (index pairs 97-192), OR
Green 96-well plate (index pairs 193-288), OR
Red 96-well plate (index pairs 289-384)

% 107 SureSelect Target Enrichment Kit, ILM Hyb Module Box 1 (Post PCR) MONZ&

Kit Component Format
SureSelect Binding Buffer bottle
SureSelect Wash Buffer 1 bottle
SureSelect Wash Buffer 2 bottle

% 108 SureSelect XT HS2 Target Enrichment Kit, ILM Hyb Module Box 2 (Post PCR) MINE&

Kit Component

Format

SureSelect Fast Hybridization Buffer
SureSelect XT HS2 Blocker Mix
SureSelect RMase Block

SureSelect Post-Capture Primer Mix
Herculase Il Fusion DNA Polymerase

Ex Herculase || Reaction Buffer with dTPs

bottle

tube with blue cap
tube with purple cap
tube with clear cap
tube with red cap

tube with clear cap
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SureSelect XT HS2 A>T VIR TS5AIX—R 71§

SureSelect XT HS2 1V TYIRTZAI—RF7XEESN-IRETRB SN FE T, KT/ —R7 (&
A=—9728 bp D PS5 FIIE PT AT YVIREEH. TATINAUTIIAD NGS AT EERT
EFT . RTSAI—DAVTYIRE D DIEEERFIL, 141 R—IFK 110 hd 148 R—UFK 117 %
SHBLTZEWN, 8bp AV TYIRDTAT IV E—T U RTBHIVEREIL, 120 R—UFTELIZELY,

SureSelect XT HS2 A>T YIRTSAT—R7IE. 1 RO DR ELZEHET .5
A475)DHARAVEZIR—aVEFCES EOTIILIESATS)RARE KRG 1
B DAERAL TS, Fo AR ERYIRLERRICHERLZL TS,

BITFAI—DAT YIRS DOIEREFIX. & 110 X 117 [CRESNTWETP7 10Ty

HRIEIEAETREIN, Y R—FENZEDAILZF TSV TH—LIZERINET . P5 1V TYIRIE,
BRDTIINITA—LOL—T RSNy Ty TELVEERY—)L (: Local Run Manager &

U Instrument Run Setup) TERAT5=0HI2.2 DOAB(EARAESLVEFRDMHE) TRINTL

FTANZIFI—H U RTSYNTH—LEFD PS5 —rO AN AMER 109 ITRLET . o TILY

— =L TSI T Y TEEIC P5S AV TYIRADMEEEELLANTEILETIILFILY

DREBNSEBOICERBICEETT , AILIFOHR—IRF2 ARSIV Y —REGETSEL.
T r—2avIZ#E LIz PS AU T RABEDREERE LTS,

£ 109 lllumina F5YbI4+—LEPS AV TYIAD A

P5 Index Orientation Platform

Forward NovaSeq 6000 with v1.0 chemistry
MiSeq
HiSeq 2500

Reverse Complement” NovaSeq 6000 with v1.5 chemistry

NextSeq 500/550/1000/2000
HiSeq 3000/4000

iSeq 100

MiniSeq

HiSeq X

=D YT YT - BEEY—LTIRA RSN P5 A0 Ty XD EBHES A BEMIERSNET , 7 lllumina LD YR
—;RF2AAESBEL, ATV TERTEITIVNIA—LEY—ILDBAEDLRITDOVNTHEEL, TV b7 YTHRIZANTS
AT IIADELWNAEZERELTIZEL,
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% 110 SureSelect XT HS2 AV T VIR T4 —RTES| 1~48 (FLUTBDTL—F)

8 J)IJ7L2RA

Primer (Well |P7 Index P5 Index P5 Index Primer Well [P7 Index P5 Index P5 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse

Complement IComplement
1 AQT | CAAGGTGA | ATGGTTAG CTAACCAT 25 ADd | AGATGGAT | TGGCACCA TGGTGCCA
2 BOT1 | TAGACCAA | CAAGGTGA TCACCTTG 26 BO4 | GAATTGTG | AGATGGAT ATCCATCT
3 COT | AGTCGCGA | TAGACCAA TTGGTCTA 27 CO4 | GAGCACTG | GAATTGTG CACAATTC
4 DOT | CGGTAGAG | AGTCGCGA TCGCGACT 28 D04 | GTTGCGGA | GAGCACTG CAGTGCTC
5 E01 | TCAGCATC | AAGGAGCG CGCTCCTT 29 E04 | AATGGAAC | GTTGCGGA TCCGCAAC
s} FO1 | AGAAGCAA | TCAGCATC GATGCTGA 30 FO4 | TCAGAGGT | AATGGAAC GTTCCATT
7 GOT | GCAGGTTC | AGAAGCAA TTIGCTTCT 3 G04 | GCAACAAT | TCAGAGGT ACCTCTGA
8 HO1 | AAGTGTCT | GCAGGTTC GAACCTGC 32 HO4 | GTCGATCG | GCAACAAT ATTGTTGC
9 AQ2 | CTACCGAA | AAGTGTCT AGACACTT 5] A0S | ATGGTAGC | GTCGATCG CGATCGAC
10 BOZ | TAGAGCTC | CTACCGAA TTCGGTAG 34 BO5 | CGCCAATT | ATGGTAGC GCTACCAT
11 CO0Z | ATGTCAAG | TAGAGCTC GAGCTCTA 35 CO5 | GACAATTG | CGCCAATT AATTGGCG
12 D02 | GCATCATA | ATGTCAAG CTTGACAT 36 DOS | ATATTCCG | GACAATTG CAATTGTC
13 E0Z | GACTTGAC | GCATCATA TATGATGC 37 EOS | TCTACCTC | ATATTCCG CGGAATAT
14 FOZ | CTACAATG | GACTTGAC GTCAAGTC 38 FOS | TCGTCGTG | TCTACCTC GAGGTAGA
15 GO2 | TCTCAGCA | CTACAATG CATTGTAG 39 GOS | ATGAGAAC | TCGTCGTG CACGACGA
16 HO2 | AGACACAC | TCTCAGCA TGCTGAGA 40 HO5 | GTCCTATA | ATGAGAAC GTTCTCAT
17 AQ3 | CAGGTCTG | AGACACAC GTGTGTCT 41 ADS6 | AATGACCA | GTCCTATA TATAGGAC
18 BO3 | AATACGCG | CAGGTCTG CAGACCTG 42 BO6 | CAGACGCT | AATGACCA TGGTCATT
e CO03 | GCACACAT | AATACGCG CGCGTATT 43 C06 | TCGAACTG | CAGACGCT AGCGTCTG
20 D03 | CTTGCATA | GCACACAT ATGTGTGC 44 D06 | CGCTTCCA | TCGAACTG CAGTTCGA
21 EQ3 | ATCCTCTT | CTTGCATA TATGCAAG 45 EOe | TATTCCTG | CGCTTCCA TGGAAGCG
22 FO3 | GCACCTAA | ATCCTCTT AAGAGGAT 46 FO6 | CAAGTTAC | TATTCCTG CAGGAATA
23 GO3 | TGCTGCTC | GCACCTAA TTAGGTGC 47 GO6 | CAGAGCAG | CAAGTTAC GTAACTTG
24 HO3 | TGGCACCA | TGCTGCTC GAGCAGCA 43 HO6 | CGCGCAAT | CAGAGCAG CTGCTCTG
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= 111 SureSelect XTHS2 A>T VIR TSAI—RT7HEF| 49~96(F Lo SBDTL—F)

Primer Well |P7 Index P3 Index P35 Index Primer Well |P7 Index P53 Index P35 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement

49 AD7 | TGAGGAGT | CGCGCAAT ATTGCGCG 73 A10 | AACGCATT | ATAGTGAC GTCACTAT
a0 BO7 | ATGACGAA | TGAGGAGT ACTCCTCA 74 B10 | CAGTTGCG | AACGCATT AATGCGTT
51 CO7 | TACGGCGA | ATGACGAA TTCGTCAT 75 C10 | TGCCTCGA | CAGTTGCG CGCAACTG
52 D07 | AGCGAGTT | TACGGCGA TCGCCGTA 76 D10 | AAGGCTTA | TGCCTCGA TCGAGGCA
33 EO7 | TGTATCAC | AGCGAGTT AACTCGCT 77 E10 | GCAATGAA | AAGGCTTA TAAGCCTT
54 FO7 | GATCGCCT | TGTATCAC GTGATACA 78 F10 | AAGAACCT | GCAATGAA TTCATTGC
95 GO7 | GACTCAAT | GATCGCCT AGGCGATC 79 G10 | CTGTGCCT | AAGAACCT AGGTTCTT
56 HO7 | CAGCTTGC | GACTCAAT ATTGAGTC 80 H10 | TACGTAGC | CTGTGCCT AGGCACAG
57 AQ0B | AGCTGAAG | CAGCTTGC GCAAGCTG 81 All | AAGTGGAC | TACGTAGC GCTACGTA
28 BO8 | ATTCCGTG | AGCTGAAG CTTCAGCT 82 B11 | CAACCGTG | AAGTGGAC GTCCACTT
59 C08 | TATGCCGC | ATTCCGTG CACGGAAT 83 C11 | CTGTTGTT | CAACCGTG CACGGTTG
60 DOg | TCAGCTCA | TATGCCGC GCGGCATA 84 D11 | GCACGATG | CTGTTGTT AACAACAG
61 EO8 | AACTGCAA | TCAGCTCA TGAGCTGA 85 E11 | GTACGGAC | GCACGATG CATCGTGC
62 FO&8 | ATTAGGAG | AACTGCAA TTGCAGTT 86 F11 | CTCCAAGC | GTACGGAC GTCCGTAC
63 GO8 | CAGCAATA | ATTAGGAG CTCCTAAT 87 G11 | TAGTCTGA | CTCCAAGC GCTTGGAG
64 HO8 | GCCAAGCT | CAGCAATA TATTGCTG 88 H11 | TTCGCCGT | TAGTCTGA TCAGACTA
65 AQ9 | TCCGTTAA | GCCAAGCT AGCTTGGC 89 Al2 | GAACTAAG | ATACGAAG CTTCGTAT
66 BO9 | GTGCAACG | TCCGTTAA TTAACGGA 20 B12 | AAGCCATC | GAGATTCA TGAATCTC
&7 C09 | AGTAACGC | GTGCAACG CGTTGCAC a1 C12 | AACTCTTG | AAGCCATC GATGGCTT
68 D09 | CATAGCCA | AGTAACGC GCGTTACT a2 D12 | GTAGTCAT | AACTCTTG CAAGAGTT
69 E09 | CACTAGTA | CATAGCCA TGGCTATG 93 E12 | CTCGCTAG | GTAGTCAT ATGACTAC
70 FO9 | TTAGTGCG | CACTAGTA TACTAGTG 24 F12 | AGTCTTCA | CAGTATCA TGATACTG
71 G09 | TCGATACA | TTAGTGCG CGCACTAA 95 G12 | TCAAGCTA | CTTCGTAC GTACGAAG
72 HO9 | ATAGTGAC | TCGATACA TGTATCGA 96 H12 | CTTATCCT | TCAAGCTA TAGCTTGA
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% 112 SureSelect XT HS2 /> TYHORTSAT—RFHEF| 97~144(FULITL—K)

8 J)IJ7L2RA

Primer Well  [P7 Index P5 Index P5 Index Primer Well |P7 Index P35 Index P5 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement
=T ADT | TCATCCTT | CTTATCCT AGGATAAG 121 AD4 | CAGGCAGA | AGACGCCT AGGCGTCT
98 BO1 | AACACTCT | TCATCCTT AAGGATGA 122 B04 | TCCGCGAT | CAGGCAGA TCTGCCTG
e COT | CACCTAGA | AACACTCT AGAGTGTT 123 C04 | CTCGTACG | TCCGCGAT ATCGCGGA
100 D01 | AGTTCATG | CACCTAGA TCTAGGTG 124 D04 | CACACATA | CTCGTACG CGTACGAG
101 EQT | GTTGGTGT | AGTTCATG CATGAACT 125 E04 | CGTCAAGA | CACACATA TATGTGTG
102 FO1 | GCTACGCA | GTTGGTGT ACACCAAC 126 FO4 | TTCGCGCA | CGTCAAGA TCTTGACG
103 GOT | TCAACTGC | GCTACGCA TGCGTAGC 127 G04 | CGACTACG | TTCGCGCA TGCGCGAA
104 HO1 | AAGCGAAT | TCAACTGC GCAGTTGA 128 HO4 | GAAGGTAT | CGACTACG CGTAGTCG
105 ADZ | GTGTTACA | AAGCGAAT ATTCGCTT 129 ADS | TTGGCATG | GAAGGTAT ATACCTTC
106 BOZ2 | CAAGCCAT | GTGTTACA TGTAACAC 130 BO5 | CGAATTCA | TTGGCATG CATGCCAA
107 CO02 | CTCTCGTG | CAAGCCAT ATGGCTTG 131 CO5 | TTAGTTGC | CGAATTCA TGAATTCG
108 D02 | TCGACAAC | CTCTCGTG CACGAGAG 132 DO5 | GATGCCAA | TTAGTTGC GCAACTAA
109 E02 | TCGATGTT | TCGACAAC GTTGTCGA 133 EO5 | AGTTGCCG | GATGCCAA TTGGCATC
110 FO2Z | CAAGGAAG | TCGATGTT AACATCGA 134 FO5 | GTCCACCT | AGTTGCCG CGGCAACT
111 GO2 | ATTGATGC | AGAGAATC GATTCTCT 135 GO5 | ATCAAGGT | GTCCACCT AGGTGGAC
112 HOZ2 | TCGCAGAT | TTGATGGC GCCATCAA 136 HO5 | GAACCAGA | ATCAAGGT ACCTTGAT
113 AD3 | GCAGAGAC | TCGCAGAT ATCTGCGA 137 | AD6 | CATGTTCT | GAACCAGA TCTGGTTC
114 BO3 | CTGCGAGA | GCAGAGAC GTCTCTGC 138 BO6 | TCACTGTG | CATGTTICT AGAACATG
115 CO3 | CAACCAAC | CTGCGAGA TCTCGCAG 139 C06 | ATTGAGCT | TCACTGTG CACAGTGA
116 D03 | ATCATGCG | CAACCAAC GTTGGTTG 140 D06 | GATAGAGA | ATTGAGCT AGCTCAAT
117 EQ3 | TCTGAGTC | ATCATGCG CGCATGAT 1417 E0E6 | TCTAGAGC | GATAGAGA TCTCTATC
118 FO3 | TCGCCTGT | TCTGAGTC GACTCAGA 142 FO& | GAATCGCA | TCTAGAGC GCTCTAGA
119 G03 | GCGCAATT | TCGCCTGT ACAGGCGA 143 GO6 | CTTCACGT | GAATCGCA TGCGATTC
120 HO3 | AGACGCCT | GCGCAATT AATTGCGC 144 HO6 | CTCCGGTT | CTTCACGT ACGTGAAG
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% 113 SureSelect XT HS2 AV T VIR TS54X—RTERS| 145~192(FLIL—F)

Primer Well |P7 Index P5 Index P5 Index Primer Well [P7 Index P5 Index P5 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement
145 ADY | TGTGACTA | CTCCGGTT AACCGGAG 169 ATD | CGCTCAGA | CTAACAAG CTTGTTAG
146 BOY | GCTTCCAG | TGTGACTA TAGTCACA 170 B10 | TAACGACA | CGCTCAGA TCTGAGCG
147 CO7 | CATCCTGT | GCTTCCAG CTGGAAGC 171 C10 | CATACTTG | TAACGACA TGTCGTTA
148 DO7 | GTAATACG | CATCCTGT ACAGGATG 172 D10 | AGATACGA | CATACTTG CAAGTATG
149 EO7 | GCCAACAA | GTAATACG CGTATTAC 173 E10 | AATCCGAC | AGATACGA TCGTATCT
150 FO7 | CATGACAC | GCCAACAA TTGTTGGC 174 F10 | TGAAGTAC | AATCCGAC GTCGGATT
1571 GO7 | TGCAATGC | CATGACAC | GTGTCATG 175 | G10 | CGAATCAT | TGAAGTAC GTACTTCA

152 HO7 | CACATTCG | TGCAATGC GCATTGCA 176 H10 | TGATTGGC | CGAATCAT ATGATTCG
153 AOEB | CAATCCGA | CACATTCG CGAATGTG 177 A1l | TCGAAGGA | TGATTGGC GCCAATCA
154 BO8 | CATCGACG | CAATCCGA TCGGATTG 178 B11 | CAGTCATT | TCGAAGGA TCCTTCGA
155 C08 | GTGCGCTT | CATCGACG CGTCGATG 179 C11 | CGCGAACA | CAGTCATT AATGACTG
156 D08 | ATAGCGTT | GTGCGCTT AAGCGCAC 180 D11 | TACGGTTG | CGCGAACA TGTTCGCG

157 EO8 | GAGTAAGA | ATAGCGTT AACGCTAT 181 E11 | AGAACCGT | TACGGTTG CAACCGTA
158 FO8 | CTGACACA | GAGTAAGA TCTTACTC 182 F11 | AGGTGCTT | AGAACCGT ACGGTTCT
159 G08 | ATACGTGT | CTGACACA TGTGTCAG 183 G11 | ATCGCAAC | AGGTGCTT AAGCACCT
160 HOB | GACCGAGT | ATACGTGT ACACGTAT 184 H11 | GCCTCTCA | ATCGCAAC GTTGCGAT

161 AD9 | GCAGTTAG | GACCGAGT ACTCGGTC 185 Al12 | TCGCGTCA | GCCTCTCA TGAGAGGC
162 BOS | CGTTCGTC | GCAGTTAG CTAACTGC 186 B12 | GAGTGCGT | TCGCGTCA TGACGCGA
183 C09 | CGTTAACG | CGTTCGTC GACGAACG 187 C12 | CGAACACT | GCATAAGT ACTTATGC
164 D09 | TCGAGCAT | CGTTAACG CGTTAACG 188 D12 | TAAGAGTG | AGAAGACG CGTCTTCT
185 E09 | GCCGTAAC | TCGAGCAT ATGCTCGA 189 E12 | TGGATTGA | TAAGAGTG CACTCTTA
166 FO9 | GAGCTGTA | GCCGTAAC GTTACGGC 190 F12 | AGGACATA | TGGATTGA TCAATCCA
167 G09 | AGGAAGAT | GAGCTGTA TACAGCTC 191 G12 | GACATCCT | AGGACATA TATGTCCT
168 HO9 | CTAACAAG | AGGAAGAT ATCTTCCT 192 H12 | GAAGCCTC | GACATCCT AGGATGTC
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Primer Well [P7 Index P5 Index P5 Index Primer Well [P7 Index P5 Index P5 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement
193 AD1 | GTCTCTTC | GAAGCCTC GAGGCTTC 217 AD4 | GCGGTATG | CACGAGCT AGCTCGTG
194 BO1 | AGTCACTT | GTCTCTTC GAAGAGAC 218 B04 | TCTATGCG | GCGGTATG CATACCGC
185 COT | AGCATACA | AGTCACTT AAGTGACT 219 C04 | AGGTGAGA | TCTATGCG CGCATAGA
196 DOT | TCAGACAA | AGCATACA TGTATGCT 220 D04 | CACAACTT | AGGTGAGA TCTCACCT
197 EOQT | TTGGAGAA | TCAGACAA TTGTCTGA 221 E04 | TTGTGTAC | CACAACTT AAGTTGTG
198 FO1 | TTAACGTG | TTGGAGAA TTCTCCAA 222 FO4 | TCACAAGA | TTGTGTAC GTACACAA
199 GOT | CGTCTGTG | TTAACGTG CACGTTAA 2723 G044 | GAAGACCT | TCACAAGA TCTTIGTGA
200 HO1 | AACCTAAC | CGTCTGTG CACAGACG 224 HO4 | AGTTCTGT | GAAGACCT AGGTCTTC
201 ADZ | AGAGTGCT | AACCTAAC GTTAGGTT 225 ADS | GCAGTGTT | AGTTICTGT ACAGAACT
202 BO2 | TTATCTCG | AGAGTGCT AGCACTCT 226 BO5 | AGGCATGC | GCAGTGTT AACACTGC
203 C02 | CATCAGTC | TTATCTCG CGAGATAA 227 CO0S | AAGGTACT | AGGCATGC GCATGCCT
204 D02 | AAGCACAA | CATCAGTC GACTGATG 228 DOS | CACTAAGT | AAGGTACT AGTACCTT
205 E0Z | CAGTGAGC | AAGCACAA TTIGTGCTT 229 E0S | GAGTCCTA | CACTAAGT ACTTAGTG
206 FO2 | GTCGAAGT | CAGTGAGC GCTCACTG 230 FO5 | AGTCCTTC | GAGTCCTA TAGGACTC
207 GO2 | TCTCATGC | GTCGAAGT ACTTCGAC 231 GOS | TTAGGAAC | AGTCCTIC GAAGGACT
208 HOZ | CAGAAGAA | TCTCATGC GCATGAGA 232 HOS | AAGTCCAT | TTAGGAAC GTTCCTAA
209 AD3 | CGGATAGT | CAGAAGAA TTICTTCTG 233 AD6 | GAATACGC | AAGTCCAT ATGGACTT
210 BO3 | CACGTGAG | CGGATAGT ACTATCCG 234 B06 | TCCAATCA | GAATACGC GCGTATTC
21 CO3 | TACGATAC | CACGTGAG CTCACGTG 235 C06 | CGACGGTA | TCCAATCA TGATTGGA
212 D03 | CGCATGCT | TACGATAC GTATCGTA 236 D06 | CATTGCAT | CGACGGTA TACCGTCG
213 E03 | GCTTGCTA | CGCATGCT AGCATGCG 237 ED6 | ATCTGCGT | CATTGCAT ATGCAATG
214 FO3 | GAACGCAA | GCTTGCTA TAGCAAGC 238 FO6 | GTACCTTG | ATCTGCGT ACGCAGAT
215 GO3 | ATCTACCA | GAACGCAA TTGCGTTC 239 GO06 | GAGCATAC | GTACCTIG CAAGGTAC
216 HO3 | CACGAGCT | ATCTACCA TGGTAGAT 240 HO6 | TGCTTACG | GAGCATAC GTATGCTC
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& 115 SureSelect XT HS2 AV TYIRT 54T —RF7ES| 241~288(FEEDTL—)

Primer  (Well |P7 Index P5 Index P5 Index Primer Well |P7 Index P35 Index P35 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement
241 AO7 | AAGAGACA | TGCTTACG CGTAAGCA 265 AT0 | CAATGCTG | CATGAATG CATTCATG
242 BOY | TAGCTATG | AAGAGACA TGTCTCTT 266 B10 | CTTGATCA | CAATGCTG CAGCATTG
243 CO7 | TCTGCTAC | TAGCTATG CATAGCTA 267 C10 | GCGAATTA | CTTGATCA TGATCAAG
244 DO7 | GTCACAGA | TCTGCTAC GTAGCAGA 268 D10 | GTTCGAGC | GCGAATTA TAATTCGC
245 EO7 | CGATTGAA | GTCACAGA TCTGTGAC 269 E10 | GCCAGTAG | GTTCGAGC GCTCGAAC
246 FO7 | GAGAGATT | CGATTGAA TTCAATCG 270 F10 | AAGGTCGA | GCCAGTAG CTACTGGC
247 GO7 | TCATACCG | GAGAGATT AATCTCTC 271 G10 | AGTGAAGT | CACTTATG CATAAGTG
248 HO7 | TCCGAACT | TCATACCG CGGTATGA 272 H10 | GTTGCAAG | ATAACGGC GCCGTTAT
249 AOB | AGAGAGAA | TCCGAACT AGTTCGGA 273 A1l | AGCCGGAA | GTTGCAAG CTTGCAAC
250 BOS | GATCGTTA | AGAGAGAA TTCTCTCT 274 B11 | AACAGCCG | AGCCGGAA TTCCGGCT
251 CO08 | GCGCTAGA | GATCGTTA TAACGATC 275 C11 | CTAGTGTA | AACAGCCG CGGCTGTT
252 DOB | ATGACTCG | GCGCTAGA TCTAGCGC 276 D11 | GAGGCTCT | CTAGTGTA TACACTAG
253 ED8 | CAATAGAC | ATGACTCG CGAGTCAT 277 E11 | CTCCGCAA | GAGGCTCT AGAGCCTC
254 FOB | CGATATGC | CAATAGAC GTCTATTG 278 F11 | CGCTATTG | CTCCGCAA TTGCGGAG
255 GO8 | GTCAGAAT | CGATATGC GCATATCG 279 G11 | GTGTTGAG | CGCTATTG CAATAGCG
256 HO8 | CATAAGGT | GCACTACT AGTAGTGC 280 H11 | TCACCGAC | GTGTTGAG CTCAACAC
257 A9 | TGTTGGTT | GATTCGGC GCCGAATC 281 Al12 | CGGTAATC | TCACCGAC GTCGGTGA
258 BOS | ATACTCGC | TGTTGGTT AACCAACA 282 B12 | GTGACTGC | CGGTAATC GATTACCG
259 CO9 | AATGCTAG | ATACTCGC GCGAGTAT 283 C12 | CGACTTGT | GTGACTGC GCAGTCAC
260 D09 | GCCTAGGA | AATGCTAG CTAGCATT 284 D12 | GATAGGAC | CGACTTGT ACAAGTCG
261 ED9 | GCAACCGA | GCCTAGGA TCCTAGGC 285 E12 | AAGTACTC | GATAGGAC GTCCTATC
262 FO9 | ATACTGCA | GCAACCGA TCGGTTGC 286 F12 | GCTCTCTC | AAGTACTC GAGTACTT
263 GOS | TCTCCTTG | ATACTGCA TGCAGTAT 287 G12 | CTACCAGT | GCTCTCTC GAGAGAGC
264 HO9 | CATGAATG | TCTCCTTG CAAGGAGA 288 H12 | GATGAGAT | CTACCAGT ACTGGTAG
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% 116 SureSelect XT HS2 AV T VIR T 54X —TER5I| 289~336 (FLVIL—F)
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Primer (Well [P7 Index P5 Index P35 Index Primer Well |P7 Index PS5 Index P5 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement IComplement
289 AQT | AGATAGTG | GATGAGAT ATCTCATC 313 AD4 [ AGCTACAT | GATCCATG CATGGATC
2490 BO1 | AGAGGTTA | AGATAGTG CACTATCT 314 B04 | CGCTGTAA | AGCTACAT ATGTAGCT
291 COT | CTGACCGT | AGAGGTTA TAACCTCT 315 | CO4 | CACTACCG | CGCTGTAA TTACAGCG
292 D01 | GCATGGAG | CTGACCGT ACGGTCAG 316 D04 | GCTCACGA | CACTACCG CGGTAGTG
2493 EQT | CTGCCTTA | GCATGGAG CTCCATGC 317 E04 | TGGCTTAG | GCTCACGA TCGTGAGC
294 FO1 | GCGTCACT | CTGCCTTA TAAGGCAG 318 FO4 | TCCAGACG | TGGCTTAG CTAAGCCA
295 GOT | GCGATTAC | GCGTCACT AGTGACGC 319 G04 | AGTGGCAT | TCCAGACG CGTCTGGA
296 HO1 | TCACCACG | GCGATTAGC GTAATCGC 320 HO4 | TGTACCGA | AGTGGCAT ATGCCACT
2497 ADZ | AGACCTGA | TCACCACG CGTGGTGA 321 ADS | AAGACTAC | TGTACCGA TCGGTACA
2498 BOZ | GCCGATAT | AGACCTGA TCAGGTCT 322 BO5 | TGCCGTTA | AAGACTAC GTAGTCTT
2499 COZ | CTTATTGC | GCCGATAT ATATCGGC 323 CO5 | TTGGATCT | TGCCGTTA TAACGGCA
300 D02 | CGATACCT | CTTATTGC GCAATAAG 324 D05 | TCCTCCAA | TTGGATCT AGATCCAA
301 E02 | CTCGACAT | CGATACCT AGGTATCG 325 EOS | CGAGTCGA | TCCTCCAA TTGGAGGA
302 FO2 | GAGATCGC | CTCGACAT ATGTCGAG 326 FO5 | AGGCTCAT | CGAGTCGA TCGACTCG
303 G02 | CGGTCTCT | GAGATCGC GCGATCTC 327 GO5 | GACGTGCA | AGGCTCAT ATGAGCCT
304 HOZ | TAACTCAC | CGGTCTCT AGAGACCG 328 HO5 | GAACATGT | GACGTGCA TGCACGTC
305 AQ3 | CACAATGA | TAACTCAC GTGAGTTA 329 AD6 | AATTGGCA | GAACATGT ACATGTTC
306 BO3 | GACTGACG | CACAATGA TCATTGTG 330 BO6 | TGGAGACT | AATTGGCA TGCCAATT
307 CO3 | CTTAAGAC | GACTGACG CGTCAGTC 331 CO6 [ AACTCACA | TGGAGACT AGTCTCCA
308 D03 | GAGTGTAG | CTTAAGAC GTCTTAAG 332 D06 | GTAGACTG | AACTCACA TGTGAGTT
300 E03 | TGCACATC | GAGTGTAG CTACACTC 333 E06 | CGTAGTTA | GTAGACTG CAGTCTAC
310 FO3 | CGATGTCG | TGCACATC GATGTGCA 334 FO6 | CGTCAGAT | CGTAGTTA TAACTACG
3N G03 | AACACCGA | CGATGTCG CGACATCG 335 G06 | AACGGTCA | CGTCAGAT ATCTGACG
312 HO3 | GATCCATG | AACACCGA TCGGTGTT 336 HO6 | GCCTTCAT | AACGGTCA TGACCGTT

SureSelect XT HS2 DNA System Protocol using Agilent NGS Workstation

147



8 VI7LURA

% 117 SureSelect XT HS2 AV T VIR T 54— TFERSI 337~384(FLNIL—F)

Primer |Well |P7 Index P3 Index P35 Index Primer (Well |P7 Index P35 Index P35 Index
Pair # Forward Forward Reverse Pair # Forward Forward Reverse
Complement Complement

337 | AO7 | TGAGACGC GCCTTCAT ATGAAGGC 361 | A10 | CTGAGCTA GCACAGTA TACTGTGC
338 | BO7 | CATCGGAA TGAGACGC GCGTCTCA 362 | B10 | CTTGCGAT CTGAGCTA TAGCTCAG
339 | CO7 | TAGGACAT CATCGGAA TTCCGATG 363 | C10 | GAAGTAGT CTTGCGAT ATCGCAAG
340 | DO7 | AACACAAG TAGGACAT ATGTCCTA 364 | D10 [ GTTATCGA GAAGTAGT ACTACTTC
341 EO7 | TTCGACTC AACACAAG CTTGTGTT 365 | E10 | TGTCGTCG GTTATCGA TCGATAAC
342 | FO7 | GTCGGTAA | TTCGACTC GAGTCGAA 366 | F10 [ CGTAACTG TGTCGTCG CGACGACA
343 | GOV | GTTCATTC GTCGGTAA TTACCGAC 367 | G10 | GCATGCCT CGTAACTG CAGTTACG
344 | HOV | AAGCAGTT GTTCATTC GAATGAAC 368 | H10 | TCGTACAC GCATGCCT AGGCATGC
345 | AOB | ATAAGCTG AAGCAGTT AACTGCTT 369 | A1l | CACAGGTG TCGTACAC GTGTACGA
346 | BOB | GCTTAGCG | ATAAGCTG CAGCTTAT 370 | B11 | AGCAGTGA | CACAGGTG CACCTGTG

47 | CO8 [ TTCCAACA GCTTAGCG CGCTAAGC 371 | C11 | ATTCCAGA AGCAGTGA | TCACTGCT
348 | DO8 [ TACCGCAT TTCCAACA TGTTGGAA 372 | D11 | TCCTTGAG ATTCCAGA TCTGGAAT
349 | EO8 [ AGGCAATG TACCGCAT ATGCGGTA 373 | E11 | ATACCTAC TCCTTGAG CTCAAGGA
350 | FO8 [ GCCTCGTT | AGGCAATG CATTGCCT 374 | F11 | AGACCATT ATACCTAC GTAGGTAT
351 G08 | CACGGATC GCCTCGTT AACGAGGC 375 | G11 | CGTAAGCA AGACCATT AATGGTCT
352 | HO8 | GAGACACG CACGGATC GATCCGTG 376 | H11 | TCTGTCAG CGTAAGCA TGCTTACG
353 | A09 [ AGAGTAAG GAGACACG | CGTGTCTC 377 | A12 | CACAGACT TCTGTCAG CTGACAGA
354 | BO9 [ AGTACGTT AGAGTAAG CTTACTCT 378 | B12 | GTCGCCTA CACAGACT AGTCTGTG
355 | CO9 [ AACGCTGC | AGTACGTT AACGTACT 379 | C12 | TGCGCTCT GTCGCCTA TAGGCGAC
356 | DO9 | GTAGAGCA | AACGCTGC GCAGCGTT 380 | D12 | GCTATAAG TGCGCTCT AGAGCGCA
357 | E09 | TCCTGAGA GTAGAGCA TGCTCTAC 381 E12 | CAACAACT GCTATAAG CTTATAGC
358 | FO9 | CTGAATAG TCCTGAGA TCTCAGGA 382 | F12 | AGAGAATC CTCTCACT AGTGAGAG
359 | GO9 | CAAGACTA CTGAATAG CTATTCAG 383 | G12 | TAATGGTC AGACGAGC | GCTCGTCT
360 | HO9 | GCACAGTA CAAGACTA TAGTCTTG 384 | H12 | GTTGTATC TAATGGTC GACCATTA
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%= 118 SureSelect XTHS2 1> TYHORTS5A4T—RT 1~9%6 (AL BDTL—) DT L—b2vT

1 10 11 12
A1 9 17 25 33 41 49 57 65 73 81 89
B 2 10 18 26 34 42 50 58 66 74 82 a0
c 3 11 19 27 35 43 51 59 67 75 83 91
D 4 12 20 28 36 a4 52 60 68 76 84 92
E 5 13 21 29 37 45 53 61 60 77 85 03
F 6 14 22 30 38 46 54 62 70 78 86 04
G| 7 15 23 31 39 47 55 63 71 79 87 95
H 3 16 24 32 40 48 56 64 72 80 88 96

% 119 SureSelect XT HS2 12 T YO RFS5A4<X—R7 97~192(FLWIL—h) DTL—bT v T

1 10 11 12
Al o7 105 113 121 129 137 145 153 161 169 177 185
B 08 106 114 122 130 138 146 154 162 170 178 186
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 101 109 117 125 133 141 149 157 165 173 181 189
F 102 1110 | 118 126 134 142 150 158 166 174 182 190
G 103 117 119 127 135 143 151 159 167 175 183 191
H 104 112 120 128 136 144 152 160 168 176 184 102
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# 120 SureSelect XT HS2 A>T IR TS5A4<T—RT 193~288(#HREDTL—F) DTL—t<vT

1 2 3 < 5] 6 7 8 9 10 11 n2
A 183 201 209 217 225 233 241 249 257 265 273 281
B 194 202 210 218 226 234 242 250 258 266 274 282
C 195 203 211 219 227 235 243 251 259 267 275 283
D 196 204 212 220 228 236 244 252 260 268 276 284
E 197 205 213 221 229 237 245 253 261 269 277 285
F 198 206 214 222 230 238 24 254 262 270 278 286
G 199 207 215 223 231 239 247 255 263 271 279 287
H 200 208 216 224 232 240 248 256 264 272 280 288

1 2 3 4 5 6 7 8 9 10 11 12
A 289 297 305 313 321 320 337 345 353 361 369 377
B 290 298 306 314 322 330 338 346 354 362 370 378
c 297 299 307 315 323 331 339 347 355 363 37 379
D 292 300 308 316 324 332 340 348 356 364 372 380
E| 293 301 309 317 325 333 341 349 357 365 373 381
F| 294 302 310 318 326 334 342 330 358 366 374 382
G| 295 303 311 319 327 335 343 351 359 367 375 383

H| 296 304 312 320 328 336 344 352 360 368 376 384
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DAYV IFLIR : RXRB—SIYIREY—RTLU—FDER

ZDtH 3> Tld SureSelect XT HS2 DNA BEIET ORI THEEATHIYRI—IVIRADETEEY—
ATL—rDREICEATHREFLEHTHBELTLET,

BREICESH A

% 122 Fragmentation YT RA—3I w9 X (48 R—)

Volume for

Reagent 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 pL 42 5L 505pL 76.5 L 97.8 L 136.0 UL 253.8 L

5X SureSelect 2L 42 5 UL SO5 L 76.5 UL 97.8 L 136.0 UL 253.8 UL

Fragmentation

Buffer (blue cap)

SureSelect 1 uL 213 L 208 L 383 L 439UL 68.0 pL 1269 UL

Fragmentation

Enzyme (green cap)

Total Volume apL 106.3 pL 148.8 pL 191.3pL 244.5 puL 340.0 pL 634.5 pL

# 123 EnzFrag_XT_HS2_ILM AR RA—39 I RAY—RTL—hr (49 R—2)

Volume of master mix added per Well of Eppendorf twin.tec Source Plate

Master Mix Position on
Solution Source Plate 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
Fragmentation  Column 1 1250 1750 225l 288 L 400 uL 75.0puL
master mix (AT-HT)
SR UL
& 124 KifEE/dA MY RE—I VIR (57 R—2)
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
End Repair-ATailing 16 pL 204 pL 340 pL 476 pL 612 pL 884 pL 1836 pL
Buffer (yellow cap or
bottle)
End Repair-ATailling  4pL 51pL 85pL 119 pL 153 pL 227 pL 450 pL
Enzyme Mix {orange
cap)
Total Volume 20 pL 255 pL 425 L 595 pL 765 L 1105 pL 2295 pL
& 125 SAH =3I RE—IYHIR (58 R—Y)
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
Ligation Buffer 23 L 293.3 L 4888 L 684.3 L B879.8 uL 12708 L 2737 pL
(purple cap or bottle)
T4 DNA Ligase (blue 2 pL 23.5 UL 42.5uL 59.5 L 76.5 UL 110.5 L 238 pL
cap)
Total Volume 25 pL 318.8 pL 531.3pL 743.8pL  956.3pL 1381.3pL 2975 pL
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# 126 Adaptor Oligo Mix ##i& (58 R—2)

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

Muclease-free water  2.5pL 425l 63.8 pL 85.0pL 106.3 pL 143.5pL 276.3 pL

SureSelect XT H52 SpL 85.0puL 127.5L 170.0pL 2125pL 287.0 UL 552.5L

Adaptor Oligo Mix

(white cap)

Total Volume 7.51L 127.5 L 191.3 L 255.0 pL 318.8 pL 430.5 pL 828.8 L

# 127 LibraryPrep_XT_HS2_ILM runset YR A2—3 99 RY—RTL—F (59 R—D)

Master Mix Position on Volume of master mix added per Well of Agilent 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 31.0pL 52.0 4L 73.0pL 4.0 uL 136.0 pL 280.0pL
Tailing master (AT-HT)
mix
Ligation master Column 2 36.0pL 62.0 uL 88.0pL 1140 pL 166.0 uL 360.0pL
mix (A2-H2)
Adaptor Oligo Mix  Column 3 15.0 uL 22.5L 30.0pL 37.5uL 52.5uL 101.3 L
dilution (A3-H3)
TL¥+TF+ PCR
£ 128 F¥TF¥Hi PCR YRA—IVIR (64 R—)
Reagent Volume for  Volume for Volume for  Volume for  Volume for  Volume for  Violume for
1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns
5x Herculase || Buffer 10 pL 170 pL 255 L 340pL 4250 574 L 1066 pL
with dNTPs (clear cap)
Herculase Il Fusion TuL 17 pL 255pL 34l 425l 57.4 L 106.6 pL
DNA Polymerase (red
cap)
Total Volume 11 pL 187 pL 280.5 pL 374pL 467.5pL 631.4 pL 1172.6 pL
% 129 Pre-CapPCR_XT_HS2_ILM AARRA—3IYHIRY—RTL—F (64 R—)
Volume of master mix added per Well of Nunc Deep Well Source Plate
Master Mix Position on
solution source Plate 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs
Pre-Capture Column 2 22 L 33 L 44 uL 55pL 77 uL 143 pL
PCR Master Mix (AZ-HZ)
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Reagent Volume for  Volume for  Volume for Volume for  Volume for  Volume for  Volume for
1 Library 1 Column 2Columns 3 Columns 4Columns 6Columns 12 Columns

Nucleasefree water  2.5pL 319pL 53.1 L 744 L 956 L 138.1 L 2763 L

SureSelect XT H52 50pL 63.8 pL 106.3 L 148.8 L 191.3 L 276.3 L 5525l

Blocker Mix (blue cap)

Total Volume 7.5 L 95.7 uL 159.4pL 223.2pL 2869l 4144pL 828.8 L

£ 131 43— ybH (X 3Mb KmDF¥TFr547 351 DIHED Probe Hybridization Mix (95 R—)

Target size <3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for  Volume for  Violume for

1 Library 1 Column 2 Columns 3 Columns 4 Columns 6 Columns 12 Columns
Muclease-free water 7.0 pL 89.3 uL 148.8 pL 208.3 L 267.8 L 4017.6 pL 818.7 pL
RNase Block (purple  0.5pL 6.4 pL 106 pL 149 L 19.7 L 287 L 584 L
cap)
SureSelect Fast 6.0 pL 76.5 L 127.5L 178.5 L 2205pL 344.3 pL 701.3 pL
Hybridization Buffer
(bottle)
Probe (with design 20pL 255 L 42 5L 59.5 UL 76.5L 1148 L 233.8 L
3.0 Mb)
Total Volume 15.5 L 197.7puL  329.4pL 461.2pL 5929 L 889.4 L 1811.6 pL

£ 132 4—45 YA X 3Mb L EDF A TF Y5475 DIFBA D Probe Hybridization Mix (95 R—)

Target size =3.0 Mb

Reagent Volume for Volume for Volume for Volume for Volume for Volume for  Violume for

1 Library 1 Column 2Columns 3 Columns 4cColumns 6 Columns 12 Columns
Muclease-free water 40uL 51.0 yL 85.0 L 119.0 L 153.0uL 229.5L 467.5 UL
RNase Block (purple 0.5pL 6.4 pL 106 pL 149 pL 19.7 pL 287 pL 584 pL
cap)
Sureselect Fast 6.0 pL 76.5 L 127.5uL 178.5uL  229.5pL 3445uL 7013 pL
Hybridization Buffer
(bottle)
Probe (with design 50pL 63.8 pL 106.3 pL 148.8 pL 191.3 uL 2869 uL 584.4 L
23 Mhb)
Total Volume 15.5 L 197.7 uL 3294pL  461.2pL  5929pL 8894 pL 1811.6 pL

% 133 4= YrHAX 3 Mb KiEmDF T Fr34T3DHED Capture Library YREZ—IVI X, 1 row 7 (95 R

—)
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 4Columns 6 Columns 12 Columns
Nuclease-free water 7L 10.5pL 17.5pL 24.5pL 31.5pL 49,0 pL 98,0 pL
RNase Block (purple 0.5pL 08pL 1.3pL 1.8 pL 23pL 350 7.0pL
cap)
SureSelect Fast 6.0 uL g.0pL 15.0 pL 21.0pL 270 L 420pL 84.0pL
Hybridization Buffer
(bottle)
Probe (with design 20pL 30pL 50pL 7.0pL 9.0 pL 14.0 pL 28.0 pL
=3.0 Mb)
Total Volume 15.5 pL 23.3 L 38.8 pL 54.3 pL 69.8 pL 108.5 pL 217.0 L
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% 134 54— 9L X 3 Mb U EDFATFr34T3DIHED Capture Library YRE—IVHI X, 1 row 5 (96 R

—)
Target size =3.0 Mb
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

MNuclease-free water 40uL 6.0pL 10.0 pL 14.0 pL 18.0 uL 280pL 56.0 pL
RMase Block (purple  0.5pL 0.8 L 1.3l 1.8 L 23l 3540 7.00L
cap)

SureSelect Fast 6.0 pL 9.0pL 15.0 pL 21.0pL 270pL 420 pL 84.0 pL
Hybridization Buffer

(bottle)

Probe (with design 50pL 75pL 125pL 17.5 L 225pL 350pL 70.0 pL

>3 Mb)

Total Volume 15.5 L 23.3 L 38.8 L 54.3 L 69.8 L 108.5 pL 217.0 L

% 135 Hyb_XT_HS2_ILM AYRHA—IYHIRY—RTL—F(96 R—2)

Volume of master mix added per Well of Eppendorf twin.tec Source Plate

Master Mix Pasition on
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 11.0pL 19.0 pL 27.0uL 349uL 50.9 pL 102.7 pL
(A1-H1)
Probe Hybridization Column 2 233 pL 388pL 543 L 69.8 uL 108.5uL 217.0pL"
master mix (A2-H2)

* The maximum well valume for an Eppendort twin tec plate is 250 pL. Wells containing 217.0 pL will be nearly full.

NAT) XN TFrolikid
& 136 WKE—XEFHEARKR(101 R—D)
Reagent Volume for  Volume for  Volume for  Volume for  Volume for  Volume for  Violume for
1 Library 1 Column 2Columns 3 Columns 4 Columns 6 Columns 12 Columns
Dynabeads MyOne S0 pL 425 UL 825 L 1225 YL 1.65mL 25mL 2.0mL
Streptavidin T1 bead
suspension
SureSelect Binding 0.2mL 1.7 mL 33mL 49mL 6.6 mL 10mL 20 mL
Buffer
Total Volume 0.25 mL 2,125 mL 4123 mL 6.125 mL 8.23 mL 12.5 mL 23 mL
& 137 HSKE—XDOBEE (102 X—2)
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
SureSelect Binding 0.2mL 1.7 mL 3.3mL 49mL 6.6 mL 10 mL 20 mL

Buffer
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= 138 v TFF v PCR YT RA—I w45 X (108 R—2)

8 J)IJ7L2RA

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

Sx Herculase Il 10pL 170 L 255 L 340 pL 425 UL FApuL 1105 pL

Reaction Buffer with

dNTPs (clear cap)

SureSelect TuL 17.0 pL 255pL 340pL 425l 574 uL 110.5 L

Post-Capture Primer

Mix (clear cap)

Herculase Il Fusion TuL 17.0 pL 255L 340pL 425l 574 L 110.5pL

DNA Polymerase (red

cap)

Total Volume 12.0 pL 204.0 pL 306.0 pL 408.0 pL 510.0 pL 688.8 pL 1326.0 pL

& 139 Post-CapPCR_XT_HS2_ILM Y RA—3IYHIRY—RTL—L (109 R—)

Volume of master mix added per Well of Eppendorf twin.tec Source Plate

Master Mix Position on

Solution SRR 1-Column 2-Column 3-Column 4-Column 6-Column 12-Column
Runs Runs Runs Runs Runs Runs

Post-Capture PCR~ Column 3 23.0uL 36.0uL 490 uL 62.0uL 820uL 163.0pL

Master Mix (A3-H3)
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JA9D)I7LUR . ZFDMDORENDER

CDtY 32 TIE gDNA AVTYREEXTHS2 AVTYIRTSAT—DRE. BLUBEHMETORT
JLTERT B H—/\—IZA NS Nuclease-free Water, 70%T4/—)L. AMPure XP E—X DK E%
FEOHTHELTULET,

% 140 gDNA 1V TYrE

Genomic DNA Input (100-200 ng) Volume for 1 Library

Enzymatic fragmentation 15 UL

Mechanical shearing 50 pL

= 141 XTHS2 7547—TL—brLEDAVTYIRTSAT—RTDKE

Reagent Volume for 1 Library

XT HS2 Index Primer Pairs 5 pL

% 142 AMPure XP Protocols TfEF9 % AMPure XP Beads DiR=

Protocol or Runset Volume of AMPure Beads per Well*
LibraryPrep_xXT_HSZ_ILM 80 pL

AMPureXP_XT_HS2_ILM (Pre-Cap PCR - SinglePlex) 50uL

AMPuUreXP_XT_HS2_ILM (Pre-Cap PCR - MultiPlex) 50 L

AMPureXP_XT_H32_ILM {Concentration of Pool) 180 pL

AMPUreXP_XT_HS2_ILM (Post-Capture PCR ) 50 L

* When preparing the plates of AMPure XP beads, fill the columns of the reservoir with enough of the bead
suspension to cover the pyramid-shaped wells

= 143 AMPure XP Protocols TER T 5KETH/—ILDEE

Reagent Volume per Rerservoir

70% ethanol in Agilent deep well reservoir 50 mL

Nuclease-free water in Agilent shallow well reservoir 30 mL
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cST Lo a—kGAF

BT )ILHo DNA $HE T HEFF DNA DUREANDLLY

v gDNA DFHDIE, YT ILEBRITMADEREMNMECLGHEEAHYET . gDNA FRTORT
ILTO, FHEBEDOHREE I > THREL TSN,

v RREY T ILDARED gDNA FBE DM ICRBELFEH THIN TULVELATREEEAHYE T, 56°CT
@M Proteinase K IZ&A N ERIGEH., 20~30 ST EIZHBRIGAREGENZERYTAUT LGN
S OARPOEBORODEEZHEILENSY U TILDBERBORREANETI, £L 56°C 1 B
DA F2R—23 0 RICHEB ORI FET H15E . Proteinase K 10 pL ZE5(TEMUERARY
HIEREITVBRRORREZERLGEND, 56°CDAFarR— a0 6KTET GRMNS . 2 BfEE
T) o YU T ILFRIZHBORARSNGLRYELIZL, YU TILERERIZSDOL. F0MD YT IL
DBBBEDDETERICEBVWTHEET, =1L, BEILGS B RIS IEEE T TESWL, ZBICE
L=, &Y FILIE, 2 BRELAIZTORIILDRDRATITEA TS, Fi=, 56°CD A
FaR—30%F 3 BRI ETHENTIZELY,

XN ITFRIDSA4TS) DINEHUELY

v SATIVREDTORIILIZIE, HEDOB VNI FOBERKRICOVNT, RELGHEREEZFLHHIC
HEETDER-BEEE -EXRyT(UJ - REDHRENGHANBHEINTEYES . RIGZELT
SEEIE. TARILIZRBEEINTLEST R TORBRICHRS>TERL TS,

v PCR YA\ BIRBEIEARLELGBZENHYVET . BE. TOY U TILICONTIEF v T Fval
PCR RIEDH AV ILEZE 1~2 A UIIEPOL, SATSVRAREAL TZEW 121ZL, IREDE
WHUTILIZDNT, BERiKEIR (electropherogram) FIZE A FEDE—%S (5500 bp) H\FE
BINDBZE. ZD DNA [KIEIEBL THARREMEMNTEINET , TDH VT ILIZDONTIE, F
Y TF R PCR DY AVILEZE 1~3 HAUILELL TS,

v FFPE 9 TINEET . LTSS TILALEARLT- DNA (X, BEICHFELTWSEE
O SATSYAREBRETEEL5UEEMHESITTLSIEENHYET . Agilent NGS FFPE QC Kit &
FRALT. Y7L DEIEE 7 DNA DEEXHEZFITBIELTI>Tvhd 5 DNA DEFHEL
TLEEELY,

v BERA#EEEZE (SPR) IC&PBRATYIICREENHHAREMENHYFET FBEICHLTL
% AMPure XP E—X D ERHARE SRSV E—XDRFLBRIEDFH L. BETHED
RBITHES TSN, ALY 30 5L EERITENTZEL, SPRI DERETIL. FTLLSER
L= 70 TR/ —ILEFERAL TS,

End Repair-A Tailing Buffer hIZE s hHEESh D

vV BRESEDRIILTIVIAIXHIZTREAEL., BRYERREL TSN IMOISERLIEEICE
oA H->THHREIZIIRHELFTEAD, TORICGEELTEABHEFHRL THLOEHENLZSLY,

Boh=FrIFrRIo( T3 DO AFRABELY R

v BRIEDEENRBE TIEILBWATEELHYET DL TULVELVERED DNA [2DWLWTIX, 7
TORIVIZEE SN TOERERY GED-RILTIYIRAITHEHT 2 BRETHAEZERLTE
AW

v microTUBE J4S5A FRITANRASTWSEM KA IENFTTRIZHDZIEAHYET . ZUDKH
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{E TFEDRIZHT microTUBE & 30 #5E L LT ;AN A TN EFFERLTESLY,

Fonf-FrTFrHISATS)DHARNEELRLES

<\

FFPEDNA QX+ TFVRIDSAITSYIZIE. 41> Ty DNAFDE—5 Y R ELYUSEL DNA D
HE(IZKY. . BEWHMXDEDONREENDIEABYET,

SPRI #5175 DNA DB FE RIZEB:&ER (X, YT ILE AMPure XP E—XEMNIELLVEET
BHELTLWARRTEBINTOAZLITKELTWET  E—XTL— 5% HT HEEF. E—
REWELBRDY—TKREICHLIETLIGEALTHM S, shallow well reservoir [Z3ELNTLIEELY,
E—XTL—rDEBMNTET LIS, V—ILELTHERT 2FETACTRELTLESLY,

Fonf-FvIFrHI>1T3)D QC TESFEOTF T4—F17—E—rh RSN

<\

BESINDIE—VLUNI BERFEDE—IDHHILIF. FATIVRICTITI—FAI—HF
HELTWAHREMZETRELTWET . 75 R—C DR 10 ERIEBEICTH T23—FA(I—DE|IEHE
WMBEE. ROE—TIRIV) Y FDRTYTIEATLREHYER A, FNULIZTE T4—
FAI—DNEFENTVIEEIE. FYTFYEIDSATS)DRNELETIELAREELAHYET,
FATA—FAR—IEFETDEEIE. THITI—S45 =3 DI 27 R—D [TREHS
NTLBHBETERIN TSN ESHHEZRL TS, 452, Ligation Master Mix #4927 )L &
BAELTHS, ZD# Adaptor Oligo Mix ZEBE& T 5 mITEFEL TLZEL), Ligation Master Mix
& Adaptor Oligo Mix ZEBIZH T ILIZARTIEWNTERE A,

25/ L—OR(ARTOLINEEHYR—IN) DEOICIE. THFTI—FAI—E—UDFEHE
$HYUTILIE EBMT SPRI HBROEBMEHELET , ORI, YT ILE Nuclease-free
water T 50 pL [ZFFRLT. AMPureXP_XT_HS2_ILM (Pre-Capture PCR) B+ /LZE1ToTLEE
A

FYTFY&RI1TSYDREHEL

v

4B
b

v

PCRODHYAVIIBDREENUBELTIBENHBYET , T TFvE PCRYAIIILEE 1~2H (Y
VDL, S4TSR EA—FIRI U )yFEBEEMRLTESLY,

NATNEALE—avIZERALE: RNA TO—JICERMNHLATREENHYET FEALI-F T
FoFO—T DFa1—7T > Certificate of Analysis [CEEEiSN T\ E ARARZHEEL TESUY,
RESIUREYROICDOVNTIE, HEINDIHNEIZHE>TLZELY, Probe Hybridization Mix (&,
95 R—CDRNABIZT FATIERNARLTZEN, Fz. FYTFYI/TSVEEORRIT
REFEZERICEMN G TIZELY,

BNI=FYTFrRI(TSIDBRRRABELRGS

SPRI fEH#(Z#(F75 DNA OB F RIZ&KD#E A (X, H>TILE AMPure XP E—XEMNIELLNEERT
BELTLWARRTEBIN TOWAZLIZKELTWET  E—XTL— 2 #HTHEEE. E—
REHERBDY—IREIZHESETEIGRALTH S, shallow well reservoir [Z3EWNTLESLY,
E—XTL—rDEHFNTTLES., O —ILELTHERT2ET A CTREL TS,

= ZDFER T on-target%HYELY

v

NATVEALE—2a0 DB NATIVEAE—2aV RIGREERICHET REZR/NIL TS,
Y—TIHAIIITRTRTYT (100 R—=CDRTYT 26) THUTILDREE 65CITRTSHK
S H—=TILHFAI3(F, 1BH NGS BEME L AT LDELIZENTLZSLY,
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O—OZADFERT AT-FOYT7HEHAE < uniformity of coverage AHYELY

v AT-RAYTT7IORDEN LXK, NATNVFAE—2a30 DEENELBE T, AT-rich 84—~ vh%
KRODNBZNNLYDLRILABLONGEN=2ENEZONET,

SureSelect XT HS PreCap Human All Exon V8 7O—J%{#MAL. 92 R—UFK 63 D/\(T
)FAE—23>TAT5L(65C 1HRIDAFaR—a EED) T2—ybIo)yFL
=547 3UIE,. 93 R—=DK 64 DNATYFAE—13>T05S5L(65°C 1 BRDAFa
R—2aVEBFLEWN) TR YMIU)yFAUMEITOTIZELY,

MOF+TF¥ITO—TE. NATVEFAE—230TOH—TILYA9U5TATSLIZDNT,
Segment4 & 5 D/NATV);BEZ 65°CH D 62.5CHLLIE 60°CIZTFIFT(93R—U K 643
H2) . BEEL stringency DEBTNATVFAE—a0ET0VET,
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SureSelect # & ZBH T 5 EMLVEDHE
Tel: 0120- 477 - 111

Mail: email_japan@agilent.com

BEE-A— LR £, B.RMEH.5/1 &<
9:00~12:00.,13:00~17:00

3% SureSelect dFOraLZ EEBIZ, THYZHIILGEERERRLTLESLY,
X S SO CERIZIE A E EICTERKIESLY,
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