AERTIE, PhiX ZRAWVWEEECHEDRIES VDERAEZEZETEHTILVD,
1. Phix 2> FEO—)L DNA DEM & FRAE
2. U—HIURASZTUDEKE

Stand-alone ZF|FHDIGE

BaseSpace Sequence Hub ZFIFDIHE

NextSeq™ 500 THD Y —4~ VRAIZHEAT D Phix > bO—)L DNADZEM, FRAEXIZDOLTEE
BLTWLWS, REMIZ, 1.5pM DEMFEH PhiX BREFRET 5,

a DERRELIVHEER
UTD@EMNIATZ ) —DESEFRICBELLT D,

Consumable Supplier

HT1 (Hybridization Buffer) [llumina, Component of NextSeq 500 Kit
PhiX, 10 nM [llumina, catalog# FC-110-3002

RSB (Resuspension Buffer)

1.0 N NaOH, molecular biology grade Generallab suppplier

200 mM Tris-HCI, pH 7.0 Generallab suppplier

bh. RX TS5V 14X
s SA TS —DOEHEIZERT 5 NaOH B& (L. BRI 1.ON X by IBEIOFRLELT-
LDEFERATEHI L,
MO2N ICHFRUIKETHEVESZ TS L. pHHAEEIL., EMNENETT 5,
- ERY FRED NaOH DRBREICEZR SFELXMZ 5126, Y KZWMAEDO/NEWE
Ry FT®0.2NNaOH D& L HEE (5, P1000 ERY FEFRAL., ROEAm)ZEEERER
T5,

1. AT LIREOERE
LUTOREZRT NextSeq RITD T4 TS5 )—%ZEM. BLUHFRT 5,
0.2NNaOH : W RAERAAEL. MFE%E 12 BRELIAICERT 5 &,

HT1 : HT1(Hybridization Buffer)(&. Z1EF&FHA Phix DF/RIZFERT 5,
RSB buffer (or Qiagen EB Buffer) : RSB or EB Buffer [&. Z14HID PhiX DFRIZFERT 5,

a. NaOH D F R
1. TYRYFa—TAHATUTORETHEFREE. 1ml D 0.2NNaOH B R FHFHT 5,
- DFEYMEYT L— FDK (Milliq 7K) (800 ul)
* 1.0NNaOH R kv ¥ i8i&k (200 ul)



2. Fa—JZEMREMNGEIRH¥EL. PR ZEES.

NOTE
PhiXx 2> bA—LOZEMICZIE, BEFLSARLELTZ02NNaOH BREFEHAT S &,
&> 1- 0.2N NaOH iZ%& (%, &R 12 BREALUATHNEIHNDS A TS5 )—DEMICERALT
FIREZE LY,

12 FEUE. ROFEHAETICHEIAZECZE(E. o= 02NNaOH BRITEET 5,

. HTI D KRR
1. HT1(Hybridization Buffer)Z-20°COSEEMN SRYH L., EETRMBRIES,
2. SELITAEMFES. NaOH TEM L= PhiXx DFERICEARATHETACIZELNTSE <,

RSB ) & fig
a. RSB #-20COSGEEMNLRUYHL., EETRBIES,
b. EEIZHEITEL, YU TILOFRIZERTEHETACIZTELVTEL,

PhiX D E M EFHR
PhiX 1> O —JL DNA DX - REREIX., UTOFIEIZA->TITS.

NOTE

Phix % 2 ARSI ERET BB EIZIL. 40r10nM DEET20CIZRET HZ L 28D 5B,
20pM ETHERLI-RET 2 BFULERET HE. RERELARTY SR Y —HAEIET
T 5,

. PhiX% anM IZHERT S

1. 10nMPhiX (Fa—TICA-RR) &ZEETAMBIED,
2. 15mIBLDF1—TDRETUTORETHEREESL. PhiX T4 TZ)—% 4nM [T
M35,
* 10 nM PhiX library (2 pl)
- RSB (3 ul)
COEEIZEY ., 4nM D PhiX BES ul BB BN D,
3. 4nMPhXBRERILT VI ATELERHLER., REVAO VT 5B,

NOTE
AnM IZFERLI=PhiX AKX, 20°CT3 WA FE THLEIZRETE S,



b. Phix O ZE 1 - bl
1. 15mEDFa1—TOHRT, UTOLSICHEEZRET D,
* 4 nM PhiX i&& (5 1)
- H L <AL 7= 0.2NNaOH (5 ul)

PhiX BEERILT VI RATELERLIEZER. REVAYUT S,
FEBTSsHMBA oFaX—FkL, PhiXx 54 T5)—%—AEEDNA [ZEHET B,
S5HDAUFaR— b6, RILTYIRXRTEIIERT S,
HOTILDA>T=F1—T % 280xg T1HEEDLT D,

5 ul @ 200 mM Tris-HCl(pH=7.0) % PhiX ;&/&IZIZ %,
BRERILTYIATERBELEZE, REVADUT 5,

N o u bk wNnN

c. Lloading i® E 1.5pM ~ PhiX Z&HF R
1. ZEMHERO PhiX AKIZ, 985ul DKALTI=HTLBREMAZ S, CNIZKY., 1ml D 200M
PhiX BEMNB LN D,

2. RILTYIRTEIIERT D,

NOTE
20pM A& (F-20°C T2 BEIE TRETE %,
2 ERBULERBT L. REFELRTYISRAEA—HBEBENETT S,

3. 20pM @ PhiX BEEZLUTDLEERTHTLI NNy 7—¢REL. 1.5pM IZHFERT 5,
- 20 pM ZEEF A PhiX (98 pl)
s KA LI=HTL /Ny T 7— (1202 pl)
COEEMEIZE Y. 1300u D 1.5pMPhiX SBRHAIMBFTE 5,



Stand-alone E— K FE 7=(X. BaseSpaceSequenceHub ZF|FHDZED. T U EHDHREIZDINT
REHT Do

a. Stand-alone * FIANDIZE

1. NextSeq Control Software(NCS) %R <

2. ‘Sequence’ #EIRT 5,

3. BEOERNIZHEL, P—FURA70—t)L, ZOEERLA., BEH—F)yDEN
wI77—h—hr)yEO—FT 5,

4. RunSetup DEIET. JVEHZHET 5.
D) —FRPENTA—F(E FRATHIHEXFY FON—D3 05TV a—
FOBWIZK>TEL S,
BlELT, 5L VILDRT IV RS UETIHEIE. FREDKLIIZHET S,
PhiX 3> FA—JLDNA &4 T v U RERFNZHF-72 V=85, Indexl & Index2 DIEE D
ElxoEdd,

Load > Run Setup > heck > Sequent

Enter the run parameters. When complete, select Next.

T

RunName | | Phix Validation ]

Library ID [ ]

Recipe | | TruSeq (T -

Read Type | (@) Single Read © rairedEnd

Read 1 Read 2 Index 1 Index 2

Read Length
| 75 75 | 0 | 0

Custom Primers B Primer 1 Primer 2 Primer 3 E

=
Back Exit Next

5. Output folder DA — 3 V% HERT 5,
. SVDEY N Ty TRTRIC, BEORERILIF I Vv IITED,
7. BV ITF v EKRIzL, Stat ZEIRL. PhiX N T—2 3 VSV ERRT 5.



b. BaseSpace Sequence Hub Z FIFADIZE &

1.

4.

BaseSpace Sequence Hub [C7 Y X L., BY A 29 %,
https://basespace.illumina.com/dashboard

BaseSpace Sequence Hub MEIE T, PREP 2 T &V 1y v U 9§ 5,

SEQUENCE
BaseSpace || #g"™¢ pasHBOARD | PREP | RUNs  PRoJECTS
| 1
Manual Prep — Biological Samples %:#iRT 5,
SEQUENCE
Basespace I| HU% hd DASHBOARD PREP RUNS PROJECTS APPS PUBLIC DATA

Prep functionality currently works with NeoPrep, NextSeq, and MiniSeq instruments. Learn more...

03
=)

NeoPrep

U B 0O
1Bi0|0gica|8amp\es 2 Libraries 3 Pools

APPS

Lt
B

PUBLIC DATA

4 Planned Runs

a. BEIZ. SAMPLEID IZ“PhiX”Z/ERL L TUL\BIGEIX. "PhiX’DEEICH DRV I XIZF v

42 % AN T. Preplibraries 35\,

Biological Samples Libraries Pools Planned Runs

Biological Samples Create
=] SAMPLE ID NAME SPECIES PROJECT MODIFIED ON DWNER
PhiX PhiX Phix

R

Import

# LIBRARIES

-
Prep Libraries

4. b.SAMPLEID IZ“PhiX”Z4ERK L TULVELMES (X, Create :EU. THNIEHZHTET 5.
Project MIEE TI&L, New Z#:EU, 7O Y FE%F"Phix"EF %, Confirm ZEIRL T

ooy FEER L. PreplLibraries [T,


https://basespace.illumina.com/dashboard

Biological Samples Libraries

Create Biological Sample

Sample ID*

Name*

Phix

Phix

Pools

Planned Runs

Project*

Nucleic Acid*

Select Project(s):

PhiXx

Cancel ‘ Save & Continue Later ‘

Library Prep Kit [Z TruSeq LT Z3ER L. PlatelD # A9 %, Libraries H 5 PhiX ZEL,
FSw 572 REOyJTPlate® 1 DBEDY T UIZERET 5.
Pool Libraries Z:E&R L. ROE@EIZED,

Biological Samples Libraries

Prep Libraries

Pools

Planned Runs

Library Prep Kit *

TruSeqLT

Plate ID *

enter plate ID here

Notes

Libraries [l

[ sampLem PROJECT WELL

[ Phix i Phix AO01

t

-
= X
Set Project Export
INDEX 1 INDEX 2
A001 - -
ATCACG

Plate

c Index By Well

Clear Plate
Auto Prep m o

Prep Libraries

sh 1DEIUOD

SNIDEIUOD

4 ADD4

4 AD1D

o 0 & 6
- N W W
=i - . -0
o I g 2 S B B
[ z g B B
el [ 3 b S kN K
= . . - Wc -

Cancel Save & Continue Later

Pool Libraries



6. Pate W54 T35 —%RY, KSvF 72K KO T TPools [T, Pool DI ANJL
%”Phix”& L. PlanRun (2D,

Plate Pools -
Clear All ‘Add Pool

O '

Plate Pools - +
Clear Al Add Pool

Cancel Save & Continue Later *
Plan Run

7. IVERET S, TN —FROBNFA-FE FATIHAEXY FDN—D3 Y
PRSIV a—bOBEMIZE TR S,
BlE LT, 150 YA TILDRTIU RS VETIERIE. TROKIICEET S,



Plan Run

Instrument*
Neses 3] €—

Run Information

Name* PhiX Validation run e

Reagent Barcode

Use Custom Primer: [j R1 () R2[[Jindex

Enter Cycles

© Single Read
© paired End e

Read 1 Cycles* 150

e
Read 2 Cycles* 150 e

Review Indexing

E] O‘Vl'l"l'id. 1£. e 2 ad ) g b
Single Index
Dual Index
© No Index e
Index 1 Cycles 0
Index 2 Cycles 0
© Pool ID: PhiX run
Library Prep: TruSeqlLT

8. Sequence %) w4 L. PlannedRuns IZRET 5,



