PETIVEGRNOTIF

s — K 53150

ATAC-Seq Kit
ElZIKE Fﬁ%7 akan ZEBAR version B4
(BFOEX 7O FaLbHTHEREL TSN

fHAEY > 7L (Cell Sample Preparation)
* RERZ IR BHIIC. SPRIbeads % 4°COSEIED HEY H L TERICEL TLZE L,

1. 1.5ml D=ELF 2 — 712 50,000-100,000 MR # A= L £9,

2. Fa—7%=0LET,500xg 5min,4°C, XLy FERERLPT UL S IC,
RLy bAEFZIAEEIDALBLIICLTHLELLTLIEEL, RLY b

MEEBRINLWFEICIE, E5I121,000xg 5 min, 4°CEITWE T,

3. EEZEBRE. 100 ul dXKAL7-PBS ZH0Z. 500xg,5min, 4°C T/l L THA

fgzmEIRL £9,

4, RLy FPBENBEWES ICEEZTEICERE. 100 ul ® ATAC Lysis Buffer

ZIMA T, MRz EBL £,

5. BMELEY TN EKEDPRFa2—-TICBL,. ZRECEOLLEFT, 500xg,

10 min, 4°C, Z DA IZ Tagmentation Master Mix ’i’ﬁﬁ% L£d,

6. XLy FEREIBVWESICEFZTEICREZ, EOHIC Tagmentation s &
R Ty T~ERET, (R4 b IRy FZFEITITHRD A ATAC Lysis

buffer 2R < Z L IIFEFICEELREETT)

Tagmentation Master Mix (per sample)

Reagent Volume
2X Tagmentation Buffer 25 pl
10X PBS 2.0l
0.5% Digitonin 0.5l
10% Tween 20 0.5pl
H0 12 pl

Assembled Transposomes 10 pl
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5"

#B# >~ 7L (Tissue Sample Preparation)
*Zo7’a kald, 2030 mg DIEBONEEEELTWET,
EKERZIRD HEIIC, SPRIbeads Z 4'COBBEN LI H L TERICEL TS W,

1.

15mlDFa2—7IT5m DKSLEZPBS ZANT-HDE, KEIZ5m DR
PUTavyvazRHELTLIEE N,

Yo7 aRF) T4y allBMYHL, ATV UHZAVT, #flih <EH
L. FZimetl>7-~Xy hZHAEBL T, 1ml D PBS ZfE>TPBS DA>7-15
mFa—7ICBLTLEI L,

15ml Fa2—7%= 0L ET, 500xg, 5min, 4°C

+iED PBS #BRE. 1 mlATAC Lysis Buffer Z1Z £ 9,

Tz HELTREREL LEFy 72 E>T 7% 1ml D
dounce homogenizer (f31: #40401 Dounce Homogenizer, 1 ml)IZ# L. Ko L AD
b, W2 YE3RMNA—T LEFT, TDEZE, small-clearance, type B % ¥
FELnZE 0y,

HREZSFHFAX LIV 7L, 40 um @D mesh strainer (3] : Falcon #352340)
ZES> TRMYERE, 15mOIy XY FL7F2—7ICERL XY, |
Lo <IC10 ul ZERY B L., M zatAlL £9,

U TIL—(04%) A TR ZEHAIL £ ¥, BOPEEEINTLDS D
DT zFHRIL 7,

EUX L 7= F 2 — 7 %ZBf#. 50,000-100,000 % BID 1.5 ml F 2 —7IC#
Lxd,

=OL THEERYYWL 9, 500 x g, 5 min, 4°C, =L L TUWLW3B[EIC
Tagmentation Master Mix # AR L £ 9,

10. EFEZBRE. &P H I Tagmentation s EFFR ATy TAEAF T,

Tagmentation Master Mix (per sample)

Reagent Volume
2X Tagmentation Buffer 25l
10X PBS 2.0l
0.5% Digitonin 0.5l
10% Tween 20 0.5l
H,0 12 pl

Assembled Transposomes 10 pl
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Tagmentation Reaction and Purification
207 A ks, 50,000-100,000 HHAE. 20-30 mg DIEBONIEZEEL TWET,

1. 50 ul @ Tagmentation Master Mix Z & F 2 — 7 ICIA £9, Mz &L £
¥, KAEETICERTRWLWTT,
2. 800 rpm THE# LAA D 37°C. 30 pREAIRIGL £7
1.5mOF2—T7IBLEBERET,
4. 250 Wl @ DNA Purification Binding Buffer & 5 | @ 3 M Sodium Acetate = <
NENDY Y TIVICIMZA TRELET, COELZDFRDOEEERLET,
5. DNA Purification Binding Buffer (Z(3. pH IEREHINESEFNEFT, M1 DEDF
1—T7DESICEETHNIERORT Y FICEAE T, KEOF LV PED
BEIE pH EWVREZRLTWEIT DT, —EIZ 5 ul §2 3M Sodium
Acetate ZENEEBC KRB ETMA T, BALET,

MIDRATyTEZ Lo EBTHbHAELE DNA DFEAS FL WA AL
BE2OTEET DL, FIEICK> T, BYIR pH ICARERAETEZ &,

@ X X

CorrectpH  Wrong pH Wrong pH
pH<T75 pH>85 pH>75

X 1: pH IZXI0T 2 BRDE,

6. EXy T4 VI LTLLLERLET,

7. DNA purification column %, Y > 7L EZ%LBH L I-HEDZELTF 2 — 7 ICE
VAT £,

8. 1> 7L DNA purification column (ZH0Z. Z % Bf& T 17,000 x g (14,000 rpm)



10.

11.
12.
13.

14.
15.

16.
17.
18.

HETIVE MUTIF

AN
i‘xw

19E=EMLET,
Flow-through L 7= 8RR %R E. W7 L%2BU0Fa—7Icty bPLET,

2.4 ml ® Wash Buffer [Z 9.6 ml 100% EtOH % H X T A& L 7= Wash Buffer (£
IR/ —IVEBE 80%) ZFE L. 750 ul % DNA purification column (20X
TEZHOET,

17,000 x g (14,000 rpm) T 1 o fE=O L £9,

Flow-through L 7= 8%z E. W7 LZ2BUOFa—7ICy FLET,

% M. DNA purification column D ¥ v v 7% Bl 7= £ £ T. 17,000 x g (14,000
rpm) T 2 D REEOL £FT,

A7 LEHFLOLEBBLF2—7ICEYy FLET,

35 | @ DNA Purification Elution Buffer # 17 LDEAHFD 7 4 LR —ITE
TLT, Fvyv7ZLT1IBAERTHEL £,

17,000 x g (14 000 rpm) T 1 DfE=EOG L £,

F 2 — 7 |Z DNA D FEE & 11 £ 9, DNA purification column (F3ET T L 72& Wy,
#*%zé 7= DNA 1&. 20°CTREABETT., HLCIEZDF £ PCR
Amplification of Tagmented DNA DX T v FICEL Z & H TEE T,
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PCR Amplification of Tagmented DNA
7£) KAPA Real-Time Library Amplification Kit % & Z{EB T 23545, RIID 72°COBEXG
2Ty TIERETT,

1. PRREREARBLEYT, YAFT LY IR —Tr Y R%aEET 25EI(C
E. BYLRT 74 v—DAEDEZMALTLEI VL, Y TILIE,
— DD i7 Indexed Primer & —"2® i5 Indexed Primer DA EHEHRET
9, Fv M AEET D Primer PABINTLB DT, 4x4=16TEFED
HABRDEHEEET, 16 VY TILDTILF Ly 7 AAAETT, ZD
Indexed Prime (. illumina L0 Nextera adapters ZJTIZ L TWE T,

Use onei7 Indexed Primer And use one i5 Indexed Primer

i7 Indexed Primer 1 =i7 N701 i5 Indexed Primer 1 =i5 N501

i7 Indexed Primer 2 =i7 N702 i5 Indexed Primer 2 = i5 N502

i7 Indexed Primer 3 =i7 N703 i5 Indexed Primer 3 = i5 N503

i7 Indexed Primer 4 =i7 N704 i5 Indexed Primer 4 = i5 N504

Reagent Volume
Tagmented DNA 335l
i Indexing Primer (25 pM) 25pl
i3 Indexing Primer (25 pM) 25l
dNTPs (10 mM) Tl
5X Q5 Reaction Buffer 10 pl
Q5 Polymerase (2 U/pl) 05 pl

2. E—FUyFDHDPREREMBVT, ROLHILTAT T LTITLE
ER

72°C 5 minutes

98°C for 30 seconds

10 cycles of: 98°C for 10 seconds, 63°C for 30 seconds, 72°C for 1 minute
Hold at 10°C.



3.
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SPRIE—X%{E>72747 7Y —DNA DRBHZITVET,

(77)PCR IR IZ. Z=3RIZER L 7z SPRIbeads solution %, L <EHETH 5.
60 ul (1.2X Sample Volume) ZMNZ £,

()BT 7 RATEEL, sOEEERTREL XY,

(V)X Ty b EFE-TE—XZ2EDHET,

(T)BRZBREET,

(F) (E—=Xlg= 7%y MIEDONT-FF) 80%T X/ —ILAKR% 180
Ul iz E9,

(H)ERTIIOMWHEL X7,

(F)LEFZRET £,

(2)BU80%T X/ —ILARYE 180 ul iz, RKROBEEZLET (F-
*)o

(7 Fa1—7DEZRITITC BEITITR/ —LEERILET (W2sH
e E—XDEADPOIPLAEELALDVELICASTZL, RDX
Ty TICWEET,

() Fa—7%~x7 %y b oBEL T, 20 ulDNA Purification Elution Buffer
ZMA£E9,

(B LTRLTYI2RLET,

(NERTSHBERBEL X7,

(R)¥ T3y bTE—XZ&EHET,

(L) E=XADEMUXL EEAERICE 70, EBFZFHLLWFa—7ICBL
BRET,

7477 Y—DNADEWNTEEL, 7477 —IL. Bioanalyzer,

TapeStation R E%F > TH A XDMHER%EZT 5H. NGSFHOE=F v b

(f31 : KAPA Biosystems, Catalog No. KR0405) % {F-> TE=ZL TL7Z&E L,
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Index Primers and Sample Sheet information

Index 1 (i7) Primers
CAAGCAGAAGACGGCATACGAGATIi7]JGTCTCGTGGGCTCGG
Index 2 (i5) Primers
AATGATACGGCGACCACCGAGATCTACACII5]TCGTCGGCAGCGTC

i7 Index i7 Sequence Sample Sheet

N701 TCGCCTTA TAAGGCGA

N702 CTAGTACG CGTACTAG

N703 TTCTGCCT AGGCAGAA

N704 GCTCAGGA TCCTGAGC

i5 Index i5 Sequence Sample Sheet (NovaSeq,

MiSeq, HiSeq 2000/2500)

MN501 TAGATCGC TAGATCGC

N302 CTCTCTAT CTCTCTAT

N303 TATCCTCT TATCCTCT

M504 AGAGTAGA AGAGTAGA

i5 Index i5 Sequence Sample Sheet (iSeq,
MiniSeq, NextSeq,
HiSeq 3000/4000)

MN501 TAGATCGC GCGATCTA

M302 CTCTCTAT ATAGAGAG

MN303 TATCCTCT AGAGGATA

M504 AGAGTAGA TCTACTCT

Sequence for Read 1 and Read 2 adapter trimming: CTGTCTCTTATACACATCT.
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Section B. Troubleshooting Guide

Problem/question

High background in
sequencing data

Possible cause

Cell viability may be
the issue. Apoptotic
cells release unpro-
tected DNA that is
much more accessible
to Tn5 than DNA in
compacted chromatin,
leading to high back-
ground signal.

Recommendation

Optional treatment with DNase | can improve results. This
treatment is only an option of cells that are viable and able to
exclude the enzyme’.

Mo library produced

Sample loss is possible
throughout the pro-
tocol, especially when
working with small
numbers of cells as the
pellet may be difficult
or impaossible to see.

Be sure to orient tubes so you know where the cell pellet will
be, and pipette from the side of the tube that is opposite from
the pellet in all centrifugation steps except for the removal

of lysis buffer where a few microliters of supernatant can be
left behind.

Incompatible amplifi-
cation program used.

An initial 72°C extension step before denaturation is essential
for ATAC-Seq libraries because the 5 ends of adapters' non-
transferred strands are not ligated to insert DNA by the en-
zyme. The extension is therefore required in order to produce
the anchor site for the index primers. There is no real recovery
from this, unfortunately.
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