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> FEmikid

A= @ llumina SEBENF FEFEERFLE, EF CUT&RUN ( Cleavage Under
Targets and Release Using Nuclease ) i REEHRERKRS DNA HEEAKIXFE, &
Fm TR REERFIZERE, 5&%H ChiP-Seq fBLt, EEXWBINES. sk
AR, XREAE, BEEHR. FRESELSE, LHERTERRERAE. THM. PE
EEERVBEEFERRTE,

CUT&RUN 2—#f#tR&HFR-DNA tHEERMF A%, £/ Protein A/G Bt & H) MNase
ZEEES, S| S THRARR EME BMES, & BRIGL R MiE#iT DNA B R BRLTIE],
ZEUSH DNA AT E#Z AT DNA X EWE, 25 ERITREMIRAIEA DNA B,

AEMAREERED THEOMUL, SRPAERTEERARTRPRERN, TEHE
ERREEASSAEMNERREREFTRPES, UERBAFHIRER, WESK,

BEFHITIRIE,
> Fmésn
Package 2-1 A4WT (4°C /%) :
AG12562 AG12561
4 R
L (4 rxns) (12 rxns)
ConA Beads Pro 20l 60 ul
DNA Clean Beads 470 u 1.5 ml
10% SDS ul 24 ul
Package 2-2 A4 T (-20°C RE) :
AG12562 AG12561
E4 R
A5 B (4 rxns) (12 rxns)
Lysis Buffer 400 u | 1.2 mil
10X ConA Binding Buffer 100 | 300l
10X Wash Buffer 700 ul 1ml X2 pcs
5% Digitonin Solution 8ul 24 ul
10X Dig—300 Buffer 220l 660 u |
BE Buffer 144l 42 ul
pAG-Mnase 4ul 12ul
CaCl: Solution 8ul 24 ul
Stop Buffer 6ul 18ul
Proteinase K (20 mg / ml ) 4ul 12ul
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> REFENIEZH

RTEIBEE: Package 2-1 4°CRTE ( BEGRiKEE )
Package 2-2 -20°C1#7F

ITHIB R Package 2-1 kEEisk
Package 2-2 Fike(&F-20°C KkFiEH

> LWEERRE

BEEFATIEZEB#ER ( ConA Beads Pro ) W4 EEEHKERE ( ITEEHEBIR
MPEPES AR RENEER ) , ARFRAFHMEER (5% Digitonin Solution ) {E41 %
, 2BE. KERE—NK pAG-Mnase HEEMMIRGLA, MA Ca®#i& pAG-Mnase &
i, {E¥ER DNA # R B, RIG41E DNA 2EURES B DNA, 58 DNA BERFIEH
BNFEXE, 2NFRBERAAN DNA R, FEMEENTE 1 Bk,

[ ConA Beads54ufasE& } Living cells preparation
(0.5-1h)

i

[ Za—m (FmEzh) ]

i

[pAlG—Mnase HE (1h) ]

l

[ B Ez4k DNA (1h) }

!

2 1F R B4t DNA

!

{ DNA #2EX (0.5h ) ]

L Extract ona @ mE
X000 XD DXL @ Mk

A
i l DNA Library Construction
. *  pA/G-Mnase
X EME (4h) \

B 1. XEMERE
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> T

1.

o > 0D

6.

LS

EATF illumina WEFFEE: BEET Index 0 illumina Bk, #EE) DNA X EF H#EZ#T
NGS MR,

RAEMS: M 1X10°~6X10° MR I = TR0

FERLLE: BRBESFESRK, SRESMI,

BRIERE R SRMINRIRAN, BEERRE,

PAG-Mnase fERE3R: pAG ZEMiEix %, RESMERMIIEEFERIFEMGE, 8@

FEE; HEALRY Mnase BRBERS TS, JEMRETRIE DNA,
NEFRER: R PCR IR, NFSERES.

> ERFEEM

1.

BT RER

< SEEIRER, EFLER. HRERNOSMFERLTSR.

o AFEmPRRA, MARGFELLBREMABRSTENRES, BRIXFIWTHE,

<+ BRGESHMAXBHRZNGEE, BUHIERSX: KARHEK (BUREXLEIER
|t )  \REMEX, PCRYBX., FHaii KA REKkENEX,

< EEIRPEESHIE, BXXKHRER 70%EFERFEEIR AT, KKdED
INDBEMITAMXARRES, BEER CRIBIE, SR VBRETFE, BUE
®RFE; BAWEZERE, RAKS 70%HEBER,

< BREH, BUGZERMEXR ( Ak ) L2518, WALBERETH,

el 0l opvint 2

<+ FEmERTHIZMAR, LREEWAEREN, RTNERELERNE, &
BERS DNA EEHRESRENE, EEELRM%, DNASXKENRELX, &
F2H DNA EX 5% MNase ZERBEBRENI VI B EM BRI T RREES, FMEELER
HFIE, ZINAMFENNMET 90% (EMEET LA MR ENRERE ) , KWHE
R A REER SRR AL IR AR

& AFERERT IX10~6X10° B EMAEM, MERBARE, REEERE, BEAF
EARREHEZMIBER, Bit, LRPEFRFHSERAEMAEFFEE, EHE
EREMBERT, BIER 10~5X10° M M#HITER

< CUT&RUN 3236, —fEEERASTENHEILSMMEMAITSIN, WrTUE At
TR, WMESBEEZ, FEmPRET —FERTEAWMIINMAERS BERZ
HIRMEIR Lysis Buffer [ AI$% < MR 2: HMRZNHE > AEsEHERZ] , BT
MERMBRERE, FERBEEARDERSENRBEARS BHRBZIITTE,
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+ AENEHRWHIMAR, ENEEERTENEBETIR,
+ HRFFHHIAZMAR, ERERITEARZSE, RRERERZEITER,
+ EEVAR, BYSBRERKRE, SEERZETER,

3. HiikHIERE
< XF—H: REEE ChIP i, RiFL%£d ChiP-seq. CUT&RUN 2 CUT&Tag
BB RHR, IR ENEZERR ChIP &k, FTRAZK Immune
Fluorescence (IF) Z&3IRIHE
o EXEIBRPMZIEE—HRMENER, BEFZEEAN—H, EEMAN pAG-Mnase
RIKIR AR, ARIEENZREESETHFEIFFRIETE,

4. ConA ®&Ek
< ConAMHKAESTH, BEKMNEEZERELETSH,

5. bR FEER
o XWEBPEREIMWESR, ATERE: ERBREHHENE.
1) —REWEKNE: KFERKRWFEELIE 100 rpm / min, BFEZBEEEF, &
RREIZIES; MREREEERE, AIHTEGESE D,
2) #HENE: SmREIRAZE, ERHABERT; R ConA K- HMESYEE
FERER, FIREGERST, ERE 30 mn FEERI—X.
o —HMEARELEZHHERE 4°CRELRHEHE 100 rpm / min BIK-FHE K ZRM
B2ho
< £ Digitonin Solution E L FHIZRREFER AMEES, BEULEMNIZA &K EX 4R AR
RiZ5sE, BOEREFREESE D, BERIZIRITIRG. EA, Digitonin Solution
FHESE, TREBPMIZEZIVRITRS, BEFERESIE,

6. IR ALK 6E A
& BIREREETEEEER, SNWARSSHEKETRE,
o WIMERBTNERSIRHIES, DNA HERMANEIKENRIES#KT SRS
WRER LIRS, NriEefeiRBIREER, MRS ERE,
80%ZEz I FAILED, &% Z Bk B R R R A g,
<+ HIRERTRE, S0OXZETREARSSHMELERN, THRITIEXSSH#MIKRTR
T AR = E &
7. PCR fEs8ERE
< XfF PCRERE, RN EE#HELVMETRT, REMEEY BEAY, BIREE
B, TRSSHEEREE, REFEEX,
AERZERE. #il R DNA ZERFI X M ERBIIATREARE, FERFELERER

>

*,

S

>

*,

%

7
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BREREIE, TR 293T #1 K562 4, FERAPESEERIENAES (H3K4me3
1 H3K27me3 ) #1T3L88, {# A AccuNext DNA Library Prep Kit for lllumina ( Code
No. AG12535/ AG12536 ) EEIXFI SR EFBHNAMES T IBRIAEXER, IS

%O
MR NE i 181EIRE ( Cycles )
1000 14~ 16
10000 11 ~13
100000 9~11
500000 9~10

> KWAER

WAl & FH#:

< DNA ZEMEXIRFN: AF-mEERETERN DNA BERXFIEFER, AIMERAQH
3% DNA 2B F& AccuNext DNA Library Prep Kit for lllumina ( Code No.
AG12535/ AG12536 ) . AcculNext Short Adapter for DNA Library Kit ( lllumina)
( Code No. AG12537 / AG12538 ) . AcculNext CDI Oligos for DNA Library Kit
(lumina) ( Code No. AG12529 / AG12530 / AG12531 ) sk H &3~ M.

< EBMEFHF: Protease Inhibitor Cocktail ( Code No. AG21501 ) sk H b7~

—_—

Mo

& HEERGEL: A7 RIEERY DNA Clean Beads X FF DNA 2BV B, DNA BEFRE
WIREERAMAER, W MagSpherix DNA #Ek ( Code No. AG12546 / AG12547 /
AG12548 ) S HEMBEH Mo

< DNA iEfr: Agilent DNA 1000 Kit ( Agilent, Code No. 5067-1054) & Acu@1X
dsDNA ( ER&E ) E=idFIE ( Code No. AG12549 / AG12550 ) s H &3~
Mo

& KBEEMN—,

<  Hftthf#l: 80%ZEE, RNase free water, 0.2 ml RNase-free PCR &, 1.5 ml B
BE,

2. {UsE:
< PCR {%. Qubit Z¥it. Agilent Technologies 2100 Bioanalyzer. #%i&z%. iRIER
HI. MEIREBEON. XFERME

> BIERZE
A. R E
+ HAMRREARRTE, RIETRRER TS b BIE S
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RAERE: BRAME 10X Wash Buffer, 5% Digitonin Solution. BE Buffer. ConA
Beads Pro. 10X ConA Binding Buffer #1 Protease Inhibitor Cocktail BXH, =i&#&
wHRAEER;

1X Wash Buffer Bl : =B TRER, BRREES, EEHELD, BUKLBEES
Ao (1X Wash Buffer BRiti&#HRMEMEN, 1 MREFEEH S0ul; HEMKERS
B, RE-BEWREE 1~2m; B8 XAFIAFEE=50 u | X HARE+2 m X H

BEH) .
Hoy BRIk #&
10X Wash Buffer 10 pl
Protease Inhibitor Cocktail 1l
RNase free water 89 ul
Total 100 pl

1X ConA Binding Buffer B2#ll: 2B TREH, BRERIEES, 8F5L0, HMkLE

FREEH,
A5 SRR
10X ConA Binding Buffer 25 pl
RNase free water 225 ul
Total 250 pl

Primary Antibody Buffer Bt#ll: 2B TREH, EFRERS, @880, Mkt

BEEA
A5y RREE#&
1X Wash Buffer 46 ul
BE Buffer 3.5 ul
5% Digitonin Solution 0.5 pl
Total 50 pl

B. ConA ®Ekig{L

1.

o > 0N

M 4°C BXH ConA Beads Pro, ER#®RBZRTREER, EHIHKIHHE, TH
B; WEX5ulConA Beads Pro EF PCR &, MEBEEMANEL, FErExE LER
ABE (A 2min) , FLEF,

MEEHZEEEUT PCR &, fimA 100 u | 1X ConA Binding Buffer, B EMRITiES,

B PCREEBETHARL, HAKREER (Y2min) , FEE,

ESSE2~3) =k,

MNEEHZEEBT PCR &, I 10u11X ConA Binding Buffer E& ConA Beads
Pro, R¥TiES], ERME®EMA.



Mmm Accurate Biotechnology (Hunan)Co. , Ltd

(FER: UERENMERRIESE, MREESTERNEE, TRETEBER
Tw=—EHRIE )

C. frukEsH

+ —REFEREFNTEHINARGFITIR, NFESBHEZ, AISE<HF
2: HfZREE> FESBREEZ. EXEREEER 10°/ M TER,
UTRIZERBAHERIRIES X, NHEBHEMNS MERRRRE, TEERE,
ERGEMMIFITE, BETENAMRETHN 1.5 ml BOEH,
Zi& 2500 rpm (600 x g ) &:s 5 min, JnBERR EFE,
EX 1 ml 1X Wash Buffer IMAZEBARHELER, BEKITES,
(EER: MRESMEAEGERIE, WA 1X Wash Buffer . )
25 2500 rpm (600 x g ) B 5 min, JvibvER EF,
AN 90 u | 1X Wash Buffer, #2EKITIRS, EEHH,
(EE: IRESINMEREGERE, FTELILOIEM 1X Wash Buffer AE, #8
NulBRPEEMFENABE, )
D. ConA #EZF-HRR4%EE

BY 90 u | ZHAEREAR AN ZEFAY 10 u | ConA Beads Pro #1, 82EKRITES],

2. FEKPEREREZREMRS 10 min, #&E 100 rpm/ min [ iF: H#HTHERS, WEE
B8R 3min #ITHEIR S, ENEERES, TSRIR <E. —mWHEEEE> HE
—mmkEERA]

E. —milBESk%

1. F Primary Antibody Buffer ##&—#1, BRWITRAE, MEKEEA,

W N2

Aoy RN F
Primary Antibody Buffer 50 pl
—n 0.5 ul
Total 50.5 ul

*a: —HIRHERFMAE 0.5~1 u g, BRI IRAPEHEFNERREMAN—TH
B, KO MEN—MARE1:50~1:100 (bF#HRE, —RELAEAEI
—HATRER 11 100 %%, BREFE—HRE 1 50 #ITHE,
2. BMELRM ConA M- HIEESYWERKITRY, REHORARKEZEER,
3. BMPCREBTHANELEE 2min, FHKESREZENER, IMOERLE,
4. MEEHZELEET PCRE, A L0 u| BREFNTUSH—i, BEWITRE, ETEK
ERFE 2h, 100 rpm/ min & 4°C # &, d&HE,
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E: KHEWRENT, #k-AREAKEANE, FHTRARKN, FU#HTT—F
BRIERTRERKITIES ConA BEZk-HRE S,

F. pAG-Mnase &4 5% %
1. 1X Dig-30 Buffer Bictil: 2B TREOLH, EFXRERS, BESL, Bk EHE

&M
Aoy SRS
10X Dig—300 Buffer 55 ul
5% Digitonin Solution 1.1 ul
Protease Inhibitor Cocktail 55ul
RNase free water 488.4 ul
Total 550 u |

2. F 1X Dig-300 Buffer #% pAG-Mnase, BARESERZERITRSE, KEHESE

Mo
A5 RE#FEZ
1X Dig—300 Buffer 99 ul
pAG-Mnase 1 ul
Total 100 u |
3. B—HHETHE ConA K- AMEESWMREIWITIES, EEBHLOHEBRKREEZE
Ko

4, B PCREETHANELEE 2min, FUHKSREZEENBEE, MMOERLEE,
MR ERT PCRE&, A 100 u | USRS pAG-Mnase, #2REWITIE
5], EFHIK 100 rpm / min @E B OB RBEZEER, 4°CHE 1h,
[FE: AP BEIES <G. REWL > $BH Tagmentation Buffer, ]

6. 1% pAG-Mnase IF B TR ConA #iEk-HE EWEIZWITIRS, BEE 0BAR
WEZERK, ETHAEL2min, FHHKSHRERENER, MEBRLERE,

7. SO\ 200 u | B9 1X Dig-300 Buffer, E& ConA #Ek-HEE &Y, FEWITES,
EiRPFE 3 min,
¥ PCREBTHAZEL 2min, FHHERERENBERE, M EBRLEHE,
BEESRT) -
[F&: #<G. FEWX > $ B Tagmentation Buffer B2 iFZ 8, AEXRE

o |
G. hBR#

1. Tagmentation Buffer B2l : B TRMEELH, BXRERES, EEHL0, Mk LEE
BE&H,
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Aoy EYVR7 NS
1X Dig—300 Buffer 38 ul
CaCl. Solution 2 ul
Total 40 pl
2. 1% pAG-Mnase W& T K ConA #Ek-HE EWEZWITRS, BEE 0BAR
WEEZER,

¥ PCREBTHANRLHAE 2min, FUERESRETESER, MERLEE,
MEENZREEUT PCR &, MO 40 u | /2 #9 Tagmentation Buffer, EEIKITIES],
m|EELD, BPCREETKERM 1h (5 20 min #ITHERS ) o

5. Stop Reaction Buffer Bit#ll: BB TREH, BRRERS, SE5E0, MKkLHE

%M,
Aoy SRS
Stop Buffer 1.5ul
10% SDS 2ul
Proteinase K (20 mg/ ml ) Tul
RNase free water 55ul
Total 10ul

6. HHEBRLERG, ABRBBREVITES, SEEL, A 10ul Stop Reaction
Buffer Z PCR &, BEWITES, BESE D,
7. REBEMUTRERFTE PCR{UH#HITHEBRMULIERRN,

EF Bt 8]
37°C 30 min
4°C Hold
H. DNA $2EX
LI HIAER:

+ BREKWH], WIRBEXKEE, REIFHEN 80%ZEEK, SMHREE 400ul,

+ SLIGHT, HWHEBEMEZEER (15~25°C) (HMEZ 30 min) , EABPEHEIRFE S RENR
ZieS129 5 ming

RIESR:

1. ¥ 50ul KIEFEBUHHEREESD, AN 27.5u1 DNA Clean Beads ( ##%k : # &
=0.55:1) , iRHERA 5~ 10 sec FEABRFERZBITIRS 108, emiREE, &
BB, ERHEERE 5min,

2. ¥ PCREEBEFHARLSBHERMRE, FARESEE (Y2~5min), ORELE
EEFK PCREH ( RBIEEER ) o
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10.

[ EiEFR AN 90 u | DNA Clean Beads ( #Zk : DNA=1.8 : 1) , iRER AN B KE

WFTRA 108, EiRERE 5 min,

¥ PCREEEHELVHETHAEST, FHREERE (A2~5min) , MNBBRERE

( ZIRBVREER ) -

{R¥F PCR B/ 4 THEAZH, A 2001 80%ZEeA K, EiRFSE 30 sec, /MM

B EiE

BEESHWS) —IR,

R¥FPCR EWRABTHARL, FETIRHIA3~5min EXZEEXRE,

+ TZEE%REBR, BERRELLE; MRZERTRTE, FTEESFM DNA BIER
HERFMTHFER, EEEAREL S TR, BEmIRREAE, MK DNA
AR,

HERER TS, % PCR EMEE A2 EEUT, A 21 ul Nuclease free water & 5HEER,

FERABREBRITRAMIK, =RMNE 5 min (REHTRFH, ELEKMER

i) o

% PCREEEE L, ETHNRESBHHMARE, HEBEKES (W2~5min),

MGIRER 20 u | EFEEFTHY PCR BHh ( IR BIHEER ) , FTEBHITRERNNEME,

S -20°CRTF ( BINRIRFITICEY 1Y, BEKBREFSE DNAKER) -

DNA 3CEEf &
A2 Bl 3k ik DNA ZEIRFI&E AccuNext DNA Library Prep Kit for lllumina

( Code No. AG12535 / AG12536 ) Afil, *t1REXIKTFH) DNA BHTXEME, IRE
FEAM: DNA B2E=m, FEXREREN.

(—) FiEE /dA EFEm

+ BT BRATAMKTIEK LR, BLE, BEEL, BRABMEEKLEERA,
Hrh End Repair Enzyme Mix Af R EWITIRS), BTimkE. ERIXFITE
TIRMERE] o

+ 10X End Repair Buffer AJgE SR ITIE, EABNIEIRSRS(ENIE R DB

1. Tk EEFIKRIKIES /dA BRI :

Aoy SRR
10X End Repair Buffer Bul
End Repair Enzyme Mix 2ul
FiRF B ik DNA® 15~20ul
Nuclease free water Upto60ul

*a: 7 DNA IAER 15 ~ 20ul, WRAMEZE 50000~500000 SEE M,
<H.DNA f2EU>/EATEL 5 u | BEARHITIRAS TR AR Rk, FIERTE LI T

10
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oh (S BRELTE, BAEMERDR, AREBEFBRIKET) o
2. ERBBFBERRITES, EEED, AN PCR UH#HITRE, REERF
WT (TR ERMEF )

mE A+ 1]
20°C 30 min
65°C 30 min
4°C Hold

(Z) BLER

+ BESRETERNRTEK ERE, BEEC, ABRKIBEEWITES (&I
Rirleicss ) , BOBRMETKLEER,

+ IR\EARAEE, REME Adapter BRZSENIRES A,

1. BTREKEERGELIEZERNER:

Ay &R

i DNA KRixfEE / dA ERm=4 60 u |
Ligation Buffer 25ul

T4 DNA Ligase (350U /ul) Tul
Adapter® 5ul ®
Nuclease free water Upto 100 u |

*a: {#EH AcculNext Short Adapter for DNA Library Kit ( lllumina) ( Code No.
AG12537 / AG12538 ) , A RIZHAEEREE TR Adapter, RN REM

ANbuls
N mRRER
AREAE ( Adapter : RNase free Water )
1000 2:18
10000 2:18
100000 3:7
500000 3:7
*o: X 4 NMASEERFBRTER (ERBIEEF=WMNG, &N Adapter, B
S BiE) BRBAR, WO FBRMAZ LR < (—). FKiFEE /dA B

> RREF, ABBRERERRAFBELD,
2. ERBEFERKITES, EEHEL, (AN PCR XH#HITRE, RMERF
T (ARERERNERF ) :

mE A 8]
16°C 30 min
4°C Hold

3. REEREBEBFYWHETKLE, AIZE#HTHLTR, WD~ Y-20°CERE
77 ( ABE% DNA B, BIRRETRELULTR) .

11
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() =&AL

{ERwERLAEL DNA 7=, HFER 1.0 X ( #3k : DNA=1: 1) MagSpherix DNA
Beads ( Code No. AG12546 / AG12547 | AG12548 ) i# 114k, S BUT:
( an{E A EMhEER, BIURRESERIMERILS), )

SCIOET A
+ BXREI0Hr, WIRIELEE, EEFHEEN 80%ZERE, EIMTHEREE
400 p lo

+ SCIOET, MHHKMEZEZRR (15~25°C) (HMEZA 30 min) , FEAREH#IRT
SIRBEIRHIR A2 5 min,

BIESER:

1. &M 100p | EMEZEERMHILE LA 100 u | DNA F=#19 ( #ERETR : HmE
M =1:1), RERS 5~ 10 sec HEABRFEEZRITIES 10k, RHIRS
B, EgEL, ERNE 5min,

2. B PCREETHARLYBHIHFMEEK, FRREER (A2~5min) , Jub
BB LEE (BB ) .

3. R¥ PCR EMR&ERAZELE, M 200u180%ZEEAK, EREF 30 sec,
INDFERR EIF,

4., BEEFR3I) —k,

*"¥F PCR BEWRAB THNRE, AETIRHIX3 ~5min EXLZE%RE,

+ RZEBRRKRABRN, MHRRELLE; MRZEBERTRTE, TESH
I DNA BISERE R R 2N T iFski . EEREAEL S TIRER, B Rk
REFH, PEIK DNA BERIE,

6. WEREET/E, 1§ PCR MR EEUT, BN 21 ul Nuclease free water Bz
wiER, ERABRSBUITRANER, ZRWNE 5 min ( MREKTIEFR, EHE
KIEEHE ) o

7. HBPCREEEE L, ETHMARL, "BHMHANBEERBEEE (W2~5
min)o

8. /NVDIREX 20 u | _EiEHBEIFR PCR &b ( REIREER ) , EEH#HITSER <
(9 ) PCR 3CEH 1 >B-20°CIR7F,

(M) PCR 3CE¥ i

+ RIS RETE ARKFIEK LR, BMUEEEED, ARRSIEERITRS,
BLEMETKESER,
1. ETREKLERS PCR REMAKR:

12
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H5y &R
EiR&{L 1 DNA =49 20l
2X AccuNextPCR Mix Il 25ul
i5 index Primer™ 2.5ul
i7 index Primer™ 2.5ul
Total 50 ul

*a: i5/i7 index Primer RI{#F AccuNext CDI Oligos for DNA Library Kit ( lllumina)
( Code No. AG12529 / AG12530 / AG12531 ) s E &3~ fmo

2. [ERBBRBBREVITRS, GEE D, LAMA PCR UH#HITRE, REERF
T (RAEERNER ) :

e A+ 1] BINEL
95°C 1 min 1
98°C 10 sec "
63°C 30 sec X
72°C 2 min

4°C Hold -

‘ar TRAMFHEY BRI, SSERTENERHITRR, ERENXETE
WETRT, REEAVHERY, BREBIBRENE,

MR NE i 181EIRE ( Cycles )
1000 14~ 16
10000 11~13

100000 9~1
500000 9~10

3. REERBFIAH#ITEEG4NTR, WAEH E~Y-20°CE & &RxFFH-80°C
REFE—TA ( A% DNA &R, BIWRREITEUTE)
(FE) TE4
{E FwEER 1L DNA =4, #EFER 1.0 X ( #Ek : DNA=1: 1) MagSpherix DNA

Beads ( Code No. AG12546 / AG12547 / AG12548 ) i# 174k, T TRMT ( w{EHA
Hith#gEr, BUURRSEIKLE]) o

SCIOET A
+ BXREIEEr, WIREXLE=E, RHIHEHEN 80%ZEAR, BIMEREE
400 u lo

+ SCIORT, WHEAMEZEER (156~25°C) (WEZ 30min) , {EAREHER
RO RENRHIESZ) 5 min,
BRIESR:
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1. B PCRYE~¥WEE=E L, AN 50 ul DNA Clean Beads #EEZE 50 u | §9
PCR ##&™=4# ( #4Zk : DNA=1:1) , iRiERS 5~ 10 sec HfEAB KRR
ERITIES 10 &k, wmiBAE, EEEL, ERFHFENE 5min,

2. B PCREBETHAFR LS BHHMEME, FEREER (A 2~5min) , I
B EFE ( IREVBEER ) .

3. R¥FPCREWMAEHNZELE, A 200 Wl 80% 28, EiEFF 30 sec, /vy
Bk EFE,

BEETH3) —iIXo

R¥F PCR BRELETH AR L, AETREER 3~5min ZEXZEERE.

+ AZEFRBR, MIRRELNLE; WRZERTHRTE, AIgES=im DNA
RIERR SR R Tkl . BiERAE TS TIHREER, BRMIRREF
2, B&{K DNA HEBERER,

6. WARETE, 1§ PCREMN# AR LET, A 21ul Nuclease free water Bz
HiER, ERABRSMUITIRANER, ZRWNE 5 min (MREHKTEFAR, E4HE
KIFERE)

7. BPCREEER L, ETHMARL, SBUHNEEERBEES (W2~5
min),

8. /NLIREX 20 u | EiEEB R PCR & ( W EBIWER ) , —20°CIRTFS

J. XERERN

1. ER2ul #L/FRIE, A Qubit HitF AcuQ1X dsDNA ( B RSE ) E=ik
#F& ( Code No. AG12549 / AG12550 ) ¥l EEiRE ., BHIRIEESRITAH,
2. EU1ul4ifb/aryxEE, 1EH Agilent Technologies 2100 Bioanalyzer #1 Agilent DNA
1000 Kit ( Agilent, Code No. 5067-1054 ) #ill3XERID SR, BEIEEESR
BAAR .
3. HIHMERRN, SFEKREXRT10ng/ul IXESH, FEX/NYTHE 200 ~
1000 bp SEE AW, F~HRIE#EA T illumina £&MUF,
1) AZBBIHRNEREAZNMEEEMR ladder KEFHH, BRETFRIZ/N
S EEER ladder RETHFARE, XEMFEMZMEHNERESHSEAR
FEHEEEMEE R
2) WFZRNFREBHEE, TEITERED, 7 IGV (Integrative Genomics
Viewer ) 8 EEMREESHHUENESEE,
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> SCIep

1. {ERAXRF=ET K562 Cells #1TXEME, AMER 10'4), JIigERE:2 13, EH
H3K27me3 #iik, *F32EE#1T Agilent 2100 Bioanalyzer ¥, 4R CEEIER 2RI
Ladder X9 #%, WM TEMR:

160 —
140

120

20—
o4

LIELEL T T T T T T LA L]
15 100 200 300 400 700 1500 [bp)

& 2: Agilent 2100 Bioanalyzer 3 EE 1< B2l

2. FERAAERMNARBHAME (1x10°. 1x10°. 5x10° Cells ) K562 Cells #1TX EHIE,
{FH H3K27Tme3 fifk, £RETRARAMEM K ESRFHNFETE, TSSEEUR
IGV MMEEEIL S, MEMERMAEHEESE, TEMR:

a5 6

4.5 —— genes

40 4.0 - 5

4 enes enes
3.5 3.5 - .
3.0 A 3.0 -
2.5 1 3

T T T
-3.0 TSS 3.0Kb -3.0 TSS 3.0Kb -3.0 TSS 3.0Kb

;;n;‘éisg',;ce g‘éne'&Tst‘a};E;e ‘éené‘aisigﬁce ‘
1X10*Cells 1X10°Cells 5X10°Cells

& 3: TSS E&HE

cht?

1x10* Cells ** | I | m
1x10° Cells ’I" 0l P N dkd il My b wdl L ki L :
=]
5x10° Cells dul ol Jow DAL g wild by Jodbbban o Bl il wohed b Aldi.  ad ol Il oo wlihe o il

o IR LAONED 00 ONOMOUANRI | MO RN I A0 N IO R 1V SGE 0 OO (00 RGN (OO {0 OO N OO0 RO AL O RO T T RN 00 ANMARD R DA
MOC NRR TREZ MRS KL OH FER E 026 CAPO GOTIP ZAPTO PANTRI MERTK EN1 RCs RPRM BAZZE SONIA WATI AGPS NP0 - =y

ML MSHO ASE MIRMI2 ETAAT SPR RE o o [T UNCOTB41  MOATS LRP1B  ORG4 1 OLS C2ome ABRZ IH1 VWOZL EPHAY MPF ALPI

E 4: chr2 IGV £/#E
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> FmiEEER

1.

CUT & RUN iZFEHE

% 5 ChIP-seq #8E, CUT&RUN FZRAT£ERFATCE AN DNA-EHREE LS
MMAZEREIGMR, ERFETRELEERRENES, NFETEERERFELEX
B H3K27me3, HAFHAREREFH, BEREFHEERRSSEEXEEHIE

tEBE R RNESER, BRMEFREGFNNFERBBITER.

ConA Beads Pro & & 4l Fffy R

< ConA Beads Pro RER I E&B AT AL S HMEEMMAMRZIERTDNEER, AME
M, BIETEEE R IETE h AR,

DNA #H
< DNA iZENE R AT 85 Er A #1214 DNA ElUg B EBRERE A DNA B8, FrilERE
REBHER IR EZHITRR, FEWERZEIEZHIT DNA IREL, EAZER
WEERENA DNA #B1Ed T8, RAKELEERERELEDNA, F5EXRNAE,
PCR # M{EM SR 5| 3% %
< ERRENEAY, HERNAET GRS, EXEFEEBHEHR TR D
i,
» FIEEINENE S, WS EA PCR G RIFESE S ERE T,
s FIBEAEIR, SSHXEFERE, FEEMNFER
AISE R PEFENBIRBHITER, BXEFERE, "IEM 2~ 3 4 PCR 1B
FATIR
CUT & RUN MICEESr frsEE
< AFERAHMAEAEGN. HRRETFE, MTAEAEIHRER, EAEZ/IMERIER,
ERmi, BRiEESRrEiEIER 20 ~ 700 bp B insert KB, i _E@swHINE S|
Y5129 140 bp, XEREKXIEA 160 ~ 840 bp; FREFHIE J#F"ﬁ%ﬂ, =55
HE AT AMIEE 20 ~ 550 bp By insert 2 ; M FXBEHEEER, AT EMENT
7, FESTFEERRE; SXERERNK/NMRIBERANS TSH‘ESEO
—RUFEESRES
& —RRHEFE RN (2x50 bp, 2x100 bp, 2x 150 bp 37 ), #HIE=3~20M
reads ( 1~6 G #{iEFE ), AIIREYMHERAKX/NMNEZ, Gl AEEBREANEAEZAE
i, EFEWIEHNFEF 2% 150 bp, 3~5 M reads BB HRNESEREIL, Hi
HERIOJUEELEERRMN, TELHRENFEES,
< CUT&RUN mEtE EMEE A BZMEETNMER B, EIEWFF LR EiE
BANRE, 1 <700 bp, EHEEEBHATARRA <350 bp WA,

DS

DS

X3

8
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% [ Bowtie2 #1TF 5L Xt, #EFF Bowtie2 S#: bowtie2 ——very-sensitive ——no-
unal ——no—mixed ——no-discordant ——phred33 —| 10 =X 700 -x [&35]] -1 [R1] -2
[R2]o

< Callpeak B, BHF&E Input X8, BESK, #HEEFFER MACS2 S414 callpeak -
t [treatment.bam] —f BAMPE -g [E3{&E R A K/N] -p 1e-5 —n [HiHFETZR] ——keep-
dup all, FERHEEFEITARE RIZITHERF SEACR, FTRZE GitHub LT

( https://github.com/FredHutch/ SEACR/ ), FEZhRIL https://seacr.fredhutch.org,

< IR peak XA ATREMERATRE. Motif 247, AIMKE, AIER HOMER

BUEEHHTHM, W annotatePeaks.pl #1 findMotifsGenome.pl TE,

> M 1: AccuNext CDI Oligos for DNA Library Kit ( [llumina)BY4{s 2

R BE (o) (doros) (%nes) HEEE

D501 12ul 12ul 12ul o

D502 - 12ul 12ul o

D503 - 12ul 12ul o

i5 Index Primer | D504 - 12ul 12ul o
( D501-D508 )

D505 - - 12ul o

D506 - - 12ul o

D507 - - 12ul o

D508 - - 12ul o

D701 5ul 5ul 8ul o

D702 5ul 5ul 8ul o

D703 5ul 5ul 8ul o

D704 5ul 5ul 8ul ®

D705 5ul 5ul 8ul ®

i7 Index Primer D706 Sul Sul 8ul ¢

(D701-D712) | p707 5yl 5yl 8yl )

D708 5ul 5ul 8ul o

D709 5ul 5ul 8ul ®

D710 5ul 5ul 8ul o

D711 5ul 5ul 8ul o

D712 5ul 5ul 8ul o
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AccuNext CDI Oligos for DNA Library Kit ( llumina)EF{E 2T :

i5 Index Primer for Illlumina

5' ~AATGATACGGCGACCACCGAGATCTACAC [i5 Index] ACACTCTTTCCCTACACGACGCTCTTCCGATCT- 3
i7 Index Primer for lllumina

5' -CAAGCAGAAGACGGCATACGAGAT [i7 Index] GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT- 3
[i5 Index] &~ 8bp B i5Index F%, [i7 Index] 7= 8 bp BJ i7 Index F5l,

Sample Sheet B / MR Index K3l
NovaSeq 6000 v1.0 NovaSeq 6000 v1.5
an 514 Index /¥ 5Y reagents, (I\I/IiSeq, HiSeq | reagents, Mi(:ﬂSeq, NextSeq,
2000 / 2500 HiSeq 3000 / 4000
D501 TATAGCCT TATAGCCT AGGCTATA
D502 | ATAGAGGC ATAGAGGC GCCTCTAT
D503 | CCTATCCT CCTATCCT AGGATAGG
i5index | D504 | GGCTCTGA GGCTCTGA TCAGAGCC
Primers | p505 | AGGCGAAG AGGCGAAG CTTCGCCT
D506 TAATCTTA TAATCTTA TAAGATTA
D507 | CAGGACGT CAGGACGT ACGTCCTG
D508 | GTACTGAC GTACTGAC GTCAGTAC
D701 CGAGTAAT ATTACTCG
D702 | TCTCCGGA TCCGGAGA
D703 | AATGAGCG CGCTCATT
D704 | GGAATCTC GAGATTCC
D705 TTCTGAAT ATTCAGAA
i7 index | D706 ACGAATTC GAATTCGT
Primers | p707 | AGCTTCAG CTGAAGCT
D708 | GCGCATTA TAATGCGC
D709 | CATAGCCG CGGCTATG
D710 | TTCGCGGA TCCGCGAA
D711 | GCGCGAGA TCTCGCGC
D712 | CTATCGCT AGCGATAG
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> W% 2: dArezpsl&E

1. EEEBTWERAM, FRAXMMAEFEFTRAR—X, #TAMRITE,

2. EUSRIEAREHEHMAET 1.5 m BO0Ed, 2500 rpm (600 x g ) =iBEWM 5min, FLE
B (EE: dRERVR, WREFIAMIRE, HBeF LEFHREIAMm, BHia
ATAEROCEREBMARIE, BREFEN, sEEE, ENENRATEEN, HREBIOER
& )

3. SR 100 u |l Lysis Buffer ( ATEREIN 0.2 u | B9 5% Digitonin Solution ) , 3%
WFTiRAE, K EHE 5 min,

2500 rpm (600 x g ) =EiBEL 5min, HFLEF (FEFRERIMAELL ) o
BN 90 u | 1X Wash Buffer ERMEH%, ERWITIRAFIMAZEFLE ConA Beads
Pro 1 [ F S BER <B. ConA #ERiEWN >] .
6. KFEK=EEMNE 10 min, Fi®E 100 rpm/ min.
BERSR <E. —miHESEE > #HITXH,

KRR 400-767-6022
S EEER www.agbio.comeon 19
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