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> FEmikid

A= @ llumina SEBENFFEFEERFLE, EF CUT&RUN ( Cleavage Under
Targets and Release Using Nuclease ) #i RFEHRERRS DNA HEEANKFE, &
Fm TR REERFIZERE, 5&%H ChiP-Seq fBLt, BEEXWKINES. ik
AR, XREAE, BEEHR. FRESELSE, LHERTERRERAE. THM. PE
EEERVBEEFERRTI,

CUT&RUN 2—#f#tR&HFR-DNA tHEERMF A%, £/ Protein A/G Bt & H) MNase
ZEEES, ARSI S THARR EME BMES, & BRI RME#iT DNA B R BRALTIE],
IZEUSH DNA AT E#Z AT DNA X EWE, Z2FRIREHERAIEA DNA R,

AEMAREERED THEORL, ZTRPAERTEERANTRPRERN, TEHE
ERREEASSAEMNER " REREATRPES, 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 mi
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 ml
10X ConA Binding Buffer 100 | 300l
10X Wash Buffer 700 ul 1ml X2 pcs
5% Digitonin Solution 8ul 24 ul
10X Dig—300 Buffer 220 ul 660 u |
BE Buffer 144l 42 ul
pAG-Mnase 4ul 12ul
CaCl: Solution 8ul 24 ul
Stop Buffer 6ul 18 ul
Proteinase K (20 mg/ ml ) 4ul 12ul
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> REFENIZH

RTFIREE: Package 2-1 4°CIRTF (BE5pikLs )
Package 2-2 -20°C{&7F

IBHIEE . Package 2-1 kiRiEH
Package 2-2 Fik=(E&-20°C 7k&EiEH

> LW EERRE

BEEF AT EEB#ER ( ConA Beads Pro ) S4IEEEHKERE ( ITEEHEBIR
MPEPES AR RENEER ) , ARFRAFHMEER (5% Digitonin Solution ) {E41iE
, 2BE. KERE—NK pAG-Mnase HEEMMIRGLA, MA Ca®#i& pAG-Mnase &
i, {E¥ER DNA # R B, RIG41E DNA ZEUURS B DNA, 58 DNA BERFIEH
BMFEE, 2NFRBERMAIAN DNA R, FEEENTE 1 Bk,

f ConA Beads54RsE& Living cells preparation
(0.5-1h)
i /JL\+ 1st Antibody
. iy iy
Za—f (d®E2h) ]

[pA/G—Mnase ¥E (1h) J

l

[ B EZ4k DNA (1h) J

|

2 1F R Bt DNA

.

[ DNA 2B (0.5h ) ]

| Extract DN @ —
X0 XOOOOOOOOC XL @ Bk

l l DNA Library Construction
[ X EE (4h) ] A

B 1. XEMERE
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1.

mil &

EAT llumina MFTEE: #EEST Index # llumina 3k, #ER DNA XERTEEZHIT
NGS M,

FAEMS: M 1IX10°~5X10° AR E#H 1T,

FRILE: EEREESK, XRESHHT,

BREE R SREMIKRRAW, BRIEFHRERE,

PAG-Mnase 148E5E: pAG ZHFXf R, RESMKIEMIEEGEHFEMNE, $o

B, ALEY Mnase ERRETBZ 2. AEMYIEISE DNA,
NEFERES: MUK PCRIEER, NFHERES.

AERSEm

BT RER

< SEIIRER, EFLER. HRERHOSMFERLTSR.

o AFEmPRRA, MARTFELLBREMZBRTENRES, BRIXFIRTHE,

<+ BERGSHMAXBHZNGE, BUHIERSX: KARHEK (BEUREXLFEIER

St ) o EIREAIEX. PCR ¥R, F¥at XFEKEMNER,

o EWIRPEESHIE, BXAXEHRER 70%EFERFEIRAHE, KKTED
INDBEMITAMXARRES, BEER CRIBIE, SR VBRETFE, BUE
®RTFE; BWEZERE, BAKS 70%8)EREER.

o BREW, BUGZERMEXR ( A ) L8, WALBERETHE,

A%

}

el 0l opvint 2

* FEmERTHIZMAR, LREEWRAERESN, RTNARLERNE, &
BRS DNA EEHRESRENE, EEELRMN, DNASKENRELX, &
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 EMAM, MEREARE, REEERE, BEAF
EARREHEZMIBER, Bit, LRPEFFNFEREMAEFFEE, EHME
EREMBERT, BIER 10~5X10° M M#HITER

< CUT&RUN 3236, —fEEERASTENHEILSMMEMAITSIN, WrTUE At
TR, WESBEMEZ, FEmPRET —FERTEAWMIIMAERS BERZ
HIRMEIR Lysis Buffer [ AI$% < MiF 2: HARZOEE > AEsEHERZ] , BT
MERMBRERE, FERBEEARDERSENRBEERS BRBZIITTE,
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+ AEHEHNWHIMAR, BEREERTENEMETIR,
+ BERFTFHIWHIZAR, BUEHITARZS S, RARERERZREITER,
+ HEEYAR, EYSBRERKE, SBEARKEITER,

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
RIKIG AR, ARIEEN RIS ETHFEIFFRIETR,

4. ConA ®&Ek
< ConAMHKAESTH, BEKMNEEZEREETSH,

5. AR FEEmR
o XWEBPEREIWESR, ATERE: ERBEHENE.
1) —MBWERFE: KFERRNHEFEZE 100 rom/min, BFEREEEF, #E
RBIZVES; MRBREEEERE, WHITEEED,
2) #HENE: SmREIRAZE, ERHABERT; R ConA K- HMESYEE
FERER, FIREGERE, ERE 30 mn FEERI—X.
o —HRMEARELERAHEE 4°CHREIR ( A8 18h ) SEHE 100 rpm/min &)
KEEREREE 2-5h,
< £ Digitonin Solution E L FHIZRREFER AMEES, BEULEMNIZA &K EX 4R A0
Brizi %, BOERREEEEE L, BERIZIRITIRG ., Fi, Digitonin Solution
BFHESE, TREBPMIZEZIWRITRS, BEFERESIE,

6. IR ALK 6E A
& BIREREETEEEER, SNARSSHEKETRE,
o WIMERBTNERSIRHIES, DNA HERMANEIKENRIES#KT SRS
WRER LIRS, NriEefeiRBIREER, MRS ERE,
80%ZEz MBI FAILED, &% Z Bk EERE R R2Am g,
<+ HIRERTRE, SOXZETREARSSHMELERN, THRITIEXSSH#MIKRTR
T BEAR F= 4 [E i 22
7. PCR fEs8ERE
< XfF PCRERE, RN EE#HELVMETRT, REMEEY BEAY, BIREE
B, TRSSHEEREE, REFEEX,
AERZERE. #il R DNA ZERFI X M ERBIIATREARE, FERFELERER

>
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>
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BHEREIE, TR 293T #1 K562 A, FERAPEEERIENAES (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 ZEHEXIRFN: AF-mEERETEN DNA BERXFIEFER, AIMERARQH
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 ) s H &3/~ 5.

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

—_—

Mo

< HEER4EL: A7 RIZERY DNA Clean Beads X FF DNA 2BV, DNA BEFRE
WIREERAMAER, W MagSpherix DNA #Ek ( Code No. AG12546 / AG12547 /
AG12548 ) s HMER =M,

< DNA iEfr: Agilent DNA 1000 Kit ( Agilent, Code No. 5067-1054) & Acu@1X
dsDNA ( EREE ) 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 &
BE,

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

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

1X Wash Buffer Bl : =B TRER, BRREES, EEHHELD, BUKLBEES
Ao (1X Wash Buffer BRiti&#HRMEMEN, 1 MREFEFEH S0ul; HEMKERS
B, RE—-BEWREE 1~2m; ESXAFIFEE=50 u | X HARE+2 ml 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, 8FHL0, HMkLE

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

Primary Antibody Buffer Bt#ll: 2B TREH, EFXRERS, @EE0, 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 &EH, MEHEMAEL, FEHKXELER
ABE (A 2min) , FEF,

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

B PCREETHARL, HAKREER (Y2min) , FEE,

ESSE2~3) =k,

MNEEHZEEBT PCR &, I 10u11X ConA Binding Buffer E& ConA Beads
Pro, R¥TiES], ERME®EMA.
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(FER: UERENMERRIESE, MREES RN, TRETEIBER
Tw—EHRE )

C. frukEsH

+ —REEFEREFNTEHINARGHITIR, NFESBHEZ, AISE<HF
2: HZREE> FESBEEZ. EXEREEER 10°/ TSR,

U TRIZRBAHERIRIES X, NHEBHEMMN S MERRRRE, TEERE,
EiRGEMMmIFITE, BETENAMRETHN 1.5 ml BOEH,

ZEim 2500 rpm (600 x g ) B 5 min, MbEBR EF,

EX 1 ml 1X Wash Buffer IMAZEBHBRHELER, BEKITES,

(EE: MRESIHEREGERIE, AN 1X Wash Buffer AZ, )

2 & 2500 rpm (600 x g ) B 5 min, IvibER EF.

AN 90 u | 1X Wash Buffer, 8EWITES], EE4A,

(iFE: WRESNMHEASERIE, FERILGIEM 1X Wash Buffer HE, #8
NulBRPFSEMENHABE, )

D. ConA #Zk-HpLE S
EX 90 p | 4AREAEA NN ZEiELEY 10 u | ConA Beads Pro 1, BEKRITIRS],

2. TEKFERKRLE=EEME 10 min, FiE 100 rpm/min [ iF: H#HTHERS, WEE
8 3 min #ITEEIRES, ENEEREDR, AISRBRIR <E. —hFEE> BE—mM

SR

kE&RA] o
E. —HiBE
1. F Primary Antibody Buffer ##&—#1, BRWITRAE, MEKLEEA,
iz SRR
Primary Antibody Buffer 50 pl
— 0.5 pl
Total 50.5 pl

*a: —HIREFINE 0.5~1u g, BESRAFIRABEFNERRKEMAN—Y
B, KN HEM—HATRE 1:50~1: 100 tbHIHR, —RERLAZAMEG
—HAIRER 1 100 #%R, BREFE—HZE 1 50 #1THR,
2. BWMELERM ConA K-S SYERWITRS, REEORARKEZEE R,
3. BPCREETH AR LRHE 2min, FHRSREZESER, MMOERLE,
4, MEEHZERLEET PCRE, A L0 u| BREFNTUSH—i, BEWITRE, ETEK
RS 2-5h, 100 rpm/min (& 4°C #E, STEHES (Rt 18 h),



m;zmﬁm Accurate Biotechnology (Hunan) Co. , Ltd

E: KHEWRENS, ¥k-AREAKEANE, FHNTRARKN, FU#HTT—F
BRIERTRERRITIES ConA BEZk-HRE A,

F. pAG-Mnase &4 5% %
1. 1X Dig-300 Buffer Bl : =B TRI&ES, BERIERS, GEHL, HKLHE

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

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 100l
3. B—HHETHE ConA K- AMESWREIWITIES, EERLOHEBRKREEZE
Ko

4, B PCREETHANELEE 2min, FUHKSREZEENBEE, MMOERLEE,
MR ERT PCRE&, A 100 u | USRS pAG-Mnase, #2REWITIE
5, EEEOEBRRKEEER, ETHERK 100 rpm/min, 4°CH¥E 1 h,
[EFE: AT BAES <G. REL > $HBH Tagmentation Buffer, ]

6. 1% pAG-Mnase W& 5T K ConA k- E EMEFZEWITRE), EEBLEERR
WEZER, ET#ARL 2min, FHEKSREEESER, MERLE,

7. fO\ 200 u | #9 1X Dig-300 Buffer, E& ConA #Ek-HEE &Y, FEWITES,
EiRPFE 3 min.
¥ PCREBTHAZEL 2min, FHHERERENBERE, M EBRLEHE,
BEELERT) K
[EF3: #<G. FEWX > $ B Tagmentation Buffer B2 iFZ 8, AEXRE

o |
G. hE#

1. Tagmentation Buffer E2#l: B TRMEEH, BXRERES, EEHL0, Mk LEE
BE&H,
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Ay R %
1X Dig—300 Buffer 38 ul
CaCl: Solution 2 pl
Total 40 pl
2. 1% pAG-Mnase B 8& ST ConA #Ek-HME SWERWITES, EEBOBER
WEEERK,

# PCREETHANELEE 2min, FHHRSRETESTER, MEKRLE,
MEENZREEUT PCR &, MO 40 u | /2 # Tagmentation Buffer, EEIKITIES],
SEED, BPCREETFKERM 1h (8 20 min #TEERS ) o

5. Stop Reaction Buffer Eit#l: #EBTREH, EFRAERS, SEH0, Bk LEHE

%,
Aoy BRIk #&
Stop Buffer 1.5ul
10% SDS 2ul
Proteinase K (20 mg/ ml ) Tul
RNase free water 5.5ul
Total 0wl
6. HHERULERE, ABHKERER ?Tms’j SEE L, A 10 u | Stop Reaction
Buffer Z PCR &/, BZEWITIEE, BEE L.
7. BRBUTRERFE PCR{UHi#HITHEALIERN,
BF B+ [
37°C 30 min
4°C Hold
© =egEE: BATE -20C REIR.
H. DNA 25

SKIR R

+ BRIWH, WRIELKE, EREIHEN 80%ZEER, EMHREE 4004,

+ SRIGHT, WREEMEZEER (15~25°C) (HMEZ 30 min) , ERBPGHERTE 2 IRER
HIRSIZY 5 ming

BRIESR:

1. ¥ 50ul KIEFEBUHHEREESD, A 27.5u1 DNA Clean Beads ( ##Ek : # &
=0.55:1) , iRHERS] 5~ 10 sec HEABRFIIEEZBITRA 10K, ZHiREGE, &
HELD, ERBHBEMS 5min,

2. ¥ PCREEBEFHARLSBHERMRE, FAREEE (H2~5min), MOREE
EEMNK PCREH (REIWEER ) o

Ek
B?*
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9.
10.

[ L& RN 90 u | DNA Clean Beads ( #Zk : DNA=1.8 : 1) , iRER A X B k=

WFTRA 108, EiRERE 5 min,

¥ PCREEEHELVHETHAEYT, FHRESERE (A2~5min) , NMBBRLERE

( IRBEIREER ) -

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

B EiE

BEESHWS) —R,

R¥FPCR EWRABTHARL, FETIRHIA3~5min EXZEEXRE,

+ TZEE%REBR, BERRELLE; WRZERTRTE, FIEESFM DNA BISER
HERFMTHFER, EEEREL S TR, BEmIRREAR, K DNA
AR,

HERER TS, 1 PCR EMEEAZR EEUT, A 21 ul Nuclease free water & 5HEER,

FERABRBRITRAHIK, =RMNE 5 min ( REHTRFAH, ELEKBER

i) o

% PCREEEE L, ETHNRESBHHMAERE, HEEBEKES (W2~5min),

ADIRER 20 u | EFEZEFTRY PCR B ( 1R BIHEER ) , FTEBHITRERNNEME,

S -20°CRTF ( BILRIRFITICEY 1, BEKBREFSE DNAKER) -

. REFEH, HATE -20°C REHE,
|. DNA XEHZE

AR B #E 3k ik DNA ZEIRFIE AccuNext DNA Library Prep Kit for lllumina
( Code No. AG12535/ AG12536 ) A, FT1ZEXIX1SHI DNA #1730 EME, INRE
FAHM DNA ZEE™=m, TEXREREREH,

(—) F#EE /dA EFm

+ RESRATARNRKFER LY, fitE, EEE0C, BAEMETEKLER,
Hrh End Repair Enzyme Mix A# K REEWRITIRS), BRI, HRIXFIAE
EIRIER S o

4+ 10X End Repair Buffer ATgE SR INIE, FHABIERSRESENIET DB

1. Kk ERFRIRIEE /dA BFRMRAER:

A5 R %
10X End Repair Buffer Bul
End Repair Enzyme Mix 2ul
ik B4k DNA® 15~20ul
Nuclease free water Upto60ul

*a: #%F DNA IIANERZ 156 ~ 20ul, IMR4AEEE 50000~500000 SEE M,

10
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<H.DNA #2EU> /AT ER b u | #EARHATIRIE AR R ik, FIERTE LR 2B
I (kS RIELE, BEARER VR, ATRBEAZIRKET) o
2. ERABRKFEEWITES, EEHELD, LAIMAN PCR UH#HITRE, RERER
WT (R ERNER ) :

i A+ 18]
20°C 30 min
65°C 30 min
4°C Hold

(Z) BEskERE

+ B SRETERRIKFIEK LR, EEE L, ABEFERKITES (R
RiRiEiRs ) , BOEMETKEER,

+ IR\EARAEE, REE Adapter BRZSENIRES A,

1. RTREKERBIELEZERNER:

Aoy &R

& DNA RinfEE /dA EFRmr= 60 ul

Ligation Buffer 25ul

T4 DNA Ligase (350U /ul) Tul
Adapter® S5ul k
Nuclease free water upto 100 u |

*a: {EH AcculNext Short Adapter for DNA Library Kit ( lllumina) ( Code No.
AG12537 / AG12538 ) , FEHMIEEIRER TR#%E Adapter, AEEA KA

ANbuls
= WG
HEAE ( Adapter : RNase free Water )
1000 2:18
10000 2:18
100000 3:7
500000 3:7
*b: BiX 4 NMASFEERFRTUR R (ERWEEFWMNET, A0 Adapter, & 5EiE
kBiE) BRRARE, A0 FURBRMAZLR < (—). XinfEE /dA B

wm > REEHR, ABREERRERAFEL,
2. [EABRSBERVITES, @EELD, MM PCRVPHITRE, REERF
T (TREERNER ) :
mE it 8]
16°C 30 min
4°C Hold

11
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l.w REHER: HARUE -20°C RELRE ( HBE% DNA BEE, BRREAITHEL
HER) -

(2) E&=mak
{E FREEREEML DNA 7=4), #EFF(ER 1.0 X (%3 : DNA=1: 1) MagSpherix DNA

Beads ( Code No. AG12546 / AG12547 /| AG12548 ) #t1T4i{k, SHRINT:
(INfEAE MR, BUURRSEMNRIRLG, )

SCIORIER:
+ BXRIIHr, FIRIELNE, EEFEMN 0% ZERR, BN EREE
400 u lo

+ SLIORHT, BHIRMEZEEER (15~25°C) (MEZA 30 min) , {FABEHIRTE
SIRFEIRHIR 129 5 min,

BIESR:

1. &M100u | EREZEERAIFIFRZE LR 100 p | DNA F=# 9 ( #EERETR - HmE
M =1:1), RERS 5~ 10 sec HEABRF[ERBRITIES 10k, AR
B, EgEL. ERNE 5min,

2. B PCREETHNELSBEHRMKE, FBRRESFE (A2~5min) , /M
B LE ( IBRBIBEER ) -

3. R¥F PCR EMR&AE# AL, A 200! 80%ZEERK, EEFS 30 sec,
INOFBERR EE,

BESH3) —Ik,

R"¥F PCR BEWRAB THANRE, FETIRHIX3 ~5min EXZERE,

+ RZERBRRZBE, BMHRRELLE; NRZEIBRRTRETE, THESE
Mo DNA BOSERE R R &N T iffskl, BEEAREL 5 TSR, BRIk
REFH, PEIK DNA EBEER,

6. HERERT/E, % PCREMNEEAZELET, A 21ulNuclease free water Bz
HiER, ERBRSNITRANER, ZRNE 5 min (MREHKTIEFR, EHE
KIEFRE ) o

7. BPCREEER L, ETHAZEL, "EHMHMEEERRGEE (W2~5
min)o

8. /NVDIREX 20 u | _EiEHBEIFR PCR & ( REIEEER ) , EEH#HITSE <

() PCR CEH 1 >-20°CIRTF,

12
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(M) PCR X EEH 38
+ RESRAFERORAFEK RN, MUREEELD, RABRFEERITES,

BLEREFKkEER,
1. BTRAEKLEES PCR REMEZR:
A5 &R
iRk r) DNA =45 20l
2X AcculNext PCR Mix llI 25ul
i5 index Primer” 2.5ul
i7 index Primer” 2.5ul
Total 50 pl

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

2. [ERBBRBERIWITES, EE G, LAMA PCRUH#HITRA, REERF
WT (R ERMEF ) :

e A+ i8] BINEL
95°C 1 min 1
98°C 10 sec "
63°C 30 sec X
72°C 2 min

4°C Hold -

*a: TRAWFHCEY BEAY, SSEIBENERGITRR, EREXETE
WETRT, REERDVHERY, HREBIBRENE,

MEIENE Y EEIAEL ( Cycles )
1000 14 ~ 16
10000 11 ~13

100000 9~11
500000 9~10

3. RMERBWIAAHITEEANDSR, WANGT EH-20°CiE R ARFH-80°C
RFE—1THA (A% DNA [, ZURRETELTE) o

() B4

5 FAREER 41K DNA =41, #EFF{EA 1.0 X ( #Ek : DNA=1 : 1) MagSpherix DNA
Beads ( Code No. AG12546 / AG12547 | AG12548 ) #1174k, BT ( afEA
HAbrEIR, BWURERERIBIRLLS]) o
SLIRETER:
+ BRIWHI, AREIRE, RFFEN 80%ZEAR, BIMHEREER

400 u o

13
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+ SCIOET, MHHEMEZERR (15~25°C) (HEZ 30 min) , {ERABIGH#EE
R REIRH RS2 5 min,

BRESR:

1. B PCRYE~¥WEE=E L, AN 50 ulDNA Clean Beads #4EEZE 50 u | §9
PCR # &= ( #4Zk : DNA=1:1) , iRiERS 5~ 10 sec HfEAB KRR
ERITIES 10 &k, miREE, EEEL, ERFHFENE 5min,

2. B PCREBETHAFR LS BHHMEME, FEREER (A2~5min) , I
B EF ( IREIBEER ) .

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

4. BEEST3) —k.

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

+ RLZEFRBR, MIKRELNLE; WRZERTHRTE, AIgES=im DNA
RIERR R R Tkl . BERAE TS TIHREER, BRMIRRET
2, B&{K DNA SEBESER,

6. WIARETE, 1§ PCREBEMN# AR LET, A 21ul Nuclease free water B
HiER, ERABRSNITRANER, ZRNE 5 min ( MREAKTEFAR, E4HE
KFERE) .

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

8. /NLIREX 20 u | EiEEBRIHFR PCR & ( IWEBIWER ) , —20°CIRTFS

J. XERERN

1. ER2ul #L/FRIE, EH Qubit HitF AcuQ1X dsDNA ( B REE ) E=ik
#I& ( Code No. AG12549 / AG12550 ) il EEiRE ., EEIRIEESRIEAHE,
2. Bl 4k /RIS EE, 1EM Agilent Technologies 2100 Bioanalyzer #1 Agilent DNA
1000 Kit ( Agilent, Code No. 5067-1054 ) #ll3ZERIHfRSEE., BEEEESR
BEAH,
3. MIHMERRN, SFEREXRT10ng/ul IXESY, FEX/NYTHE 200 ~
1000 bp SEE AW, F~HRIE#A T lllumina E&MF,
1) AZBBIGRNEREAZNMEEEMR ladder KEFHH, BREFRIZ/N
S EEER ladder RETHFAMAE, XEMFEMMEHNERESHSEAR
FEHEEEMEE R
2) WFZRNFREBHEE, TEITERED, 7 IGV (Integrative Genomics
Viewer ) 4 EEMREESHHUENESEE,

14
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> SCIep

1. {ERAXRF=ET K562 Cells #1TXEME, AMER 10'4), JIiERE:2 13, EH
H3K27me3 #iik, *F32EE#1T Agilent 2100 Bioanalyzer ¥, 455 CEEIER 2RI
Ladder X9 #%, WM TEMR:

s T —T T
100 200 300 400 700 1500 [bel

& 2: Agilent 2100 Bioanalyzer 3 EE 1< EE &l

2. FERAAERNARBHAME (1x10°. 1x10°. 5x10° Cells ) K562 Cells #1TX EEHIE,
{FFH H3K27me3 fifk, ERETRARAMEM K ESRFHNFETE, TSSEEUR
IGV MEERILS, MEMNERMCSEREEE, W TEMR:

4.5 1 4.5 1 — genes
%) 4.0 - 5 4
3.5 4 enes el enes .
3.0 304
2.5 . . 3 .
3.0 TSS 3.0kb 3.0 TSS 3.0kb 30 TSS 3.0kb

-

gene distance gene distance “gene distance
1X10Cells 1X10° Cells 5X10°Cells

& 3: TSS E&HE

chr?

1x10* Cells ** | ”
1x10° Cells 'I'“ id hes sl s st aihol Ao Mg b adl L b Ll
5x10° Cells iul ol doon LILRRL s mild o Lt o Mo b bl b Db o ol Rl i e il

e Sene TN TUEL 00 AR Y NN -4 NN OO AT IR (OO ORI 0 ONBON R OO OO NSO O | 00O OO OO AR OO A R0 O DN TR
110G NRIR  TRIE L KIF3¢  XOH 2 EML4 WS REG3 APG 00T PANTE MERTK  EN 4 RPAM BAZ2E SCN1A HAT1 AGPS 2N GLS G208 ABIZ IDH! VWCIL Ei FF ALPI UBE2F

182 MIRATST E: HE ASED MIR4I2 ETAAI SPR o B ZAFTO PANTRY 1 UNCOIS41 MOATS LRFIB  OR M BAZZE SN IFaaA PHAY MFF

E 4: chr2 IGV £/#E

15
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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 4 & 4l fffy R

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

DNA #2H
< DNA iZENE R AT 85 Er A # 1 2IH DNA EUg B EBREREH DNA B E, FrilERE
REBHER IR EZHITRR, FEWERZEIEZHIT DNA IRE, EAZER
TEATRELAY DNA IBRIEE FE8!, REKELEERERADNA, BHER/NMNTE,
PCR # {EM SR 5| 3% %
< ERRENEAY, HERNAET GRS, EXEFEEBHEHR TR D
i,
» FIEEINENE S, WS EA PCR G RIFESE S ERE T,
s FIEEAREIR, SSHXEFERE, HEEMNFER
AISE R PEENBIHITER, BXEFERE, "IEM2~3 4 PCR 1B
FATIR
CUT & RUN MIZEESr frsEE
< AFERAHMAEAEGN. HRRETFE, MTAEAEIHRER, EAEZ/IMERIER,
ERi, BRiEESrEiEIER 20 ~ 700 bp B insert KB, i _E@iwHINE S|
Y5129 140 bp, XEREKXIEA 160 ~ 840 bp; ¥ REFHIE J#F"ﬁ%ﬂ, =
MR AT AMMIEE 20 ~ 550 bp By insert F E; M FXEBEHEEER, AT EMENT
T, FESTFEERRE; SXERERNK/NMRIBERANY TSH‘HSEO
—RUFESHES
& —RRHEF RN (2x50 bp, 2x100 bp, 2x 150 bp 37 ), #HIE=3~20M
reads ( 1~6 G #{iEFE ), AIIREYMHERAKX/NMNEZ, Gl AEEBREANEAEZAE
i, EFEWIEHNEF 2% 150 bp, 3~5 M reads BB HRNSEREIL, Hi
HEROJUEELEERRN, TELHRENFEES,
< CUT&RUN mEtE EMEE A BZMEETZNMER B, EIEWFF LR EiE
BNRE, 1 <700 bp, EHEEEBHATIARRA <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) s 2

A 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 ®

D507 - - 12ul o

D508 - - 12l ®

D701 5ul 5ul 8ul o

D702 5ul 5ul 8ul o

D703 S5ul Sul 8ul o

D704 5ul 5ul 8ul o

D705 5ul 5ul 8ul ®

i7 Index Primer | D706 Sul Sul 8ul ¢

(D701-D712) | pro7 5ul 5ul 8ul °

D708 S5ul 5ul 8ul o

D709 S5ul 5ul 8ul ®

D710 5ul 5ul 8ul o

D711 5ul 5ul 8ul o

D712 5ul 5ul 8ul o

17
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AccuNext CDI Oligos for DNA Library Kit ( llumina)EF{E5 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 K35l
NovaSeq 6000 v1.0 NovaSeq 6000 v1.5
an 514 Index /¥ 5) 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

18
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> W% 2: dAezpsl&E

1. EEEBTWERAM, FHAXMMAEFEFTRAR—X, #TAMRITE,

2. EUSRIEARTEHEHMAET 1.5 m BO0Ed, 2500 rpm (600 x g ) =iBEWM 5min, FLE
B (EE: dRERVR, WREFIAMIRE, HBeF LEFHREIMM, BHia
AAEROCEREBMMRIE, BREFEN, sEEE, ENENRAFEEN, HREBIOER
& )

3. AN 100 u | Lysis Buffer ( AIEFEMIN 0.2 u | B9 5% Digitonin Solution ) , #=3#
EEERAS, K LEHE 5 min,

2500 rpm (600 x g ) =iBE 5min, HFLEF (FEARERIMAELZ ) -
AN 90 | 1X Wash Buffer EE A%, HHEEERSIEMAZEFLE ConA Beads
Pro 1 [ F S ER <B. ConA #ERiEN >] .
6. KTFEK=ENE 10 min, FiE 100 rpom/min,
BRESE <E. —HHE > #T7XK,

BAR TR 400-767-6022
S EEER www.agbio.comeon 19
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