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> =ikt

AR llumina EEENFEFEERF LA, EF CUT&RUN ( Cleavage Under
Targets and Release Using Nuclease ) S RREMAREZRKRS DNA HHEERAIKFIE, &
RN T R RMERFIZERE, 5%%8 ChiP-Seq 1Htk, EAXLBHINERS. il
AR, XREARE, BEEHR. FRESENSE, LHERTERERAE. THME. PE
EEZERNEEZFRIEH,

CUT&RUN 22—t | R R-DNA tHE/ERKIFH A%, £/ Protein A/G BE&# MNase
%S, ENES I S THRARD EME BWES, & BRI RMiE#1T DNA B R BRATIE],
REUSH DNA FTE# T DNA XEME, ZFRRIFIRESHER LA DNA E 2,

AEMAREERER THEOMUL, ZSRPAMEIRTIEERAR"RPREN, TEHE
EMREESAEMNEL=RERATRFES, UERBAFNIRER, WEHHE,

BEHITIIE,
> Fméisn
Package 2-1 A4 (4°C &) :
AG12562 AG12561
4 R
L (4 rxns) (12 rxns)
ConA Beads Pro 20l 60 ul
DNA Clean Beads 470 | 1.5 ml
10% SDS 8ul 24 ul
Package 2-2 A4 (-20°C &) :
AG12562 AG12561
4 R
A5 B (4rxns) (12 rxns)
Lysis Buffer 400 u | 1.2 ml
10X ConA Binding Buffer 100 u | 300 ul
10X Wash Buffer 700l 1ml X2 pcs
5% Digitonin Solution 8ul 24 ul
10X Dig-300 Buffer 220 ul 660 u |
BE Buffer 14 ul 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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> RERIEZE

RTFIREE: Package 2-1 4°CIRTF (BEpi%kL )
Package 2-2 -20°C1®7F

IZHIEE: Package 2-1 kiRiEH
Package 2-2 FikzE-20°C wkiEizk

> LWFREERE

BEF AT ZEEB#ER (ConA Beads Pro ) MHMEEE#HKRE ( TEEAEBIRS
MRS AR ZERENEER ) , ARFRAFERERER (5% Digitonin Solution ) E4AiE
, 2WE. KRB E—RE pAG-Mnase &&SFEHIRAIA, M Ca”#iE pAG-Mnase #E
e, (E30FR DNA Bk, mE25T DNA REUXB HAY DNA, £ DNA EEXFIEN
BFEE, ZNFRREBEGIAKDNAGER, FEEENTE 1 Bk,

[ ConA Beads54Hfa4 & ] Living cells preparation
(0.5-1h)

l JL + 1st Antibody

[-n.:. —# (F&a2h) ]

l

[pA/G—Mnase & (1h) ]

l

FEAL DNA (1h) }

i)

l”
JanauAnun Jasanuun

d

L Extract DNA @ mE
X0 DO XA @ M

l DNA Library Construction

[
[ LEF B DNA ] . mmm o .
[

DNA #2EX ( 0.5h) ]

®  pA/G-Mnase

[ X EME (4h) ]

B 1. XEMRERE
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1.

mitH

EAT illumina MFEFEE: BAT Index # illumina ##3k, H#HER DNA XEMTEEZHIT
NGS o

FRME: M 1X10°~5X10° ARG ST,

ERLS: TEBRFRESK, XRESHF,

BREE R . SREMIFRINAL, BIEHRRE,

PAG-Mnase 148E58: pAG ZHIEX R, RESMRIEMIEEFEHNFEMNE, 8o

F5H; LLH) Mnase EEREIE B 3. ERRLTEISE DNA,

WA RES: UM POR IR, NFREREH.
REEEM
B HRER

< EIERER, EFIRR. B—RERHOSMFERLETSR,

& FEmPRNRA, NARTFELGBRBINZERSEMESR, BRIXFHTE.

< BERBESHMLBHZNTE, EHLRESX: KARHEX (BNRELEIER
K|k ) « ERAMEX, PCRY X, F¥aid XFREKENX,

o LWERPEBEHIE, SXXENEER 0% EFERFELRAH, KEIESH
INDBEMITAMXARRES, BEHR CRIBIE, SR CBETFE, BUE
®RFE; FWBEERE, AAKS 70%8)EEER,

o BREW, BUGRERMEXR ( Ame ) 28, BIALBRERETH,

YHRARYIEIE

& AFERERTHIANMMM, KEHEEZRIAARTES, ETRMEMEERNE
HRS DNA £5HRESSEERE, EEZEARNE, DNASAENREHR, 8B
Z I DNA ER 5 # MNase BRI IZEREENET EREES, YMXLRER
RFIE. BIAMEDNET 90% ( HiEETIAAEHIELEREE ) , TWiTE
R T EEER R A AL IR 2L

& AFEBERT 1X10°~6X10° RIG 2R MM, MIEEERE, HEEEFERE, BEAE
ERRSEHSEMIWER, Hit, %HﬁﬂFﬁb%ﬁH’\JﬂiﬁéﬂiﬂﬂﬁiE#Xﬁlm, el
EREMERT, BEBYUER 10~5X10° M AMHEITER,

< CUT&RUN 338, —AE#EFEATENMEIIMAEITER, Wl UE Az
TR, MELBHMMEZ, RFERPRET— ﬂlﬁﬁﬁﬂz%%ﬂﬁ#ﬁ]’f%fﬂiﬂﬁﬁﬁfﬂiﬂﬂﬁ
R Lysis Buffer [ AT5% < Mi% 2: AEZOHE > AExoEHMEZ] ,
MRMAMAE, FERBEARIERSENREHESBHABIZN T E,
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ARMEHEEL YA, B ERE AT EAEEITER,
ERFFHNHIMANR, EMSEHTERZSE, REERERZETER,
EEMAR, BUSBRERKRE, S EEMZETER,

O

3. HiikRERE
S X F—H: REEE ChIP ik, RiIFL%& ChiP-seq. CUT&RUN = CUT&Tag
Wb R A, MRLHITBNEBR ChIP FHdk, FTIZK Immune
Fluorescence (IF) Z&5IEIHE,
& EXWEBPMZIGE—HARMENR, BEREEARN—#, EEMAN pAG-Mnase
HIKIR A, ARIEEN TR EESEFEIFRIETE,

4. ConA &%k
< ConAMHBSTH, BEKHBEEZEREETSH,

5. Yl EEER
o XBRPEBFTRENMNEESE, TLUEE: ERAFEXHFERS,
1) —RBWEERNE: KEERWPEFEE 100 rpm / min, BFEZFEEF, &
RREIZIES; MREREEERE, THITEESE L0,
2) BENE: FmMRBURAZE, ERFERT; R ConA #Ik-HEEESWEE
FEMERE, FTRIEENRS, EE 30 min EREFRS—R,
< —HRMEARIELE ZHHEE 4°CRETRHEHE 100 rpm / min BIK FEE K ZRF
B2ho
% 2233 Digitonin Solution iZE{ /GHIMPEIER ARESS, FEIEMNIZE KX HER AL 12
MiZ3RE, BLERREEEESEL, BERIZIRITIR . EE, Digitonin Solution
BHESE, XRTRPEIZEZIWRITES, BEFEXESIE,

6. RN R AL RETREY(E A
& HIRERBRETEEER, EWARSSHEIWE TR,
< HIRERBRERESRZES, DNA BRMANEERERRIESHIKET RS
< WREX_LiERT, REfeiREIREIR, Ml ERE,
<+ 80%ZEzM I FABLED, B 5% ZEzRE R E YL,
* BEREERTRE, 80%ZETRARSSHMEELERMN, THRIIEXSSEHHKTR
T BEAR = U 2R
7. PCR fB3REIAVIEHE
< X PCRERE, RN EE#HE EVRBEIHET, REMEEY EEAE, BB
5, TRSSBE=EE, REFEEX,
AERAE. HiiRR DNA ZERXFEX NP ERBIITEEARE, FERBELRER

X3

%
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BRENE, TR 293T #a K562 4ia, FAPSFEERIEMNAES ( H3K4me3
#0 H3K27me3 ) #4T3R58, 1A AccuNext DNA Library Prep Kit for lllumina ( Code
No. AG12535/ AG12536 ) BRI ERRMEBMNMAMES Y IEEIHXRR, 1S

%O
HRBNE - 181EIRE ( Cycles )
1000 14~ 16
10000 11~13
100000 9~11
500000 9~10

> KWHER

A & #F#:

< DNA ZEHEXRA: AF-mEEEMRTERN DNA BERXFIEFER, AIMERARQH
#3J.i% DNA 2B 7 & AccuNext DNA Library Prep Kit for lllumina ( Code No.
AG12535/ AG12536 ) . AcculNext Short Adapter for DNA Library Kit ( lllumina)
( Code No. AG12537 / AG12538 ) . AccuNext CDI Oligos for DNA Library Kit
(llumina) ( Code No. AG12529 / AG12530 / AG12531 ) s HE &= fo

< EAEIFIF: Protease Inhibitor Cocktail ( Code No. AG21501 ) s H fth &3/
AMo

< WEERAEL: AFF@mIBBLRY DNA Clean Beads X fi-F DNA i2EXS %, DNA BERTE
WEEREZRIMAER, 0 MagSpherix DNA #iEk ( Code No. AG12546 / AG12547 /
AG12548 ) S HEABER ™M

< DNA ¥4 Agilent DNA 1000 Kit ( Agilent, Code No. 5067-1054) & Acu@1X
dsDNA ( B REE ) EEiRFIE ( Code No. AG12549 / AG12550 ) sk H b %™

—_—

Mo
< EWAEEN—H.
<  Hft#r#l: 80%ZEE, RNase free water, 0.2 ml RNase-free PCR &, 1.5 ml B
B,
2. U8
% PCR{¥. Qubit %31+, Agilent Technologies 2100 Bioanalyzer. #%i&ss. iRiEx
A DMEREEON. XZEME,

> BERE
A. A7 ECH
+ HAMERAARRGTE, RIESRRER T HIE S,
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RAESF: HRE 10X Wash Buffer. 5% Digitonin Solution, BE Buffer. ConA
Beads Pro. 10X ConA Binding Buffer #1 Protease Inhibitor Cocktail BX Y, =i&&
HRERER;

1X Wash Buffer Ei#ll: 2B TRES, BRRERES, BEHEL, MKkEHER
Ao (1X Wash Buffer Rt i&#HRMEMIN, 1 MREFEFEHAS0u]; MRS
B, RE—BEWAREE 1~2m; ESXIXFIMEE=50 u | X HARE+2 mI X #

B ) .
Aoy REEZ
10X Wash Buffer 10 pl
Protease Inhibitor Cocktail 1 ul
RNase free water 89 ul
Total 100 pl

1X ConA Binding Buffer Ei2fll: =B TREH, BRRERS, SFE0, MkL

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

Primary Antibody Buffer E2#l: =B TREH, BRREES, @820, Mkt

BEER.
Hor SRR
1X Wash Buffer 46 ul
BE Buffer 3.5 ul
5% Digitonin Solution 0.5 ul
Total 50 ul

B. ConA ®kiEL

1.

o > 0D

M 4°C EX{ ConA Beads Pro, ERBRBMASRIER, EHIAI WS, &
BR; WREY5ulConA Beads Pro 8 F PCR &+th, MEBEAMALE L, FHKkE LER
ABE(H2min) , HLFE,

MNEEHZEEET PCR &, A0 100 u | 1X ConA Binding Buffer, #2E/M$TiES

B PCREETHARL, HFAREFR (Y2min) , FLiE,

BEESH2~3) —&k

MEZHZEEET PCR &, A 10 u 11X ConA Binding Buffer E& ConA Beads
Pro, iITiRS), ERME&ER,
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(ES: MERENEAIRIETE, MREESTERNES, TRHATRIBEEK
T=B—ERE )

C. frukEsH

4+

W N2 g

— R EFEFEREFNTEGIAYMEHITER, NFELBHEZ, TSE<HF
2: AMZREE> FESBHEEZ. EXEREEER 10° ) HAE#TER,
UTREBEEARNIRERZ, MERAMNS NMHEARRRRIE, ATEEERE,
ERIEMBIFITE, RAMENARETHN 1.5 m BOEH,

ZEim 2500 rpm (600 x g ) B 5 min, JMOEBR EF,
EX 1 ml 1X Wash Buffer IAZEBAEHELES, BEKITES,

(EFE: MREBESITEARGERIE, AIAREM 1X Wash Buffer HE, )

2 i@ 2500 rpm (600 x g ) B 5 min, JLEBREF,

BN 90 | 1X Wash Buffer, #2RWRITIES), EEHA,

(EE: MRESNMEAREGERE, SERILHIEM 1X Wash Buffer E, E8
Oul BRFEEMSHNAEE, )

D. ConA #EZk-ZHpLE S

BY 90 u | ZBREREAR AN ZEFWAY 10 u | ConA Beads Pro 1, 82EIKITES],
EKFEK EZEBEMNE 10 min, &% 100 rpm/ min [ iE: E#ITHERS, WEE
B8R 3min #ITHIEIRS ., ENEEER, ISRIR <E. —nHE5%E>
—fmkEEA] .

E. —miBES%E
1. A Primary Antibody Buffer #&8—#1, BEWITIRSGE, MEK EEH,

by RMEF
Primary Antibody Buffer 50 pl
—H 0.5 pl
Total 50.5 pl

“a: —HIHEFEIANE 0.5~1p g, BESRUKIREABHEFENERREMA—HA
B, RSP mEN—HAlER 1: 50 ~1: 100 LR, —MELAZEREMH
—HARR 1100 %%, BREFE—HIRRE 1 50 #1THR,

2. BWELERK ConA BIK-ARESUREIWRITES, BEBEOCHARKEEZEER,

3. B PCREETHWALLHE 2min, FHMHKSRETENBR, MERLEHE,

4. MEEAZRERT PCRE, A 50 u| HBEEFNTUSH—HT, BERITES, ETHEIK
=RME 2h, 100 rpm/ min HE 4°C HE, TEHE.
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E: KHENHRENRS, #H-EAREAEEINE, AR THRARKK, AAHITT—F

RIERTBEEKITIES ConA BHk-MBESY.
F. pAG-Mnase && 5%

1. 1X Dig—30 Buffer @ic#l: =B TRZEH, FRXREES, FEEL, MKk LEEHE
&M,
Aoy EYVAYIS
10X Dig—300 Buffer 55 ul
5% Digitonin Solution 1.1 ul
Protease Inhibitor Cocktail 55ul
RNase free water 488.4 ul
Total 550 p |
2. F 1X Dig-300 Buffer #¥ pAG-Mnase, AR KEREWITIRAE, KLHEE
Mo
Aoy RN FR
1X Dig-300 Buffer 99 ul
pAG-Mnase 1 ul
Total 100 |
3. B—HmHETHR ConA K-S S WIEXRITIES, Y BARUEEE
Ko
4. B PCREETHARLEE 2min, FHHKSRETESER, MERLE,

NEENREBT PCRE

, O 100 u | USRI TEE ) pAG-Mnase, 3EEKITIE

5, EFERK 100 rpm/ min BB LB ARKEEER, 4°ClEE 1h,

[l:'EE" ‘T_JH.’.JI

WEZER,

RAfiEl < G. FEW > $BH Tagmentation Buffer, ]
6. 15 pAG-Mnase W& TR H) ConA #Ek-HE SMERWITIRS,
BETHALEE 2min, FHEHKESRETSESER,

HEROHE

lJ"L:‘%K:%J:;E o

7. JRN 200 u | B 1X Dig—300 Buffer, =& ConA #IA-HEE &Y, BEWITIRS,

EREMEE 3 min,

8. B PCREETH,AZL?2min, FHHKSRETENSS

EEJ’ 7 ) _/Ao
[E%‘f:
iBo |

G. hE#/

1. Tagmentation Buffer Bt :
BEER.

RRTRBEH,

l:l ] IJ\IE,\%IZ,%_J:;EIEEO

#E< G. FEW > $BAY Tagmentation Buffer BtiF Z i, =X E

BERERS, 85 s, Bk _EEE
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Aoy EYVAYIES
1X Dig—300 Buffer 38 ul
CaCl. Solution 2 ul
Total 40 pl
2. ¥ pAG-Mnase M E TR ConA #Ek-HMESYWREEZRITIRS, BEEOESE
WEZER,

¥ PCREBTH AL LEE 2min, FHERSREZESER, MERLE,
MEEHZEEEUT PCR &, S0 40 u | /4 # Tagmentation Buffer, ZEFRWITiRES],
SEED, BPCREETKERM 1h (5 20 min #TEERES ) o

5. Stop Reaction Buffer Bit#l: #BTREH, BEXRERS, BFEL, BKkLHBE

%A,
Aoy EAVAY
Stop Buffer 1.5ul
10% SDS 2ul
Proteinase K (20 mg/ ml ) Tul
RNase free water 5.5ul
Total 10wl

6. HHEBRLERG, ABRBBREWITES, EEE L0, A 10 ul Stop Reaction
Buffer £ PCR &/, EEWRITIRE, BEE Lo
7. BBUTERFE PCR {UHhi#HITHERULIERN,

EF nglz]
37°C 30 min
4°C Hold
H. DNA 2EX
SCIOHIAER:

+  SRTBET, WIREXKE, EEFEE 80%ZERK, BMEREE 4004l

+  HET, BHHREESEER (15~25°C) (HMEL30min) , #EAIEHERFE S RIER
SHiRAZ 5 min,

BRIEPR:

1. 50l LIEFBRUMBEREESES, MM 27.5u | DNA Clean Beads ( %k : H&
=0.55:1) , iRHEES 5~ 10 sec HEABKBREERITIES 10k, "HRiRYE, &
FED, ERFENEF 5min.

2. ¥ PCREEBTHNE S BEHERMEE, SEREEE (H2~5min) , AGRIE
BEEHA PCREH ( RBIEEEE )



Mmm Accurate Biotechnology (Hunan) Co., Ltd

10.

[ L& &N 90 u | DNA Clean Beads ( #Zk : DNA=1.8 : 1) , iRIER SIS ¥ ikaE

WHTRA 108, EiRERE 5 min

¥ PCREEEBELOHETHAEYT, FHREEE (A42~5min) , MNOBRLER

( IREVREER ) -

*¥F PCR BRALFHEAZEH, AN 20001 80%ZEziE &, ERME 30 sec, i

B EiE

BEESHWS) —R,

R¥FPCREWRABETHANRL, FETIRHIA3~5min EXZEE%RE,

+ RZEZRBR, MERRELLE; MRZERTETSE, eSS0 DNA BI5ER
WERRINTHEY, BEEEAELS TRUEER, BEMIRREAR, &K DNA
PERE,

HERER TS, 18 PCR EMEEAZEEEUT, B 21 ul Nuclease free water & =#43K,

FABKRVITRAMEE, =BMNE Smin (NREEKTRAR, SYHEKBEER

) o

% PCR &@EHE L, ETHANRESBHHMAERE, HEEKEE (W2~5min),

ABIRER 20 u | EFEZEFTR PCR B ( 1R BIREER ) , FTEBEHITRENNEME,

-20°CIRTF ( BWURBEHITIEY 18, EBRKERTFSE DNA EE ) .

DNA 3ZEZE
AR/ T #E3ki% DNA B2 EIRFIE AccuNext DNA Library Prep Kit for lllumina

( Code No. AG12535 / AG12536 ) Afil, *H1RENIKTSHI DNA #ITXEME, tRE
MEAs DNA B2Em, FERERRFMN.

(—) XimiEE /dA B

+ BT RATARRTIEK LR, BLE, EEEL, BRAEHMERKLEEA,
H b End Repair Enzyme Mix A& 2532 R RITIES, BWiRE. ERiXFIFEE
ZIRMERE] o

+ 10X End Repair Buffer ATaE SR ILIE, EHBIERSRESEINIE TR DB

1. Kk ERERIKEES /dA BRMERR:

Aoy RE#FEZ
10X End Repair Buffer Gul
End Repair Enzyme Mix 2ul
LR F Bt DNA® 15~20ul
Nuclease free water Upto 60 ul

*a: #7% DNA fIAER 15 ~ 20ul, INRLMAEEE 50000~500000 SEEMH,
<H.DNA 2B/ AT B b u | HARHITIRBEMEEEAC AR IK, FIERE KT

10
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Ih (S BRELTE, BAEBMERDH, ARBEABEIKET) o
2. ERBBFRBERRITES, EEE LD, AN PCR UH#HITREE, REERF
WT (RN ERNERF ) :

im A 18]
20°C 30 min
65°C 30 min
4°C Hold

(Z) BELER

+ BESRETERBAFEK ERE, BEE L, ABRSBERKITES (R
RimleiRss ) , BORMETKLEER,

+ IR\EARAEE, RAE Adapter BRZEENRES A,

1. BTIREKERTELEERNER:

A5y KR

Li& DNA RinfEE /dA EBiRmrE= 60 p |

Ligation Buffer 25ul

T4 DNA Ligase (350U /ul) Tul
Adapter™® 5ul ®
Nuclease free water Upto100ul

*a: {EH AcculNext Short Adapter for DNA Library Kit ( lllumina) ( Code No.
AG12537 / AG12538 ) , ARIHAE=EXRB TRERE Adapter, SRESA KRN

Ab ) Io
N BREL
M NE ( Adapter : RNase free Water )
10000 2:18
100000 3:7
500000 3:7

*o: X 4 NMEASEERHETURR (ERWEE=WMANE, &0 Adapter, B 5HEE
XHiZE) BRRAR, WA0u | FURBRMAZ LR <(—). RKinfEE /dA E
> REKT, ABRFRERREAIFE D,

2. [ERABRKR[EZWITES), ®EHEL0, AN PCR UHRHITRE, REERF
T (RINEERNERF ) :

mE f 18]
16°C 30 min
4°C Hold

3. RMERBEBFUHMETKLE, FA#ITALSER, B~ Y-20°CERY
7 (ABE% DNA B&fE, BZBIRRHAITEEAEUTER) o

11
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(Z) =&AL

{ERwERLEL DNA 7=, #EER 1.0 X ( #3k : DNA=1: 1) MagSpherix DNA
Beads ( Code No. AG12546 / AG12547 | AG12548 ) i#t1T4ik, S BRIT:
( an{E A EMhEER, BIUEREERIRERLLF), )

SCIORIES:
+ BXREIHr, WIRIELIEE, EEFHEEN 80%ZERE, BN HEREE
400 u lo

+  SNIRET, BHHKREERE (15~25°C) (MEZ 30min) , EHECG#IRTE
SIREIRH IR S129 5 min,

BIESHR:

1. &AM 100u | EMEZZRAIERZE LiA 100 u | DNA F=#10 ( #ERETR : M
M =1:1), RERES 5~ 10 sec HEABRF[ERBITIES 10k, RHRE
B, EEgEL, ERNE 5min,

2. #PCREETHNRELSBHEAMRE, FBRRESEE (A2~5min) , Jul
B LEE ( BRBIBEEE) -

3. R¥FPCREBWRALE#NIZELE, AN 200u180%ZEEARK, EiRMFE 30 sec,
IMNOFERR BT

4. BEEFTW3I) —Kk
R"¥F PCR EWMABETHMANRE, FETIRHEL3~5min EXLZEERE,

+ RZEBRRABM, MHRRELLE; MRZEBERTHRETE, IESE
M DNA BB E R0 TiiFkie, BEEAREL S TREER, BRUEk
FREFH, BEIK DNA ERE,

6. HWERERT/E, ¥ PCREMEEAZLENT, A 21ul Nuclease free water Bz
HiEE, ERABRSBVITRAMER, ZRNSE 5 min (MREEXTEFR, 4T
KWErE )

7. BPCREEERE L, ETHMAEL, "EHMHMNEEERRGEE (W2~5
min)o

8. /NVDIREX 20 u | _EiEEBEIFR PCR & ( IRBIREER ) , EE#HITSE <

() PCR 3CEH 1 >-20°CIRTFo

(M) PCR X EeH 1%

+ RS RETERRKFIEK LR, BMUEEESE D, ABRFEIRITES,
BLEMETKEER,
1. RTREKERS PCR REMAER:

12
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Hoy &R
iR 44 DNA 741 20l
2X AccuNextPCR Mix Il 25ul
i5 index Primer*® 2.5ul
i7 index Primer*® 2.5ul
Total S0ul

*a: i5/i7 index Primer R[{# A AccuNext CDI Oligos for DNA Library Kit ( lllumina)
( Code No. AG12529 / AG12530 / AG12531 ) st E &= mo

2. ERBRFERVITES, @EE D, ZBMAN PCR UH#ITRE, RNERF
T (TRAEERNER ) :

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

4°C Hold -

*a: TRAEFHIEY EEALY, SEITEBCHERYHITRR, EREXETE
ETR T, REEZRDVIERY, BREINEREXE,

HHBRNE #IBHEIAEL ( Cycles )
1000 14~ 16
10000 11 ~13

100000 9~11
500000 9~10

3. RMERBWIAHITEESANSTR, WANGT E~%-20°Cid R AFH-80°C
F®FE—THA (A% DNA [, ZBURRETELSE) o

(&) XEEZ4

s FAREERLE1L DNA =4, #HEFER 1.0 X ( #43k : DNA=1: 1) MagSpherix DNA
Beads ( Code No. AG12546 / AG12547 | AG12548 ) i#174{k, SHIT ( t{EA
Hitwizk, BUURRESEMHIELLH]) .
SRR
+ GRIWH, FIREXIRE, MAFEN 80%ZEER, SIMEREE
400 p 1o
+ LIORET, BHIRMEZEEER (15~25°C) (MEZ 30 min) , ERARE#I
RRRIEIRHIESZ 5 min,
BIESR:
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1. 1% PCR ¥ /=& =0, AN 50 ul DNA Clean Beads #%kZ 50 u | #Y
PCR # 3G~ ( #Zk : DNA=1:1) , iRHERS) 5~ 10 sec HEABKRE
EWITIRE 10 X, "HRAE, @gHEL, ERHENS 5min,

2. BPCREBETHNLE J:ﬁﬁﬁéﬁfﬁﬂﬁﬁﬂi FRREERE (892~5min) , i
B LEFE ( IRBIBEER ) o

3. ¥ PCR EWR&ER#NZELE, AN 200 ul 80% 28, EiBIEE 30 sec, /i
BHLEiE,

BEEHYR3I) —Ik

*"¥ PCR BRAETH AR L, AETIRIEK 3~5min EXLZEBERE

+ L ZEEZREBR, MEBRRELLE; MRZEBEXRTETZE, T‘ﬁ‘%%?ﬁﬂl’] DNA
HIGER R R I TR, EFEAREIT N TIRER, BRuXRE
., F&{% DNA ZEBER,

6. WARERTE, 1% PCREMN#AZELET, M 21ul Nuclease free water B
HEER, ERBRIBMWITIES®EER, EEME b min ( NREHTRAH, ELHE
KEEE) .

7. B PCREREREL, ETHMARL, SBURMREESIBRRES (YW2~5
min).

8. /NLIREX 20 u | EiEEBEIFE PCR & ( IR EI#EE ) , —20°CIRTES

J. XERERN

1. B 2pl 4L/FHE, EA Qubit kit AcuQ 1X dsDNA ( B REE ) E=ik
& ( Code No. AG12549 / AG12550 ) il X EEiRE . EFRIEESRUAH,
2. EU1ul 4k /FryscE, 1/ Agilent Technologies 2100 Bioanalyzer #1 Agilent DNA
1000 Kit ( Agilent, Code No. 5067-1054) #& X EMDHEE., BEEIREEESR
WEAH
3. MUHIEBRE, SFFEKREKXRTF 10ng/ul BIXEFEY, FEBEX/NYTHE 200 ~
1000 bp SEEIA, ¥R EEAT ilumina £&MNF,
1) AEEBIHREREAZMEERMSR ladder KEF0M, HRETFRZN
K EEAER ladder RKETHFARE, XEMFENR/MEHNERESHSEAR
EHEEAMEER.
2) MFFZRNFFEBHEE, EITEESH, 7 IGV (Integrative Genomics
Viewer ) & FENRFESHHUENESEE,

14
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> SEIEpl

1. ERAAFERT K562 Cells #1TXEME, ABMER 10°), JEERERE 13, FH
H3K27me3 $if, Xi32EE#1T Agilent 2100 Bioanalyzer #ill, 45T EEIER 2IHATIH
Ladder X9 #%, M TERR:

160
140
120
100
80
50—
40
20

] -

20

s o
& 2: Agilent 2100 Bioanalyzer 3 FE < EE &l
2. ERAAFSMARMEME (1x10°. 1x10°, 5x10° Cells ) K562 Cells #1TX E#I#E,
£ H3K27Tme3 fiifk, EREFRARHMEMFAIREBRFHNNFEE, TSSEEUK
IGV MIEERILS, MEMNERMNSEHEESE, N TEMR:

437) 4.5 T genes
4.0 4.0 5+
3.5 enes 3% enes .
3.0 4 304
2.5 4 v - 3 v
3.0 TSS 3.0kb 3.0 TSS 3.0kb 30 TSS 3.0Kb

gene distance gene distance "gens distance
1X10%Cells 1X10°Cells 5X10°Cells

E3: TSSE&HE

cht?

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

L4 MSHO ASED MIRSIZ ETART PR REC o o [T UNCOTB41  MOATS LRP1B  ORG4

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

812 I0H1 VWCZL EPHA4 NPF  ALPI

E 4: chr2 IGV £/ME

15



Mmm Accurate Biotechnology (Hunan) Co. , Ltd

> FmiEEEM

1.

CUT & RUN iZFEHE]
< 5 ChIP-seq #iE, CUT&RUN X ZEATFL£ERATEEHNA DNA-EAREA LA S
WMAZQEIGNR, ERFETRLECRRENERD, NFEETLACRERESKX
# H3K27me3, HATHARHEREFH, EREFHNEERRESSHEXE~EHIE
b AEAEIHH RN EER, BRBETRSIFNNERBIES LR,
ConA Beads Pro £&& ARk 2
< ConA Beads Pro XKEM I EEH A AL S MMEMMAMZIERDNEERD, AME
ELAE, BilLERE W E P Ama kR,
DNA 2B
< DNA 2ER RATEEAS BT # 1 21H0 DNA EU B X EE A DNA BI5% 8, FTilERE
BRREEMENF EHITIN, FEUWER ZEIEEHRIT DNA RE, EAZER
TEIEIRENA) DNA BT T8, HRHKALEEBRERESADNA, BEERNFE,
PCR ¥ {BTA R 5 ik 1%
< EFRENEIY, HBROAKETEHIEENY, EXEF22BHRR TREIREH D
M,
e PIBTEIRENTE, FAESEN PCR HEMRIFESB X ERE TH,
¢ PIEEREER, SSBEXEFEAR, ¥MESENUFER.
< AISERRABBFENBREHITIR, EXEFERE, AN 2 ~3 4 PCR &
BEATIR
CUT & RUN KT EES fsE E
» FERTURAZEAEG. BRETE, XTAEAMBIGRE, BEAEZIMEHER,
NERK, BEEESREEER 20 ~ 700 bp B insert KR, 0 LmHAINE3I
MEFSIZ) 140 bp, XEREXIEA 160 ~ 840 bp; HEREFHNXERERRE, £E5
A ATIAMIEE 20 ~ 550 bp HY insert FER; XM FABEMWERER, BZEMUENEF
E, THESEEEARE; MXERBNANREEANEIERX,
—RUFSHESH
o —RREFHRMEF (2x50bp, 2x100 bp. 2x150 bp 7] ), FHIE=3~20M
reads ( 1~6 G #{IEE ), AIRFVFHERAKX/INAE, Gl ANRERENMNAELE
i, EFEIHNEF 2% 150 bp, 3~5 M reads BEEBE S A PR EFREL, HhE
HERIVSJMEAFERRA, MEURESNFHIEE,
< CUT&RUN mitfE EMEE N BMES T/MER B, BT IILLATE REE
BAINRE, W <700 bp, EHFEEEBAAIARRXA <350 bp R,
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% {# A Bowtie2 #1TFFLLXt, #EFF Bowtie2 S#: bowtie2 —-very-sensitive ——no-
unal ——no—mixed ——no—discordant ——phred33 —| 10 =X 700 -x [Z&35]] -1 [R1] -2
[R2]o

% Callpeak B, BHF&E Input X8, BESX, #HEEFFER MACS2 S84 callpeak -
t [treatment.bam] —-f BAMPE -g [ E R AKX/ -p 1e-5 -n [HiH BT4R] ——keep-
dup all, ERHHEFEEZTARERIZITHESF SEACR, FIIAE GitHub ET#

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

< IREH peak XHFTATREMERATRE. Motif 247, AIMKE, AIER HOMER

WEESHITHH, W annotatePeaks.pl #1 findMotifsGenome.pl T&,

> B#F 1: AccuNext CDI Oligos for DNA Library Kit ( lllumina) 845 &

D501 12ul 12ul 12ul o
D502 - 12l 12l ®
D503 - 12ul 12ul o
i5 Index Primer | D504 - 12ul 12ul o
( D501-D508 )
D505 - - 12ul o
D506 - - 12ul ®
D507 - - 12l ®
D508 - - 12 ®
D701 5ul 5ul 8ul o
D702 5ul 5ul 8ul o
D703 S5ul S5ul 8ul o
D704 5ul 5ul 8ul o
D705 5ul 5ul 8ul o
i7 Index Primer D706 Sul Sul 8ul ¢
(D701-D712) | pyo7 5ul 5ul 8ul °
D708 5ul 5ul 8ul o
D709 5ul 5ul 8ul o
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)E3{5 21T :

i5 Index Primer for lllumina

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 B i7 Index K3,

Sample Sheet ¥ / MR Index K%
NovaSeq 6000 v1.0 NovaSeq 6000 v1.5
an 5148 Index FE3Y reagents, (l\]/IiSeq, HiSeq | reagents, Mi(:1iSeq, NextSeq,
2000/ 2500 HiSeq 3000 / 4000
D501 TATAGCCT TATAGCCT AGGCTATA
D502 ATAGAGGC ATAGAGGC GCCTCTAT
D503 CCTATCCT CCTATCCT AGGATAGG
i5index | D504 GGCTCTGA GGCTCTGA TCAGAGCC
Primers | D505 | 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 | D707 | AGCTTCAG CTGAAGCT
D708 GCGCATTA TAATGCGC
D709 CATAGCCG CGGCTATG
D710 TTCGCGGA TCCGCGAA
D711 GCGCGAGA TCTCGCGC
D712 CTATCGCT AGCGATAG
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> BiR 2: dRaeyEE

EER TWEMEE, FRAMNEMEREBTREAR—K, HITHAMITE.

2. EIXErEHEMMEMET 1.5 ml Z0EH, 2500 rpm (600 x g ) EiRELD Smin, L
iHo (EE: dRERVR, WRERBMMIE, ABEF ERBRBIMM, BO
AAEEOCEREMRIE, REFH, AEEE, ENENERAERK, HREVER
. )

3. BAEEAMAN 100 p | Lysis Buffer ( ATEFEMAN 0.2 u | B9 5% Digitonin Solution ) , %
WFTiRA, K EHE 5 min,

2500 rpm (600 x g ) EBE:L 5min, HLEF (FEFAERIHEZ ) -
BN 90 u | 1X Wash Buffer EE A%, ERMITIREAFMANZEFLE ConA Beads
Pro i [ BHHER <B. ConA BEREWL >]
6. KEEARZEERME 10 min, & 100 rpm / min,
ERIR <E. —mWEE5K% > #TIH,

FARZH#HLL: 400-767-6022
HAESEER www.agbio.com.cn 19




