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> FEmitid

AEmaEEXT illumina BEENFFE&FLZBET CUT&Tag ( Cleavage Under Targets
and Tagmentation ) AR FEHZREEHRS DNA EEHIXFAE, BETESR ChiP-seq %
R, XFEREFHITERERNBEITH ., B ERSEBSR, BRIEEMEHE, EEXREAE.
M NER. IEBRAED . XERES. FRIELSESS, ERTERAST. THE. i
BEEEEMHRYBEFTUHIHAR.

CUT&Tag B —H# AR R DNA-FERREER A, /A T 5 Protein A/IG Bi& R Tnb
¥ EEg, 7 Protein AG SIS THRAEMENMESES, #15 Tnd REMKREBIEE BAGL ST
BRI, ERT4AY1 TR DNA i EZRiNF BT RBER S Sk F 51, BE2iT DNA IREUG#T
PCR # &R 4L BRI B A TNFRXE, 2N RRESHEIRIEAR DNA 58,

AEMAREERED THEORL, ZTRPAEIRTEERARTRPRERN, TEWHE
ERAREEASSAEMNERREREATRPES, UERBAFHIRER, WESK,
BAEHITRIE,

> RIFRIEH

{RTEBE: Package 3-1 -80°C ®7F
Package 3-2 4°C #1F (B HEL )
Package 3-3 -20°C {£%F
: Package 3-1 FikizH
Package 3-2 kEEiEHy
Package 3-3 FikzE-20°C KEEiEH

f’ll
=
=[]
Kt

> FFméAsn

Package 3-1 A4 (-80°C &RTF) :

. AG12563 AG12555 AG12556
A5 B (4rxns) (12 rxns) (48 rxns)
pA/G-Transposome Mix 4ul 12ul 48 u |
Package 3-2 AT (4°C &R7FF) :

AG12563 AG12555 AG12556

4 R
kL (4 rxns) (12 rxns) (48 rxns)
ConA Beads Pro 20l 60 ul 240 u |
DNA Clean Beads 660 u | 1mlx 2 pcs 8 ml
10% SDS ul 24l 9Bl
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Package 3-3 A4 T (-20°C &%EF) :

e g o
Lysis Buffer 400 u | 1.2 ml 1.2ml X 4 pcs
10X ConA Binding Buffer 100 u | 300l 1.2 ml
10X Wash Buffer 1ml 1.6 ml x 2 pcs 1.6 ml X 6 pcs
5% Digitonin Solution 28 ul 80yl 320 ul
10X Dig—-300 Buffer 220 u | 660 u | 1.2ml X 2 pcs
BE Buffer 14l 42 ul 168 u |
MgCl. Solution 8ul 24 ul 96 ul
Stop Buffer 6ul 18 ul T2 ul
AccuNext PCR Mix |l 80yl 240 p |l 960 u |
Proteinase K ( 20 mg/ml ) 4ul 12ul 48 u |

ER: AccuNext Fs k= EEE LSS (lllumina) ( Code No. AG12532 / AG12533 / AG12534 )
AXRBWBHRF, BEFmPREH, FEAMNUEI, AccuNext FeREEEETEELS54 (lllumina )
H1E S RHER 1,

> LIS RE KRR

BEMBATIEEB#IE ( ConA Beads Pro ) BB EAE#IAERE ( JEEHAEBIRS
MAmpRS AR R EAEE S ) , AAEFIAiFE 2% ( 5% Digitonin Solution ) &1L Z8A,
ZWE. EREE—H. ZH K& pA/G-Transposome L& ARG A, AN Mg™#i&E Tnb &
FERTETE, {E30ER DNA # /BRI i Lo FEk, &G4 DNA 285 PCR
YIERBNFF XE, MFESTEFIREHERAAN DNA R, B 1 ERERBHNXELSM,
B 2 RREIREE,

5’ ~AATGATACGGCGACCACCGAGATCTACAC-i5 index-TCGTCGGCAGCGTCAGA
TGTGTATAAGAGACAG-NNNNNN-CTGTCTCTTATACACATCTCCGAGCCCACGAGA
C-i7 index-ATCTCGTATGCCGTCTTCTGCTTG-3’

FE: -NNNNNN-: RRBAFES,

P5 5 Read1

Read2 7  P7
Bl 1: XELH
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ConA Beads5 4REa4: Living cells preparation
& (0.5~1h)
i J. +1stAntibody

[%ﬁ—ﬁ (F&EH2h) }

l 4
[ #Fa—#H (1h) }
l vJL\» + pA/G-Transposome
A .

[DA!G—Tn5 mE (1 h)}

i JL +Mg?* ( Transposition )

KB4 DNA (1.5h) v A A
) i ’ JIEEME&M é =
( ) ! WEH

DNA 2B (0.5h) Extract DNA
- I ) roooa TP R imaood -8 wra

By (15h) PeR é REEE A

B 2: XEHERE
> FEEmfi®
1. FEATF illumina MFEFE: BEST ilumina £k, #EHK DNA XEFTEEH#HIT NGS U
Fo
2. WRESEEFEDMES: AT 100~10° AR IS EiHI TR
3. 5RtE: BEREESR, XRES KT,
4. BRMEEHR. SEMIKZIAgL, BEGERERE,
5. pA/G-Transposome Mix THAEE: pA/G £iExtR. RESMRBENMEEG ILHE

Folk, FEEAEAE; LR Tnb EBREBS RN, HERATIEIEE DNA,
6. MFRET: MUMWPCRYEER, NFHERES,
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> FAEREN

1. BirSHRER

<+ KEEEH, EFLRR. BRENOENFERLEFR,

o AFEmAPRRA, MARGFELLBREMZBRTENRES, BRIXFIWTHE,

<+ ERGSEMIBHNZNGEER, BUHIERSX: KARHK (BIUREXLFEIER
] ) « BRFEMK, PCRYBX., AU RFEKENEX,

< EWIRPEEEHIE, BAXEHRER 70%ERFERFEEIRAHE, KKTED
INDRSEMITAMX A RES, BRFm RSB, AR VBRETFE, BlE
BMFE; ABEERE, MAVAKS 70%HEBER

< BRER, BUGZERMEXR ( Ak ) 258, WALBERETH,

2. fARARIEE

* KFEmER THILZAR, KBEEWAEREN, RTHEREERRE, &
BERS DNA EEHRESRENE, EEELRM%, DNASXKENRELX, &
FEH DNA ER S I R REHI BRI EN BB ERRERFS, SWMIRERNHIE,
BIAREANMET 90% (BAEETIAREHERERERE ) , LRIEPRARE
BRELIEMAED,

* AFERIERAT 1000 BENMME, MAEEBAE., HEEERE, BEAFELR
REHEFMEWER, B, XRPEFRFNREARBEHATEE, EHERER
BRERT, BUUER 10'~10° MM 1TER,

< CUT&Tag %4, —MREZREMTENHILZMAMAITERG, WarUEREmt
178, MFLBEEMREZ, AF-mPRET —MERTE N3RS B A%
HIRMEIR Lysis Buffer [ I&% < MR 2: @RZOEE > AEsEHERZ] , BT
MRBHAER, FERE|EALIEESENRBES BEBZHTTE,

+ HEMENHIYAER, EIERERABEITER,
+ BRFFHEIYANE, EUHTHRRZSE, ERARZEITER,
+ EEEVAR, BYSBRERKRE, SEERZETER,

3. HiikHIERE
» XF—i: REIEREFE ChIP fnlk, :miF24is ChiP-seq. CUT&RUN = CUT&Tag
WIEIRHR, RS ENEZERR ChIP &Hifk, FTRAZK Immune
Fluorescence (IF) Z&3IAIHE
< IFTH: BIGERS Protein A/IG EMABSBEARHEIGH N, BIFN_RTES
TR Z ML PESSMN Tnb FHEEEMTIE]; AIAS%E < MiF 4: CUT&Tag LIk =
NEFFER> EERER N,



Mmm Accurate Biotechnology (Hunan) Co. , Ltd

+ TELIITEDRNIZIEE—ARMIE, EBEWZERM—, EEMAZHRingE
BEEHIEIS AR, ARAEEN LG HTERERFEIESRETIR,

4. ConA ®&Ek
< ConAMHKESTH, BEKMNEEZEREETSH,

5. BEEEEM
o XWEBPEREIWESR, ATERE: ERBEIHENE.
1) —REWEKNE: KFERKRWFEEEIE 100 rpm / min, BFEZBEEEF, &
REIZEZ; MREREEERE, AHITEHEHED,
2) #HENE: SmREIRAZE, ERHABERT; R ConA K- HMESYEE
FERNER, FIREGERST, ERE 30 mn FEERI—X.
o —HHEARERETHHERE 4°CEE T REEE 100 rpm / min Bk FEKRK ER
WE 2h,
< £33 Digitonin Solution E{L /ERIMERE AMESS, ELLEMNZA R EXTHMmE b2
RriZi2sR, B REREGEE L, BERZIRITIRS, EA, Digitonin Solution
FHESE, TREEPEIZEIWVITES, BEFEXESIE,

6. IR ALK 6E A
<+ HIRERRETEEERR, SWARSSHEKETRE,
& WIMERBTRHRESIRHIES, DNA HERMANEIKENRIES#KT SRS
< WREX_LiBRY, MR EIREETR, MRl ERE,
<+ 80%ZEZM I FABLEL, B % ZEzIRER(RMZmEYL,
<+ HIRERTRE, SOXZETREARSSHMELERN, THRITIEXSSH#MIRTR
T AR = E &

7. PCR &0
< XfF PCREWE, RN EE#HE EVREIHET, REMEET BRI, BFEE
5, JRSSEERERE, RIFEEX. S 0ERBMEFEERER, AREARR
AR ER R RH TR
TRER 293T #1 K562 48, EAPFEFERZENAES ( H3K4me3 F1
H3K27me3 ) #ITKIRRABHARESY IBRIABX AR, AIS%E,

AN E Y 1EEIREL ( Cycles )
100 20~22
1000 17~19
10000 14~16

100000 12~14
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> LIRS
1. R & E=H

0
0'0

0
0'0

0
0'0

R/
0.0

illumina MFE#HL514: AccuNext ¥ EERZEREERELSI® ( llumina) ( Code
No. AG12532 / AG12533 / AG12534 ) s Bt &3~ m;

FEABEEIHIF: Protease Inhibitor Cocktail ( Code No. AG21501 ) s H fth 357
Mo

ikEER: AP EEEREETEE DNA RIS XE4i, mFENiE, FEBH
fEEk, BiIUER MagSpherix DNA #;Ek ( Code No. AG12546 / AG12547/
AG12548 ) s HMER M,

DNA 4t : Agilent DNA 1000 Kit ( Agilent, Code No. 5067-1054 ) & AcuQ1X
dsDNA ( SR E ) E2iRFE ( Code No. AG12549 / AG12550 ) s HAth &%k
o

XEAMEEN—NE .

Hib##l: 80%ZEE, RNase free water, 0.2 ml RNase-free PCR &, 1.5 ml Bl
BE,

PCR 1. Qubit %33+, Agilent Technologies 2100 Bioanalyzer. #i&gs. RiEHR
A NEILEEEON. XFERRIR,

> BIER X
A. AT ELH

*
+

AR AN RNITE, RIFEZERERFITEILGIE S
R ETE 10X Wash Buffer. 5% Digitonin Solution. BE Buffer, 10X ConA Binding
Buffer #1 Protease Inhibitor Cocktail BN, =EBRLBAREET S,

1X Wash Buffer B#ll: =B TREH, BRRERES, EHHL, BUKL#HEES
Ao (11X Wash Buffer BR4RRESE IR SRR, 1 M REFEMFEMA 550 ul; HHAEAYSE
HEEHRE, LE—EHREE 1~2m; BE8XXFAEE =550 u | X HEAH+ 2
ml X HEEE ) o

Hor SRR
10X Wash Buffer 70 ul
Protease Inhibitor Cocktail 7 ul
RNase free water 623 ul

Total 700 pl
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1X ConA Binding Buffer B2#ll: 2B TREH, BRERIEES, 8F5L0, HMkLE

BEEA
Hor SRS
10X ConA Binding Buffer 25 ul
RNase free water 225 ul
Total 250 ul

Primary Antibody Buffer Bt#ll: 2B TREH, EFRERS, @EE0, MktE

FBEER,
A5 SRR
1X Wash Buffer 46 ul
BE Buffer 3.5 ul
5% Digitonin Solution 0.5 pl
Total 50 pl

B. ConA BEkiE{L

1.

o > 0N

M 4°C BXHi ConA Beads Pro, ER#BRRB RS RIER, EHIRST ML, T4
B; UXEX 5ulConA Beads Pro 2 F PCR &th, MEE# AL L, #H#IkS LER
SE (42min), HEF,

MEEHZE BT PCR &, SR 100 u | 1X ConA Binding Buffer, B#2E/MRITiES
HPCREETHANEL, HAKESE (Y2min) , FEF,

BEESE 2~3) —&k,

MNEEHZE LBV PCR 2, SR 10 ul 1X ConA Binding Buffer E& ConA Beads
Pro, RITiRS), ERMEER.

(FE: UERENMERNBRESZE, MRESSIERNBEEE, IS ENEBER
E—HRE, )

C. Afuk®

+

w N2 E

—REFFEREFNTEHIANYMAMRHITER, NEESBHEZK, AISE<HT
2: MREZNEE> AiESBHEEZ. BREREZEER 10000 M HE#HITER,
T 2RBREARNIRESZE, NHEEHREN SN ERBEMEE, TEERE,
EREMBIFITE, RAMENARETHN 1.5 m BOEH,

2 & 2500 rpm (600 x g ) B 5 min, /IOEREFE,

EX 1 ml 1X Wash Buffer IRANZBHERI B LEF, BERITIRS,

(FE: WRERSNMERSERME, UREM 1X Wash Buffer BE )

iR 2500 rpm (600 x g ) B 5 min, JbERR EF,

SO 90 w1 1X Wash Buffer, BEWITIES], EE24MA,
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(EE: WRESNMEAESERME, FERILHIGM 1X Wash Buffer BE, £5
MulARFEEMFHHEBE, )

D. ConA Wﬂi 2Hﬂﬁ—m (=]

1.

2.

BY 90 p | A A AN N ZEiE{4L R 10 u | ConA Beads Pro #1, ZFRWITRES,
FEKRFERLEZRE®E 10 min, #iE 100 rpm/ min [ iE: H#THERS, WEE
BE 3 min HITHEIRS, EFREIRER, ISRISR <E. —nWNE5%E > &
Bk tEEA] .

—HREE Sk
F Primary Antibody Buffer ##&—#t1, 2EWRITIRAE, MEKXK L&A,
A5 SRR
Primary Antibody Buffer 50 pl
— 0.5~1 ul®
Total 50~51 ul

*a: —HMEFIAE 0.5~1 g, BESRAEIEABEFZNERRENN—RY
B, KIS TEM—HANZE1:50~1:100 tl:ﬁlﬁf%*%, — i E RAEEEN
—HARR 1100 %R, BREFE—HRE 1 50 #1THR,

HME LSRN ConA HiZk-HMESYREIWITES, EEBROEARNEZER,
HPCREETHARLEHE 2 min, FHHKRESREZESER, MERLES,
Muz AR EET PCR &, A 50 u| HBBIFHTSH—i, BEKITES, ETE
RERME 2h, 100 rpm/ min 53 4°C #E, T&HEE,

F: KEHENRENS, WS- ARESERSNE, AR TRAORRM, F#TT

—IRIERTBRRWITIRS ConA BiZk-HHRE AW,

“hmE Rk

Secondary Antibody Buffer Bi#ll : =B TRAECH, BEERERES, EESE0, Bk

LERRE&A,
Hor SRR
1X Wash Buffer 495 ul
5% Digitonin Solution 5ul
Total 500 ul

BRERTRHE L, BEWITRARE, ek E&H,
Aoy SRR
Secondary Antibody Buffer 100 ul
—_m 1 ul®

Total 101 wl
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MBHEFMANLREAR 10 p o/ml, BEHENZHIRER 1: 100 LLFIFHRE,
3. B—HHETHE ConA K- AMESWREIWITIES, EEELOEBRKREEZE
Ko
¥ PCREETHAELEE 2 min, FHIEE 'ﬁﬁ!iﬂixéﬁ%}: AR EE,
MEEAZEEERT PCRE, A 100 | BUSHMHEREN _Zin, BEXWITRY, BT
FEEK 100 rpm / min, =BHE 1h,
[EE: ERPRATESH <C. HEFLESSEF >TRPH 1X Dig-300

BUffero ]
6. MEKLITPCRE, ETHMARLE2mn, FHHKEREZESER, MAER
J:;ﬁo

7. MNEEAHZELEUT PCRE, A 200 u | B9 Secondary Antibody Buffer, E& ConA
WMEH-HmEEY, BRXWITRES, ZERFE 3min.

. #RE¥% PCR ﬁﬁ:ﬁ'z‘éj] 2t 2min, FHERSRETESER, MVERLEE,

9. EEVRT) —
[EE: & Jtl:y BAELH < G. BEGLEESH%E > $ B pA/G-Transposome
Mix, BLZERREFZE, AEXRLE, ]

C. REGEAE5R%

1. 1X Dig—30 Buffer Bl : =R TRIEEH, BFRARERS, EEH L, HKEHE
M. (FATEME _HuIRRAPEF )

Hor SRR
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. pA/G-Transposome Mix #%F: B TR#%HRE, ABRBEIRITRS, MEEK

F&A,
Aoy EAVAYIES
1X Dig—-300 Buffer 99 pl
pA/G-Transposome Mix 1 ul
Total 100 pl
3. BN ETAE ConA #Ix-HAMESMREIEWRITIES, EHHEOERRKEEE
Ko

4, B PCREETHWARLFHE 2min, FHHKERETESER, MERLES,
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5. ME;HZELEELT PCRE, M 100 u | BUSHIFHERER pA/G-Transposome Mix,
REWITIRS, BTEK 100 rpm/ min, =EFHE 1h,
[FE: ZESEAUES <H. FEWN > $T,A Tagmentation Buffer, ]

6. MEKLEETPCRE, EF#ANEL2min, FHHKSHERESER, IMOER
LiE,

7. fm 200 u | B9 1X Dig-300 Buffer, E& ConA #Ik-HEEEY, BEEWRITIES,
EiRE 3 min.
#% PCR ME?MJU 2k 2min, FHERSRERESER, MMOERLEF,
EESRT) —
[EFE: E<H. H‘Eﬁﬂi > 3B H Tagmentation Buffer BEiFZ B, AEXRK E
iwo |

H. FE

Tagmentation Buffer &2#l: =B TREEH, BRRIEGES, EE50, Mk
B, (TUEMRSEEEIERES )

by YA
1X Dig—300 Buffer 38 ul
MgCl. Solution 2 ul
Total 40 pl

BEEEFETHR ConA BBk -HEE S MREEWITRS, BEE0EBRKEE
BlKo

HPCREETHANRLEE 2min, FHEEERETENER, MMOERLEE,
MNEEAZEEBT PCR &, SN 40 u | F/4 B Tagmentation Buffer, #2FEWITiES],
SEEL, BRBUTERE PCR UH#HITHEXRE,

EF 8]

37°C 90 min

4°C Hold
Stop Reaction Buffer Bt : 2B TXREH, BRAKES, BES50, HKkLEEHEE
#H.

Hy REEZR

Stop Buffer 1.5ul

10% SDS 2ul

Proteinase K ( 20 mg/ ml ) Tul

RNase free water 55ul

Total 10ul

10
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6. FHEBLERFMAN 10 ul Stop Reaction Buffer Z PCR &1, BEWITES, &Y

B,
7. REBUTERFTE PCR {UH#ITHERMULIER R,
EF it 8]
70°C 10 min
4°C Hold
|. DNA $2E
LIORESR:

+ HREWHET, FRIEXKE, MHEFEHN 80%ZEAR, S MHEREZE 400ul,

+ SCIGRT, WHIKMEZER (15~25°C) (HMEZ 30 min) , FEREPEHERTES
RIEHRHIEZIZY 5 min,

BELR:

1. B 50ul &IEREBUHEHEREER L, A 100 u | DNA Clean Beads ( #Ek : # &
HILEBIA 2 : 1), RHERS 5~ 10 sec {EABR[EEZWITIRS 10k, RHIR
Sk, BEHL, ERHFENS 5min,

2. B PCREETHMARLSBHIRMBE, HAREFR (H2~5min), M
B EE ( RBEIEER )

3. {R¥ PCR BMR&AMANZEL, A 200 pl 80%ZE, =iBME 30 sec, /AL
EiE

4. EEFTE3) —R,

"¥FF PCRERABETHANRL, AETHHHK 3 ~5min ZEXZERE,

+ TZFE%REBR, HEHRRELLE; MRZERTRTE, FIESEI DNA B
MM ER I THFER, BEETETH TR, BRURREAR, &
X DNA %BiEsE,

6. HERRRT/E, % PCR BN/ EENT, A 21l Nuclease free water 254
¥, EABRSEITEOMEE, ERHE S min (MREHKTRAN, EHEKFS

BFiE ) o
7. BPCREZEEEL, ETHAR LS BHIRNRE, BERBRES (92~5
min)o

8. /AMDIRER 20 u | EFEHH PCR B ( Z1REBIREER ) , ATEEBITRENEY
H, -20°CARTF ( BIRIRFITCEY 1E, BRKPRFSH DNA KRR ) -

11
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J. XEEH I
1. REBTREH PCR REER, BEES, BB,

Aoy SRS
REWX™Y 20ul
N5 index Primer™® 2.25ul
N7 index Primer™ 2.25ul .
AccuNext PCR Mix I 20u °
RNase free water UptoS0ul

*a: N5/ N7 index Primer A[{& F AcculNext ¥ FE{R i EiEBL#L5] ( lllumina)
( Code No. AG12532 / AG12533/ AG12534)

*o: AITEK ERX 4 NESERBEIRTER, ABR[ERERRITRS, SRARLE
R, M30u| FURBMAZ LR FBRUARNER, BREZRITRESIFEESH
1o

2. B PCREETPCR{H, METUTRNEERF (RENRERMNIEF ) o

i B[] BINEL

72°C™ 3 min 1

98°C 30 sec 1

98°C 15 sec } N

63°C 3 sec

72°C 2 min 1

4°C Hold 1

*a: WHAAER, FERAFWHIETERNSE DNA, 72°ClFE 3 min ATF#5FN
# DNA,

*b: TRAWFRIEY IBERY, LRATZNXTEREITER, EHENE
EWRNHRT, REZAVHERY, BREISHENE,

AN E Y EEIAEL ( Cycles )
100 20~22
1000 17~19
10000 14~16
100000 12~14
K. SCEESE{L
SCIRRTERE

+ HREWH, AIRIEXEE, RAMEN 80%ZERR, BMEREZ 400ul,
+ SCIREHT, BHIKMEZRZER (15~25°C) (HMEZ 30 min) , EABS#EIEXTS
RBETRHIESIZ) 5 min,

12
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RIESER:

1.

% PCR ¥ 184 EE =0, MM 65ulDNA Clean Beads #%k % 50 u | #J PCR #~
= (#4Ek - DNA=1.3: 1), RiERS 5~ 10 sec S EABRBERRITR
5 10 &k, ®miRAE, SEEL, ERFENS 5min,

[ iF: BREMFESES, WATIABRREIRLGIFENMNTE, ]

% PCR EE TR AR L BrRERMGRE, FAREFER (2~5min) , IMOBE

EiF (BRBIREER ) -

7¥% PCR BHALERNZE L, M 200u180%Z 8, =iBEE 30 sec, /MOBE

EiE

BEESW3) —R,

R¥FPCR EWRABTHMANRL, FETIRHIA3~5min EXZEEXRE,

+ JLZEE%RBR, BERRELLE; WRZERTRTE, FTEESFME DNA %
PR R M THEER, EEEREL S TIREEE, BRuMIiREAH, ERE
DNA SR,

WERR TR, % PCR BEMNEEAIZ LT, A 21ul Nuclease free water B z5#4

o, EABRSRVITEOEEE, ERHSE 5 min (MR#HKTRAR, SHEKFES

R ) o

¥ PCREEESEL, ETHMARL, SBUXMREERIBRES (92~5

min)o

NDIRER 20 u | EEHBEIFR PCR & ( IRBIREER ) , -20°CIRTF [ iE: &R

Bidk, WiIRIEE KRR <MiR 3. #¥a1%E DNA FE> B, ZBRKXFR, 57/

ENRE, WATABREERILGIFENRER ] o

L. XERERT

1.

3.

B 2ul @b /ERISCE, A Qubit it AcuQ1X dsDNA ( SR E ) €=ik

F& ( Code No. AG12549 / AG12550 ) ¥l EEiRE . BHRIEESRITAE,

B 1yl #ib/SHISCEE, M Agilent Technologies 2100 Bioanalyzer #1 Agilent

DNA 1000 Kit ( Agilent, Code No. 5067-1054 ) M EH D HTEE., BEERIRES

SHRiIRAR,

IS RN, £FEREXRTF 10ng /vl BIXEFY, FEBEX/MN#TE 200 ~

1000 bp SEE AN, ¥R EERT ilumina F&MEF,

1) AERBBIHRNEREAZNMEEEMER ladder KEFH, BREFHZ/N
S EEER ladder RETHFARE, XEMFEMNMEHNERESHSEAR
FEHMEEEMEE R
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2) MFZRMFIFESHEE, TETEELH, £ IGV (Integrative Genomics
Viewer ) &4 FEMRKBESHHMNEFESEE,

> SLIe

1. {ERAXRF=RT K562 Cells #1TXEME, MEEBEN 10° (EARE 13) o WXEHTT
Agilent 2100 Bioanalyzer #&ill, Z5R N TEFTR:

[Fu]

soo-|  1x105Cells

100

- e

TTT T T T T T T LU T
s 100 200 300 400 700 1500 )

& 3: Agilent 2100 Bioanalyzer 32 EE Bl
2. ERAAXFREAEMEMEE (1x10°, 1x10°, 1x10° Cells ) # K562 Cells #1T X EHIE,
{#f H3K4me3 #iflk, RREIMAMEAFTIRBERFHNFHIE, TSS EEUEK IGV HEIE
RibE 2 SHEALBSEFRRERE), ENERLSGHEEE, WTEAM

— [lgenes J —fgenes 300 1 J—
400 300 genes
200 200 A
200 1
100 4 100 4
0 0

R
T T 0 T
-3.0 T55 3.0Kb -3.0 TS5 3.0kb 3.0 TS5 3.0Kb

o

3.0 TSS 3.0Kb
gene distance (bp)

1X10° Cells 1X10* Cells 1X10° Cells

& 4: TSS E&E

] S5 BOKb
aene distance (R
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Chr2

1x10° Cells
1x10° Cells
1x10* Cells
1x10* Cells
1x10° Cells
1x10° Cells

- || T U G S .

E
T e o o — p—
§ﬁ-—--i-—|——-—|-- i

5: chr2 IGV 34L&

> FFmiEEEM

1.

CUT & Tag :ZA3EH

< 5 ChlP-seq #8[E, CUT&Tag T EZATEERFATCENH DNA-EHREEL RS
WMMAZEREIGNR, ERFETRLERRENERD, NFETEEBRERELEX
#I H3K27me3, HATMAREREFH, HREAFHFEFERRSSBEXET=1
HIL AZEB BT ROXEFTER, BRETUREFHNEFEREEITER,

ConA Beads Pro &5 & 4R fy R 2

< ConA Beads Pro RER7TIEE AR AL S HBRMMAMZRRENEERD, NME
EHRE, PLEESTMNERGEXEIRED, MEEKE,

DNA #=EX

< DNA iRERBTRRI 8214 ETE DNA EW, FrilERFIRER 2X MBEER L Bl I TSR0, R
WE A Z B2 R34 DNA 1B, EA ZEETEAIRENAT DNA B4Ed T8, #&
MKERSEEXRNME

PCR # R B 5 51 ik FE

o EFEFENEIY, HERNATY SRS, EXEFEEBRIEHR TR D
T,

< FEEREHEE, WRESEHN PCR HEMRIFES B ERE TR,

o FIERERENIR, SSHXEFERE, FMEENNFER,

<+ AISERGAPEFNBAYEITIR, EXETEAE, AEM2~3 41 PCR1E
INFEAT I

CUT & Tag WL EESr 16 TE B

< AFERAMAEAREGN. HREFE, STAEAGIHRR, EABFZ/IMERER,
XERK, BEiEESHEEIER 20 ~ 700 bp B insert B, i @RI S|
Y5129 140 bp, XEREXIEA 160 ~ 840 bp; ¥REFHXERBERE, £18
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SRR LA E 20~550 bp B insert F i ; W TFXEMWESER, ATEMENTF
7, TRKFEEARE; S ERRHANMNRIBEBREEHEX,

& STEE Ry B K /INB AT LA I i BE A 0 B (8] FNREER 33 BE I SRAZ R B BRI K /N

6. —HKMFSEESHT

S —RRHEFEN RN (2x50 bp, 2x100 bp, 2x150 bp 91 ), #E=E 3 ~20M
reads ( 1~6 G #iEE ), FIIREYHMEREAKX/NEE, Sl ANRHABRERNEAEZERE
i, EFEWEHNF 2x 150 bp, 3~5 M reads BB S RRNLEREIL, M
HERIOJLEAFERRN, TELHRBNFEES,

< CUT&Tag mEtE EMEE N BZ/MEETZNMER R, BILEWFTIEREiE
BNRE, 1 <700 bp, EHEEEBAATILRRA <350 bp MR,

< {Ef Bowtie2 #1TFFLbXt, #FEF Bowtie2 Z#: bowtie2 ——very-sensitive ——no-
unal —=—no-mixed ——no-discordant ——phred33 -1 10 =X 700 —-x [%&3]] -1 [R1] -2
[R2]o

< Call peak B, BF&E Input X8, BESIR, #HEEFFER MACS2 S#4 callpeak -
t [treatment.bam] —f BAMPE -g [E3{&E R A K/N] -p 1e-5 —n [HiHFTZR] ——keep-
dup all, EREEEEZTARES=IZITHIIERF SEACR, AT GitHub LT

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

< IRBH peak XHFTATREMNERFAERE. Motif 747, AIMLE, ATEMR HOMER

WEEM4#>ITHHT, 40 annotatePeaks.pl #1 findMotifsGenome.pl T&,
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mm”‘”

> R 1: AccuNext ERERZEEHEELSIW (llumina ) BIER

N5 index Primer

5" ~AATGATACGGCGACCACCGAGATCTACAC [i5 Index] TCGTCGGCAGCGTC- 3’
N7 index Primer

5’ ~CAAGCAGAAGACGGCATACGAGAT [i7 Index] GTCTCGTGGGCTCGG- 3’

[i5 Index] &~ 8 bp BJi5 Index F5!, [i7 Index] 7= 8 bp B i7 Index FF%l,

Sample Sheet A / MFR Index F3
a5 314 Index Fr31 | NovaSeq 6000 v1.0 | \o/Sed 5000 15
reagents,  MiSeq, | \oxtseq, HiSeq 3000
HiSeq 2000 / 25600 1 4000
N501 TAGATCGC TAGATCGC GCGATCTA
N502 CTCTCTAT CTCTCTAT ATAGAGAG
N503 TATCCTCT TATCCTCT AGAGGATA
N504 AGAGTAGA AGAGTAGA TCTACTCT
N5 index Primers
N505 GTAAGGAG GTAAGGAG CTCCTTAC
N506 ACTGCATA ACTGCATA TATGCAGT
N507 AAGGAGTA AAGGAGTA TACTCCTT
N508 CTAAGCCT CTAAGCCT AGGCTTAG
N701 TAAGGCGA TCGCCTTA
N702 CGTACTAG CTAGTACG
N703 AGGCAGAA TTCTGCCT
N704 TCCTGAGC GCTCAGGA
N705 GGACTCCT AGGAGTCC
N706 TAGGCATG CATGCCTA
N7 index Primers
N707 CTCTCTAC GTAGAGAG
N708 CAGAGAGG CCTCTCTG
N709 GCTACGCT AGCGTAGC
N710 CGAGGCTG CAGCCTCG
N711 AAGAGGCA TGCCTCTT
N712 GTAGAGGA TCCTCTAC
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EERTWEME, EANENEFREFTRAE—K, HITAEITH

2. EUSRIEAREHEHMAET 1.5 m B:O0Ed, 2500 rpm (600 x g ) =iBEWM 5min, FL
B (FEE: dRERVR, ATEREAZAMRTRE, HBeF LiFHKEIAMm, B0
AIEROERAMRDS, BB, BEEE, ENRNEAFERN, HRBIER
& )

3. BAEARMAN 100 p | Lysis Buffer ( ATiEFEA 0.2 u | B9 5% Digitonin Solution ) , &%
WITiRS), Kk ERE 5 min,

4. 2500 rpm (600 xg) =BEL 5min, ELiF (EFEAERBIMEZ )
BN 90 | 1X Wash Buffer E2ZHAa%, Z2EWRITIRSIEMAZEFER ConA Beads
Pro 1 [ B S BN <B. ConA BERiEW >] .

. IKEEKRZEER®E 10 min, & 100 rpm / min,
7. BRIR <E. —mWBESEE > #ITXH,

> B3R 3: ®ERSrik DNA R B

EEMHIBRESHNARER, TEEZENF, THEXMW; @AMk G#H TR ES

%, EEXRFER.

TS B R2ERATmA A DNA Clean Beads 5(#& 42 B F=fn MagSpherix DNA R Ek

( Code No. AG12546 / AG12547 | AG12548 ) ##1EMIZ R, IR H M~ miriEr, BiUR

ROENHEKAZE,

SLIOETER:

+ BREWH, AIRBEIWE, BEFHEN 80%ZERAR, BMMEREZE 400ul,

+ SCIGRT, WHERMEZEER (15~25°C) (MEZ 30min) , EANGHIKTS RiE
H=HIR A2 5 min,

BIESER:

1. F RNase free water 1 X EEF=#I#MFEZE 50 u |, SREMAN 30 p | SiEwEER ( HEER : 74
=0.6 : 1) , ARSI 5~ 10 sec HEABRFERZRITRA 10X, HiREE, &8
B, ZRFEERS 5min,

2. BPCREEEHLCHETHARED, FRKEER (4 2~5min) , JuLER EEEIT
FHEOED (REITEEK) -

3. M LEFERERPIMN 40 u | #EER (HEER @ 7<9=0.8: 1) , RIEBHIHBHI|/WITES 10
xR, EiREE 5min.

4. B PCREEEHELOHETHAET, FHREER (A42~5min) , MNBBRLERE

( IRENREER )
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10.

{R¥F PCR B2 TR %, A 200 u | 80% ZEEiRK, ERME 30 sec, /M0

B EiE

BEEHR 5) —IR,

*"¥FF PCR BERZBETFHARLE, AETHRHIE 3 ~5min EXLZERE,

+ FTZEE%RBE, BMHERELLFE;, MRZERTRETE, TSN DNA RIS
RREMTRHFER, EEEREL S TIRUER, BEuIRREmAHR, PEE DNA %
BE,

HERER TS, 1% PCR EM#EAZEHEUT, A 21ul Nuclease free water B #iEk, 1§

FiRIER SN B RBVWITRAMER, ZiRNE dmin (IMREERTHREAR, ESHEKKE

BHE ) o

¥ PCREFEHE L, BETHARET, 7EMANMREERBEES (49 2~5min),

IMDIRER 20 u | EEHBEIFA PCR & ( IRBIBER ) , —20°CIRTES
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> B 4: CUT&Tag S HmEFF=MAERER

1. ZEh—mEWER ChIP RAA A, '%JrS(T%T'H’*EE’JmEI ChIP AR, "Il
it {E A& AT Immune Fluorescence (IF) SEI&AIHTA BT o
2. BEUUEES Protein A/IG EMEENTERNTEIGEH Zin, ATASRBRUTRIE:

Species Antibody subtype Protein A/G
Total IgG +++
lgG1 +++
lgG2 +++
lgG3 +++
lgG4 +++
Human IgM +
IgD -
IgA1 +
IgA2 +
Fab +
scFv +
Total IgG +++
IgM -
lgG1 ++
Mouse lgG2a it
lgG2b +++
lgG3 +++
Total IgG ++
lgG1 ++
Rat IgG2a +++
IgG2b +
IgG2¢c +++
Rabbit Total IgG +++
Goat Total IgG +++
Sheep Total IgG +++
Guinea pig Total IgG +++
Hamster Total IgG ++
Donkey Total IgG +++
Pig Total IgG +++
Dog Total IgG +++
Cat Total IgG +++
Chicken Total IgY -
Cow Total IgG +++
Horse Total IgG +++

i+ KRBEE; ++, KERPES;

AL 400-767-6022
FHEREER www.aghbio.com.en

i+, BEE;

- REREEE,
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