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> P mitid

A= illumina BEBENFFE&FELZBET CUT&Tag ( Cleavage Under Targets
and Tagmentation ) HARREBHAREARS DNA EEHXFIE, HETESER ChiP-seq #
R, XFEREEHITERENBEITE ., L ERSEBSR, RIEEMEHE, BEEXREASE.
M NER. IEBRAED ., XEWRES. FRItS%EER, ERTERAE. THE. B
R EEEMRIBEZTIHAIFAR

CUT&Tag 2 —Fh#E B aI#F X DNA- EEI)EEVEE’JH% {EA TS5 Protein A/IG BA& R Tnb
HERERG, £ Protein AIG IS T HHENSHHEES, 15 Tnd FHEFEBERE BMNALS
EgYIR AL, ERTZAE1 T DNA i E Rl F)?M\'ﬁﬂ’\l“llﬁﬁsl—r 5, B¢ LDNA?EHX):L_
PCR # 18R 4L BN R B A TR RIS E, &R BN RIRSBARIAA DNA 55,

AEMAREERER THEOMUL, SRPAMERTIEERARTRPREN, TR E

EAREASSRAEMPERRERATRPAS, UERBILIFNIRER, MEHR,

TESERETIRIE

> RIFAIEH

RTFIEE: Package 3-1 -80°C &7F

Package 3-2 4°C #7F (B &KL

Package 3-3 -20°C &7%
IEWIRE: Package 3-1 Fikizh
Package 3-2 ki

Package 3-3 Fikz&-20°C ikiKizk
> FFmAsn
Package 3-1 AHMWT (-80°C &7F) :

. AG12563 AG12555 AG12556
&R (4 rxns) (12 rxns) (48 rxns)
pA/G-Transposome Mix 4ul 12ul 48 u |
Package 3-2 A4 (4°C &7F)

AG12563 AG12555 AG12556
4 R
L (4rxns) (12 rxns) (48 rxns)
ConA Beads Pro 20ul 60 ul 240 u |
DNA Clean Beads 660 ul 1mlx 2 pcs 8 ml
10% SDS 8ul 24 ul 9% ul
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Package 3-3 AAMWT (-20°C &7F) :

oo o
Lysis Buffer 400 p | 1.2ml 1.2ml X 4 pcs
10X ConA Binding Buffer 100 p | 300 | 1.2ml
10X Wash Buffer 1ml 1.6 ml x 2 pcs 1.6 ml X 6 pcs
5% Digitonin Solution 28 ul 80 ul 320l
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 Gul 18l 72l
AccuNext PCR Mix |l 80l 240 u 960 p I
Proteinase K ( 20 mg/ml ) 4ul 12ul 48 u

R AccuNext FERE(kZEEEHCIELS|9 ( lumina) ( Code No. AG12532 / AG12533 / AG12534 )
AL RTRT, EXRFRBPRES, BERMWE, AccuNext FREEEESEELS® (lllumina )
B1S B MR 1,

> ISR R RTE
BHEMBTIEEB#E ( ConA Beads Pro ) 4B EA#IKERE ( JEEH/EBIRS
MAmPEsApZIEREMEER ), REF At E EH (5% Digitonin Solution ) FE{L 4k,
ZME. EiREE—H. ZHK pA/G-Transposome & & FEHIRAIA, N Mg #iE Tnb &
BEGEME, {E505% DNA # K R MR R @M Lo NFEk, &E25T DNA 285 PCR
PIERBNE X E, MFESEFREMHRAAR DNAER, B 1 BERERBHXELEM,
B 2 2RETER,

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

#£: -NNNNNN-: RTFEAFS,

P5 5 Read1

Read2 i7 p7
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ConA Beads 5 B4 Living cells preparation
4 (0.5~1h)
l JI * TstAntibody

M M M

Jsnantuuy Jasanuuny Jasaniuy
[—nn_r(‘—fﬁ:&ch)] l
l /JL\ + 2nd Antibody

[ Za=H (1h) ]
l

[DA/G—TnSW?’é‘(’Ih)}

l n +Mg?* ( Transposition )

K EB4L DNA (15h) 1) - \ ¢ A s
A ] g :mmma@]@mﬁin@m@m é —#
( h MWEH

DNA #2EX (0.5h ) ! By
\ | ) soooas PPN iy oo @ Bk
SCEHH (15h) PeR i HEEEAY
B 2: XEHERE
> Fmil®
1. ERATF ilumina MEFEE: AT ilumina %, #EH DNA XEREEH#HIT NGS il
Fo
2. MRSEEFERAM: AT 100~10° MR B EH TSR,
3. EEtE: TEREESE, XRESHH,
4. BREEER. STEMFRENAN, BETRRE,
5. pA/G-Transposome Mix [#8E3&: pA/G &g iR, RESMRENNEEGILHE

ik, EAEE; MU Tnb BEBREB TR, AETVIEIEE DNA,
6. MFRES: MUK PCRIEER, NFHIERES,
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> FAEREM

1. BiSHRER

<+ XWEER, EFXER. B—XEHOEMFERIETR.

o AFEmPRRH, MRTFELLBEMZBRSTENRES, BRIXFIRTE,

<+ ERGHSEMIBHZINGER, BUHIERSX: KARHR (ZEREXLEIER
|t ) « \EHMEX, PCRYBR., FYaii KFRKxeNX,

o TWHRBRPEBEHIE, BXAXEIEER 710%EFERFELRAH, KEIEH
INDEREMTAMX A RES, BRFm CORNBE, AR CVBETE, BIUE
®RFE; ABEZEEE, EIAKS 70%HBEBER

& BREW, BUGZERMEXR ( Ame ) 218, WIALBRERETH,

2. JRAHTIERE

* ARFEmERTHISAR, XEHEEWAERESN, RTHAREERRE, &
BHES DNA EEHRESLENE, EEEARMNY, DNASKENREEHE, &
2R DNA ER SR EFBIVIZIERERENERBRERS, PWIRERNFHE,
ZWAMEARNMET 90% (BAEEETARAEHERERERE ) , LRIEPIARE
BEMAIEAM,

& AFERIERAT 100~10° B EMNMAE, HAMEBARE. HEEERE. HEAFER
REHERMEEER, Hit, XRPERFTHSREARAEHFEE, EHMESR
RHERT, BIER 10°~10° N1 T2

< CUT&Tag L3, —MEREEMATENEILZIMAMEITIWR, el UERMEmZE
1TR%, MELBEMEZ, A-mPRET —MERTENHEL MRS B A%
HIHMEIR Lysis Buffer [ AIS% < W% 2: WREZOHE > AEsBEMARZ] , 3T
MERBRAR, FSERBEARILEFGENREN BHEBZNTTE,

+ HEMEHNWIYER, EINEEERARHITIS,
+ HEFFHEIELEMANR, ZIAITAREZS S, ERERZHITIE,
+ HxEVAR, EXSBRERKE, SBEARZHITER,

3. BRI RE
¢ XWF—H: REEFEF ChIP Ly, RFEL&E ChiP-seq. CUT&RUN = CUT&Tag
WIE BB, IRITEHTENEAR ChIP &Hif, FIIAZK Immune
Fluorescence (IF) Z&5IHIHE,
< XFTH: BUGEES Protein A/IG EMASEAHEGHN I, BIFNZRAIES
TR MR Tnb FEEMRRITIZE]; RIS % < Hi® 4: CUT&Tag LI HiiksEH
TEFER> EERES NHE
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+ EXWHREARNMIZZE—AREXNER, BETMEZEEAN—, EEMANZRNFE
BEEHIEIS AR, ARAEEN LG TERRFEIESESEIE,

4. ConA ®&Ek
< ConA#HBSTH, BEKHBEEZREETSH,

5. BEEEEN
o XBRWBRFSRENMEETE, TLUEE: ERAFEXHERS,
1) —HEWEKRNS: KFEEKRNFESHEIZE 100 rom / min, BFERBEFER, &
REIZES; MRAREEERE, AHTEGHELD,
2) BHENE: HmREIRAZE, ERHERT; R ConA #K-HMEESYER
FEMERE, FTRIEENRS, EE 30 min FREFRS—R,
o —HMEARELE RHHERE 4°CREIRHEHE 100 rpm / min BK FERAER
ME 2 h,
% 2233 Digitonin Solution iZE{ /FHIMPEIER ARESS, BEUEMNIZE KX R AL 12
MIZEZE, BURRREREE S0, BRI ZIRKFTIR%. B, Digitonin Solution
BEHESNE, XRSEPMIZEEIWITES, BEFEXESE,

6. IR AL RETREY(E A
& HIRERNETEZEEER, FVWARSSHEKWETE,
& HEIRERBE SRS RZES, DNA BRMANEIERERRIES#IKETRS
< WREX_LiERT, RrEtfeiREIREIR, MalnXERE,
< 80%ZEZM I FAILED, B 5% ZEzIRE (KM,
& WHIRERTRE, SONZETREARSEZMEERE, THREIEXSSEHHKAR
[] 3 [/ JEIE <38

7. PCR B &M%+
< TF PCR AW, FEN LEHE LVMAHRT, REMRRY EENRE, B
=, AHLSSHEREE, RIFEEX, $IRVEMAMMEEEES, WRERE
R AR =R R A B IR
TR 293T #1 K562 4, ERAPEHFEFRIZMNAEH ( H3K4me3 F1
H3K27me3 ) #HTEMERMBMNAMES Y BEREXER, S%,

AN E P IEEIAEL ( Cycles )
100 20~22
1000 17~19
10000 14~16

100000 12~14
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> SLIGEI AR
1. kA & FEH

72
°

72
°

R/
°

R/
°

illumina MFE#EL514: AccuNext ¥ PERZEEEERCELSIH ( llumina) ( Code
No. AG12532 / AG12533 / AG12534 ) s HE &%= ;

ZERBEEIHIF: Protease Inhibitor Cocktail ( Code No. AG21501 ) s H fth &3
Mo

MIEREER: AFERPEABIREETHEE DNA RIS EHLK, mENiE, FEA®
fEEk, BiIUER MagSpherix DNA #;Ek ( Code No. AG12546 / AG12547/
AG12548 ) siHMERT~M,

DNA i : Agilent DNA 1000 Kit ( Agilent, Code No. 5067-1054) K AcuQ1X
dsDNA ( BREE ) E2idFIE ( Code No. AG12549 / AG12550 ) =& EfthZE2]
= o

XWAMEEN—RE .

HAth#4#l: 80%ZE2, RNase free water, 0.2 ml RNase-free PCR &, 1.5 ml &1
BE,

2. {3

@,
0’0

PCR {. Qubit ¥3it. Agilent Technologies 2100 Bioanalyzer. #%i&ss. RIEHR
A NBLEEEONL. XFERRER,

> BRIETE
A. R EC &

*
4+

WARBEANREITE, REXRERFITELOIE S
I=AT1E 10X Wash Buffer, 5% Digitonin Solution, BE Buffer, 10X ConA Binding
Buffer #1 Protease Inhibitor Cocktail BXH{, Z=ERRLEBEAREESE D,

1X Wash Buffer Bitll : =B TREH, BEXRERES), EEE0, HKLHFHES
Ao (11X Wash Buffer BR4HAE RS #HEEN, 1 NRNEEEH 550 u l; HAEH)T
HE5HE, AE—-EHREE 1~2ml; RS XRFITEE =550 u | X HEARE+ 2

ml X HpaEE ) o
Hoyr Rk #&
10X Wash Buffer 70 ul
Protease Inhibitor Cocktail 7 ul
RNase free water 623 ul

Total 700 ul
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1X ConA Binding Buffer Ei#ll: 2B TREH, 2FRERS, @50, Mkt

BEEMA
Hor SRR
10X ConA Binding Buffer 25 ul
RNase free water 225 ul
Total 250 pl

Primary Antibody Buffer E2#l: 2B TREH, BRRERS, S8R0, BkL

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

B. ConA BBk

1.

o > DN

M 4°C EXHi ConA Beads Pro, ERB&ERRDTRIER, EHEIASHINE, 4
B; WXEX5ulConABeads Pro 2 F PCR EH, MEEMNE L, EREFE LER
SHBE (A 2min) , FEF,
MEEHZEEEUT PCR &, A 100 u | 1X ConA Binding Buffer, 22EMITES,
B PCREETHANRL, FAKREFR (H2min) , FLEE,

BEESR2~3) —&,

MEEHZREEUT PCR &, fnA 10 u 11X ConA Binding Buffer & ConA Beads
Pro, R¥TiE5], EEME®RA.

(FE: U ERBEANMEHERNRESZE, MRESSIERNRER, EMENREE
E—ERE, )

C. ARk

+

w N 2

o A

— R FE RIS TR YMAMEHITER, MEELBHEZ, TSE<HF
2: HEZEE> AiESBHEEZ. BEREREREER 10000 NMEMZH TSR,
T RZBEERNIRERZ, MERAMNSNHEARREE, AIEEERE,
ERWEMMIITE, BEAFRMAMETHN 1.5 ml BEOEP,

2R 2500 rpm (600 x g ) B« 5 min, /MbEREFE,

EX 1 ml 1X Wash Buffer IIAZEBAEHELES, BEKITES,

(EE: MREBESIEREGERIE, AIAREM 1X Wash Buffer AE ) .

2R 2500 rpm (600 x g ) B« 5 min, /MbEREF,

BN 90 u | 1X Wash Buffer, 8#2EKITIRS, EEHM,
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(EE: MRESIMEAREGERIE, EERILHIIEM 1X Wash Buffer Z, 8
NulBEPEEMENHARE, )
D. ConA ®#X-4uZE S

BY 90 u | ZHAEMEARINZEFEAY 10 u | ConA Beads Pro 1, 2EKITES]

2. TEKRFERLZ=E®E 10 min, #iE 100 rpm/ min [ E: BH#HTHERS, WEE
B 3 min #ITHIEIRS, ENEEER, ISRIR <E. —nHEE5%E > B
Bk tEEA]

E. B E5i%%
1. F Primary Antibody Buffer #%%&—#1, BERITIRAE, MEKE&EA,

A5 SR
Primary Antibody Buffer 50 pl
—i 0.5~1 ul®
Total 50~51 ul
*a: —HIHHEFEMAE 0.5~1pug, i PR BEFNERRERAN—H

B, Ko HEN— —H&EE’I 50 ~1: 100 LB, —MELAZBENE
—HIATRER 11 100 #fE, HREFE—HRE 1: 50 #THRE,
BT E &R ConA BLER-ARAE EMEERITES, BEBEOEBRRREZER.
# PCREETH AR LEE 2 min, ﬁﬁé‘ﬁ%'ﬁﬁﬁﬁkméﬁﬁ =, MOEREF
MEEAREET PCR &, A 50 u| #BHFHHLH—H, BERITES), ETE
RE=IRBME 2h, 100 rpm/ min 8(#& 4°C &1, fﬂﬂﬂﬂﬂao
¥ KHEANRERE, HH-ARSESHEESNE, A7 TEARKM, FL#HTT
—GIRIERTBERWITIRS ConA RZF-HRE &Y.

F. ZhiBER%E

1. Secondary Antibody Buffer Bl : =B TRECH, BRREES, FEEO, K

F#EER,

Hoy SR
1X Wash Buffer 495 ul
5% Digitonin Solution 5 ul
Total 500 u |

2. RETRBE N, BEEXITRARE, MaEk &R,

Aoy REEZR
Secondary Antibody Buffer 100 ul
i 1 ul®

Total 101 ul
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BT IMNLIRER 10 g/ml, BETERNZHZE 1 : 100 LLAIFHRE,
3. B—HWETHE ConA K- AMEEMREIWITIES, EEELHERKNEEE
o
# PCREETHANZELEE 2min, FHEHRERETE2SER, MEKRLE,
Mt EEUT PCR &, A 100 | FUAHHREN 5, BXWITES, ET
FEFK 100 rpm / min, =BFESE 1h,
[E=: EHSRAERH <C. BEGESSEER >HSRPE 1X Dig-300

BUffero ]
6. MERERLIT PCRE, ET#AZEL2mn, FHHkESRETESER, MER
J:;ﬁo

7. MNEAZELEUT PCRE, MM 200 u | By Secondary Antibody Buffer, E=& ConA
HMIHR-HREEY, BREWITRES, ERBE 3 min,
. REBPCREETHAZEL 2min, FHHKEREEESBER, IMOEBRLE,
9. EESRT) —IR,
(5. BEDRAES <C. HEFESER% > Y BRI pA/G-Transposome
Mix, BEREERFZH, FEXRLEE, ]

C. REKEZAERF

1. 1X Dig-30 Buffer Be#l: LB TRIGEH, BRAKEES, EEHEL, MKkLHE
&Ho (ARIEME_HEEPEF )

A5 RM#FEZ
10X Dig—-300 Buffer 55 ul
5% Digitonin Solution 1.1 ul
Protease Inhibitor Cocktail 5.5ul
RNase free water 488.4 u |
Total 550 u |

2. pA/G-Transposome Mix #HE: B TR#%HRE, ABRSB[EIRITRE, BMEEK

L&A,
Aoy R NARFR
1X Dig—300 Buffer 99 ul
pA/G-Transposome Mix 1 ul
Total 100 pl
3. BTN ETAE ConA K- AMEEMREIVITIES, EHBLHERKNEEE
Ko

4. B PCREETHWARLAHE 2min, FHKESRETESER, MERLERE.
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5. ME;HZEEEUT PCRE, M 100 u | U4 HI# R B pA/G-Transposome Mix,
REWITIRS, BT 100 rpm/ min, =EME 1 h,
[EE. EhSBERE <H. BEL > $BH Tagmentation Buffer, ]

6. MEERLEET PCRE&E, BEF#MAZLL2min, FHkSHRETESER, MER
LiE,

7. AR 200 u | B 1X Dig-300 Buffer, =& ConA #iEk-HE &Y, BEWITIES,
ERFHFE 3 mino

# PCR ME:H‘EUJ Sk 2min, FHEKESRETESEG, MERLER.

BEESRT) —
[FE: #E<H. H‘Ffiﬂi > % BH Tagmentation Buffer BEiF = 8, AEXER L
iHo |

H. R

1. Tagmentation Buffer B2t : =B TRIGEF, BERRERS, BEEL, Bk L
BE&M., (ATEBEHERTEZERERS )

Aoy RNz
1X Dig—300 Buffer 38 ul
MgCl. Solution 2 ul
Total 40 pl
2. BREREENETHE ConA#IK-AMEEMREIWITES, EgE0EERKEE
M}-‘_O

#PCREETHANELEHE 2min, FHHKESRETESER, MERLE.
MEEHZEEET PCR &, SN 40 u | /4 B Tagmentation Buffer, 3EFEWKITiES],
SEED, BRBUTEFE PCR {XUh#ITH B KA,

EF nglz]
37°C 90 min
4°C Hold
5. Stop Reaction Buffer il : =B TREH, EFXRERS, BEEL, Bk EHE
%,
Aoy BRIk #&
Stop Buffer 1.5ul
10% SDS 2ul
Proteinase K (20 mg/ ml ) Tul
RNase free water 55ul

Total 0wl

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

7. BBUTREFZLE PCR (Ui T HEL&IER R,
BF At 18]
70°C 10 min
4°C Hold

|. DNA =EX
o 3

+  BRYHT, WIRIEREE, MEIIER 80%ZEERR, ST EMEE 400ul,
+  SCIOHT, BHIRMEZEZER (156~25°C) (MEZH 30min) , EABPE#IRTES

RIEIRSHIE 5140 5 min,

RIEDR:

1.

% 50 p | &1k R B RIEEREEE L, I 100 u | DNA Clean Beads ( #Zk : #

BILEBIA 2 :1) , iRIERS 5~ 10 sec {EABRFREZWITIRES 10k, THE

Sk, BEE.L, ERFHFENS 5min,

# PCREETHANR LS BHERFRE, HEREEFR (H2~5min) , M

kR EiE ( REIREER ) o

R PCR B1R4& AR NZEE, A 200 ul 80%ZEE, =iEME 30 sec, ML

Lti5.

BEESHE3I) —IK,

*"¥F PCR BWRA B THANRELE, FETIRHIL 3 ~5min EXZEE%RE,

+ FRZEEZRBR, MEARELLE; MRZERTETE, FIEES#I DNA 1
TR ER I TR, BEEEARELS TIREEE, BEMRREAH, &
K DNA %&BEsE,

WERERTIE, % PCR EMEEAIZELEUT, A 21ul Nuclease free water & z5#4

¥, EABRSEVITRAMEE, ZRFES 5 min (INR#HKTRFAR, EBHEKHT

RHiE ) o

% PCR E@EE L, ETHAR LS EHHNEER, HEBEEE (W2~5

min)o

INDIRER 20 u | EFEZHTE PCR & ( 1R BIWEER ) , ATEERHITIREMSIEY

, H-20°CRTF ( B IREITIEY L, EBRIKHREFSH DNARERE ) -

11
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J. XEEH 1
1. RBTREH PCR RMEZR, BEES, BEED,

Aoy RE#FEZ
REWL= 20l
N5 index Primer™® 2.25ul
N7 index Primer™® 2.25ul .
AccuNext PCR Mix I 20ul °
RNase free water Upto50ul

*a: N5/ N7 index Primer R {& FH AcculNext & FE{RE EiERL LS| ( lllumina )
( Code No. AG12532 / AG12533/ AG12534 ) .

*o: AITEK EX 4 MESERBIRTER, ARR[BERRITRS, FRRULE
R, W30 u | FURBMAZE LIRRZE=HF, BRBEERBITRAFEE R D
2. HBPCREETPCRMH, HEITUTREERF (RANRERNERF) o

pNES B 5] BN

72°C™ 3 min 1

98°C 30 sec 1

98°C 15 sec } 5

63°C 3 sec

72°C 2 min 1

4°C Hold 1

*a: WHAAERE, RERAFWHIETERNNSE DNA, 72°CiEE 3 min AF#M5FR
& DNA,

*o: TRABFRIET EIERY, SHRIENERYHITER, EREXES
EMRHRT, REZAVHEIRY, BREISHRENE,

MR NE P IE1EIAEL ( Cycles )
100 20~22
1000 17~19
10000 14~16
100000 12~14
K. STEELEL
SRR
*

BIRSLWET, AIRIESCIGE, EMHIFEH 80%ZERik, SIMHEMEE 400ul,
+  SLIET, BHKRMEEZER (15~25°C) (MEY 30min) , ERANH#EKTES
RERZIR S 5 min,
BRIESR:

12
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1% PCR ¥ &G =0, N 65ul DNA Clean Beads ##Z 50 u | # PCR ¥~
s (#Ek : DNA=1.3: 1) , iRHERS 5~ 10 sec S EABRBRZRITE
5 10 &k, ®mRARE, @EEL, ERFHFENS 5min.

[ F: BREMESES, WA REKEGIFENMNTR, ]

¥ PCR BB THANR L BHERFRE, FARERR (H2~5min) , MOBE

EiF (RBIHEEE ) -

{R¥F PCR B4 AERANZR L, I\ 200 u |1 80%Z B, EREE 30 sec, IMUFBK

abi

BEETE3) —IRo

R¥F PCR BEWRAETH AR L, FETIRHIL 3 ~5min EXZEEKRE,

+ RZEEZRBR, MERRELNE; MRZERTETSE, eSS DNA B35k
PR R RN Tkl BEEEAEIS TRUEDR, BRUEIRREAR, B(R
DNA BRI E

HiERRE T/, % PCR EMEEAZELEET, A 21ulNuclease free water 75

Ik, ERABRBIWITRES#EE, ZRME 5 min (R TEAR, EHEKHES

HiE ) o

% PCREREH L, ETHMARL, "BUAMBEEZIBRES (W2~5

min).

IDIRER 20 u | EEEBEIFA PCR B ( IREIHEER ) , -20°CRT7F [ iE: FR

Bk, WRIEFE KRR <MiFE 3: #ERoE DNA RE> B1E, ZBRKAER, &/

TR, WA RRERILAIFIENRER ] o

L. XERERT

1.

3.

B 2yl #i{L/ERISCEE, M Qubit %3itFl AcuQ1X dsDNA ( S REE ) EEik

F& ( Code No. AG12549 / AG12550 ) #&ilISTFEiR . EEIRIEES RIS,

B 1ul kB89 EE, £/ Agilent Technologies 2100 Bioanalyzer #1 Agilent

DNA 1000 Kit ( Agilent, Code No. 5067-1054 ) #&iNXENSFmEE. EFRES

SRR,

IR, SFEREXRT 10ng /vl IXESY, FEX/MNFTE 200 ~

1000 bp SEE A, FHWRIEEA T illumina FE&MF,

1) AZBBIHRNEEEARNMEEEYER ladder KREHH, BREFHZN
S EEER ladder KEHARE, XEMFEMN/MEHERESHSEAR
EHEBEAMEER.
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2) MFZRNFKRSHEE, FTETEESH, 7 IGV ( Integrative Genomics
Viewer ) G FEMRBESHGHEESEE,

> SCIe

1. {ERAXRF=mAmT K562 Cells #1TXEHME, MMEMEN 10° ( EAE 13) o X XEHT
Agilent 2100 Bioanalyzer #&ill, Z5R N TEIFT=:

[Fu]

soo-|  1x105Cells

100

- e

TT T T L T T T TTT 1T
15 100 200 300 400 700 1500 [bp)

3: Agilent 2100 Bioanalyzer 3 EE 4 EE#:ill
2. FERKXFSEAEMEE (1x10° 1x10°. 1x10° Cells ) B K562 Cells #1T X EHIE,
f# F H3K4me3 fifk, ARIMAMEHFTIRGRFHNFHIE, TSS EEMUEK IGV REIE
RIS 2 SHeEFEMrEFRRERE), MXENERMCSEREESE, MTEAM

— [lgenes ] ——J\genes 3004 —0
400 4 300 genes
200 200
200
100 - 100 -
0 0 0

N
T M T
-3.0 TSS 3.0Kb -3.0 TSS 3.0Kb 3.0 TSS 3.0Kb

fistance (bp)

1X10° Cells 1X104 Cells 1X103 Cells

& 4. TSS E£HE
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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—
§h-—v--p-—|——-—|-- i

& 5: chr2 IGV &4 &

> FFmiEREmR

1.

CUT & Tag iEAEE

< 5 ChlP-seq #8[E, CUT&Tag FEZATEERFATCE MK DNA-EHREEMAL RS
WMHAZQEITNR, ERFETRLAEGRRENED, NFEETLACRERELKX
B H3K27Tme3, LA THMREREFE, HREAFHFEERERSSBEXETEWN
HIL AZE BB ROXETER, BRERTURESFHNFREEITER

ConA Beads Pro & & 4Ry R

< ConA Beads Pro REIWTIEEAF UESMEREMMAMIZERENEERD, NMmE
T, BLEESMBEERESIWRIIRES, MARHtE,

DNA #2EX

< DNA IREXETRATBENSFTA DNA B, FrRAMEREIRER 2X MEERLL I ITE R, A&
WAE A 2B %3 1T DNA 2B, B4 ZERUEAIRENA) DNA BIES FE8B, 5%
HKERSERNME,

PCR # 18 R8I R 5| 4% %

< EBRRENEIY, BRMNAETISNERE., EXEFEEBHETHR TR
I,

< JIEERHETE, WS EN PCR I IEMERIFESE X ERE TR,

o FIEEREIR, SSEXEFERE, FNEEMNNFER,

< AISERGABEENBEREHITIR, EXEFERE, AEM2~3 1 PCR1E
AT

CUT & Tag HISZESr 1R 3E Bl

< AFERAUMAZAEGN. BRETE, MTAEAMBIHERR, EAGEZKMERER,
XERK, BRiEEamEEiEiEA 20 ~ 700 bp B insert K EE, n_EmAiRHNEF S|
YMFF32) 140 bp, MXEREXEAN 160 ~ 840 bp; HREFHXER BRE, £15
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STHTERTAT A E 20~550 bp B insert F i ; WTFAEMWESER, ATEMENT
7, AIESTFEERRE; SXERERIKR/NMRIEERFFEEX,

< 3LFE R B AR/INEYRT UGB IS B AT fh Bt [B) FNREEER i LE B SRIEFE S IERI K/

6. —HKUFESEESHT

S —RRHEFEN RN (2x50 bp, 2x100 bp, 2x150 bp 31 ), HE=E3~20M
reads (1~6 G #iizE ), FIIREYFHERAX/NEE, Gl NFEHEERNEAEZRE
i, EFEXHNEF 2% 150 bp, 3~5 M reads FiEEBR AN HENEEREL, i
HEROIELEAFERRMN, TEHRENFEES.

< CUT&Tag mitiE EMEZ A BMEE TIIMER R, EILE T TR R EiR
BNRE, 0 <700 bp, EHBEEEBRATAARA <350 bp WA K.

< (£ Bowtie2 #1TEFILEXT, #FF Bowtie2 B4: bowtie2 ——very—-sensitive ——no-
unal —=—no-mixed ——no-discordant ——phred33 -1 10 =X 700 -x [&35]] -1 [R1] -2
[R2]o

< Call peak B, BF&E Input 388, BESK, #HEEFFER MACS2 2814 callpeak -
t [treatment.bam] -f BAMPE —g [E3EE AKX/ -p 1e-5 —-n EHETE] ——keep-
dup all, EIRHEFEZITARERZITHES SEACR, FIIAZE GitHub ETE

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

< IREH peak XHFTATREMERATRE. Motif 247, AIMKE, AI{EA HOMER

WEEMHHITHM, 0 annotatePeaks.pl #1 findMotifsGenome.pl T&.,
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mmm

> MR 1: AccuNext S RERBEEE LS| (llumina ) HER

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 F3I
A4 319 Index /31 | NovaSeq 6000 v1.0| Novasea 6000 v1.5
reagents MiSeq reagents , Winiseq,
HiSeq 20’00 /2500 ’ | NextSeq, HiSeq 3000
/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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> KR 2: GREEEHIE

EERTWEMMN, FRAXMNEAEFREBREAM—K, HITHAMITE,

2. X EHEMMEMET 1.5 ml E0EH, 2500 rpm (600 x g ) EiRELD Smin, L
B (FEE: MRERVR, WTEEAIAMTE, HBEF LEHREIAM, E08
AUEBOERBMRE, REBH, AEEE, ENENRAEOBRR, HERBEIER
. )

3. /AN 100 u | Lysis Buffer ( ATEFEIIN 0.2 p | B 5% Digitonin Solution ) , 3%
WITiES), Kk ERE 5 min,

2500 rpm (600 x g ) EBELO 5min, HLEF (FEAFERIHEZ ) -
BN 90 u | 1X Wash Buffer EE20AE1%Z, RRMRITRSIEMAZEFER ConA Beads
Pro # [ & H B <B. ConA BERiEN >] o
6. KEEKREERME 10 min, & 100 rpm / min,
REBSR <E. —mHESEE > #ITXH,

> B3R 3: ®EEkSriE DNA R B

ErENMHIBRESNARER, TEEZENF, TREPM; @AMk f# TR ES

%, EEXFR.

U THBEERAMP A DNA Clean Beads s{& 4\ B 7= & MagSpherix DNA 4%k

( Code No. AG12546 / AG12547 /| AG12548 ) BRIEMT TR, MREHM™~RETE, BiIUR

RNENHKAZE,

SERBAR:

+ HREWET, FRIELKE, MHEHEHN 80%CEAR, SMERFE 400ul,

+ SLIGRT, WHEKMEZER (15~25°C) (MEZ 30min) , EANEHIKTS R
R"HEBS2 5 min,

BIESR:

1. F RNase free water G X EF=##FE = 50 u |, #R/FAON 30 u | 4i%wEER ( #Ek : =40
=0.6 : 1) , WHERS) 5~ 10 sec HEABRB[ERBITIRE 10X, ZHREE, 28
B, ZRFHEMNSE 5min,

2. BPCREEEHELHETHARESD, FRKESEE (4 2~5min) , Iu0EB EFRTF
HHBEOED (RBEIREER) -

3. M LEFERPMAN 40 vl BEER (#EER : 7=9=0.8 : 1) , RIEESHBREBFWITIES 10
xR, EiREE 5min.

4. B PCREEEBLOHETHARYT, FEREEE (H2~5min) , MOBRLER

( IR EVREER ) -
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10.

{R¥F PCR B84 FRENZ2H, AN 200 u | 80%ZEEA K, EiREE 30 sec, MiF

B EiE

BEEHYR 5) —IK,

R"¥F PCR BRZBETFHARLE, AETHRHZE 3 ~5min EXLZERE.

+ FXZEE%RBE, MHRRELNFE; MRZERTRETE, TSN DNA KSR
RERYMTHFER, EEFEREL S TIRUER, BEmIrREmAR, K DNA %
HME,

HERER TS, % PCR EM#AZEHENT, A 214l Nuclease free water B=E#iER, &

RAiRIER AN B RFRITIRAMIL, ZRMNE 5min (IMNREKTRAR, ELHETKM

BHfE ) o

¥ PCRETEE L, ETHAREF, "EHMHKMBAGTEEZA®REE (49 2~5min),

IVDIRER 20 u | EEEBEIFA PCR & ( IRBI#ER ) , —20°CR T
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> MR 4: CUT&Tag SKIHiiksefn fiziER

1. TG —mBEWER ChIP &AIB9HM, $xEXHEBMER ChiP &AM, AT
i®{&E AiE B F Immune Fluorescence (IF) él—%ﬁ’\l?‘ﬂ: g7 o
2. BEUUEES Protein A/IG Mt BEARHEIGH T, AIMSRBIUTRIE:

Species Antibody subtype Protein A/G
Total IgG +++
lgG1 +++
lgG2 +++
lgG3 +++
lgG4 +++
Human IgM +
IgD -
IgA1 +
IgA2 +
Fab +
scFv +
Total IgG +++
IgM -
lgG1 ++
Mouse gG2a Tt
lgG2b +++
lgG3 +++
Total IgG ++
lgG1 ++
Rat lgG2a +++
lgG2b +
lgG2¢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 +++

E: A RRBES; +, KRPEE; +, BEG; - KREEE

FARZH#HLL: 400-767-6022
HAESEER www.agbio.com.cn 20




