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Hieff NGS® Multi-CUT&Tag Library Prep Kit for Illumina® V2 2 % lllumina?® S B ENFFEMEZHWA T
Multi-CUT&Tag SRR EEM 214, IEAF 100-100,000 AT 2 AR AR, Multi-CUT&Tag BFRE B 5 DNA
BEEMIRAR, HERTESR CUT&Tag, &AM nanobody-Tn5 (Anti-mouse Tn5 # Anti-rabbit Tn5) , BJSEH—{%
HfE, MIMEEARHEAS, BN, ZRAZRPTEBRM . SIARHBR. — e, REBEHE. BEERE. BN
DNA AR fh. 4HRESR. BAZREINL gDNA. XEY 1B K7 EE PR, BERLE AR DNA FERZLELNERT Illumina®
FEMFEIXE,

FAFEEEWMRILRZR: BOX-1 # BOX-1l, BOX-| BELE S ConA Beads. #2EX DNA B9 DNA Extract Beads 1L
RS ELE{E Y DNA Selection Beads, BOX-Il B &4BREE L. A4S buffer. HEERSLES buffer. EEE8 K LIREE:
NXESEPRERFAIRT. i, RLFZEEREFFEMA (40 293T. K562, CHO. ESC M%) Hi#iTTIRIE, HA
BERFMEBEMNENZES2, A8 RIRHNFAE IRNTEZE RN EREIEHMINEREIE, RARE LRIET XENRE
MMEEM,

FmliER
B RS g
12592ES04 4T
Hieff NGS® Multi-CUT&Tag Library Prep Kit for lllumina® V2
12592ES12 12T
ZEAR CUT&Tag iA511& (Nanobody-Tn5 #X)
12592E548 48T
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HAER

EHRS BB 12592ES04 12592ES12 12592ES48
12592-A (0 ConABeads 40 plL 120 uL 480 plL

Box- 12592-B O  DNAExtract Beads 280 puL 840 uL 3.36 mL
12592-C O DNA Selection Beads 400 L 1.2mL 4.8mL
125920 @ 10 Binding Buffer 120 pL 360 pL 1.44 mL
12592 © 10 x Wash Buffer 360 pL 1.08 mL 432 mL
12592-F @ 5% Digitonin 12 pL 36 uL 144 L
125926 O 50 x PB Buffer 6 ulL 18 uL 72 uL
12502-H @ 10 x Dig-300 Buffer 400 pL 12mL 4.8mL
12592-1 @) Anti-mouse Tn5 8 uL 24 pL 96 pL
12592-) O  Anti-rabbit Tn5 8 uL 24 uL 96 uL

BOX-Il
12592k @  33x Activating Buffer 6 pL 18 uL 72 uL
12592-L  © 15 X Terminate Solution 20 pL 60 pL 240 pL
12592-M O 30 X Proteinase K 10 pL 30 pL 120 pL
12592-N @  DNA Spike-in Mix (5 ng/pL) 4 pL 12 pL 48 ulL
12592-0 {0 2xHiFi Amplification Mix 100 pL 300 L 1.2mL
12592 O i5Universal Primer 8 uL / /
12592-Q O i7Index Primer (T701) 8 uL / /

[GE] : *12592ES12/48 IXFIERE Index Primer, FTIEHEC Cat#l2417 #HITREERE;

*12592ES04 /1, index {529 i5index GCCTTATG (IFRZ mouse SFEAEIE) « AGGATATG (XFRZ rabbit SRIREH{AER
&) . iTindex TAAGGCGA (FRMIFEFE, i5 mWNMFFIRTERERRE, EERNSEE RIS XELMH) -

AR FISERL T B R B AN Cocktail (Yeasen Cat#20123ES) SKEMEM &

fEERMG

BOX-I: 2~8°C{R7%, BOX-Il: -25~-15°C{R77, BXHE 1 &,
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fERHA

—. B&EMH

1. i EEAN—T (REHERE) . EABINGIF:HEFFER InStab™ Protease Cocktail, EDTA-free,mini,tablet-form
(Yeasen cat#20123) BHEMEFEX ™Mo

2. XEFR: Agilent 2100 Bioanalyzer DNA 1000 Chip/ High Sensitivity Chip Sl EMERF=R. XEEE1X.

3. HEftsdikl: k2B, TEBAK, KIiek. PCRE. HHI%R. PCR{Z,

4, $3%: Hieff NGS® Tagment Index Kit for Multi-CUT&Tag (Cat#12417) »

Z. HREE

1. EEEBFRGTWEARA TR, FEENARRERNE, BREHAEMNR DNA, REBS SYMENTIEISEMLREN

REES, BIEAAREERET 80% (LMEM T A EMEREREE),

2. MEEERREAARREYN Hela 4BARZ AT A Accutase 30 Trypsin 285 H LIRS,

3. BV ERARET HHRMIERGRERAIARIZHAITER, HETSEHRR.

4. FrEF S EAFRIAR BT IHHRMIERGAE/ AEZRRHITRE, HETSERR.

=, BERERSRREE

SRIO/RIE: FIFA Con A HABKHFREAMBEHFIA 5% Digitonin STAMERITEIL, ERRE—NMNRE—RILIE—AEIEE

TR Zfa, BIE—HEE Anti-mouse Tn5. RIF—HZES Anti-rabbit Tn5 MIE M TIEIREEEIFLE SHI DNA 51,

BEE—F% PCR TR ZHANIFE X ENME, SXEHTIFEHEIEHTT barcode #f57, BNRIIRIGIEEITHE 2 PI=EEE

BHEAANREREE,

BEH: 7h
MR NE. FHEMLES Con AREER 0.5h

&5—h 2h
£ZEEM/R-Tn5 1h
BGETNS 1h

EHEKHER. 1.4x HEREIUIDNA 1h

MY 18 0.5h-1h

2x WEER[EIUL 0.5h

E: Multi-CUT&Tag L3072 E
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M. REPR

4.1 B&EF (0.5h) (UTERENGERABIMERERARNNEE, BESMERRNRELE, HRBENSENEER
A, AAFEESEEERTHNRE, SEASEELTRTITIMNTERFE)
1. #2801 10 min BYH 10 X Binding Buffer. 10 X Wash Buffer. 10 X Dig-300 Buffer . 5% Digitonin, 50 X PB Buffer
ERAML, ROERA.
2.1 X Binding Buffer: 210 uL/#7, A#EZEDHI: BY 30 uL 10 X Binding Buffer, #0X 270 uL ddH,0, B4,
3.1X Wash Buffer: 650 uL/#7s, B##Z<F2H]: BX 90 uL 10 X Wash Buffer, N 36 pL 25X ZEESHPHIF, A 774 pL
ddH,0, B4,
4. Primary Antibody Buffer: 50 pL/#7s, B4R 4 : B 485 uyL $ B 3 FECHIA 1X Wash Buffer+0.5 uL 5%
Digitonin+1 uL 50 X PB Buffer, ‘REGFEF A LS (WEREBRITEREE, SHEAERETZEE 0.5 MRE)
5.1 X Dig-300 Buffer: 700 uL/#7x, ¥z : BX 100 uL10 X Dig-300 Buffer, SN\ 2 uL 5% Digitonin 1 40 uL 25X
ZERESIEIF, M0 858 uL ddH,0, BS (HEIMEMA) .

[#] :1. &% Digitonin WERRF A KEIRTE, BIRIBLREAHENENA, BHIN buffer EREME,

2. 25X EBEABIMEIR: B—FEABNHFIESH T (Yeasen cat#20123ES) 3AF 400 uL ddH20 7, ETFEMELRS, -20°CIRTE, EHES
MEFRERRFNERIE, MERZBE, 783318, SNEMERR. RO AREBRAESIMHEEFRRFENTN, BFEBUR.
Hith @2 ERBBIEFINAR, FESEXNNIREBHITATEE,

4.2 #REHEIR (0.5h)
1. BERER:
a) ll—x% 8 BXE, WRI|BLIFMFHREARLE, SFLIA 100 L 1XBinding Buffer,
b) FEAE KN ER ConABeads, BXHH 10 uL ConA Beads Z4 % a)i9 1 X Binding Buffer &, AR EIITIVA,
BTHAORE, FFARESER, FL&
c) ¥ 8 BXE ML EEXF, A0 100 uL 1XBinding Buffer, FB#RasREWITES .
d) B8HKEETHANRL, fFRIFEERE, FLE, A 10 uL 1XBinding Buffer £& ConA Beads,
(] : EHARS, Al1E EP B —24E ConAbeads (10 5T REEEKATRR 1 X Binding Buffer i&tHEk) , £ 4.2.3 ELEMHERS ML
AT BENBIEN 8 EEHRIF,
2. MptEE:
a) TEEETUWIRERAE Hi1%K, BX 100-100,000 NMEEF 1.5 mLEP B, =R 600 X g B 5min, FEAERBRK;
Cx] *: WEMARAESRE, BINASMEREHTAREEET, MEFETRRT 80%, AMREEIHE, FESBRERRE,
b) fIA 500 pL1X Wash Buffer, BEWITESR, EE 600 X g&El5min, FEERNDR;
c) BOA 100 pL 1X Wash Buffer, Z2EWITER, % ZE PCR B,
] : 1. WFRNFRENAER, BRBELRRERIAREEL;
2. Ak R-IRENABAEAL;
3. WF—ALRFERLZUM, alE—% EP B Uk, A 1Xwash buffer —£Fi%, BFE 4.2.3 FHENEKSARES T RNE
SEBNAE,
3. AUWENHEHKSHARES:
a) ¥ 100 pL 4fE (AREI%) ¥%BEEHEEWN ConAbeads M 8 BXEH, L TEIR (BXF) BYGE, BREEL (<100 X g),
ERKFRERE 10 min (FEIEERERE 10 min, HAEIEERES 2-37R) o
Cx] © 1. BOERERKH,
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2R EEEERRIENSERERIEE, RIEFEPREEEMNRDER, BRidfEES.
IERANEEF T BEFERTLL Primary Antibody Buffer,
b) BEEIESCN(<100 X g), R SHKEEFMWNR L, FAKESR (Y92min) , FLEBERNT 8KE, MAHAFRE 43
SE—MAEER (BRANESYF Primary Antibody Buffer) .
] | 1. E£5ARENHEGEERRIRNE, BERZURRSHRARMG. BNEE. BRRNNEATORIBRERRESNES, BREEX
B58, BREHTEEARINES KN ENERSERETSHNEEK (T 3 min) EREHKRERRAMEKE,
2. WEERPHMEOMILE/REREENR, RERIHK-ARESYATARSISIICEN, HFaZMEEMNEERER,
3. BERMERSRZS FTHEROSRE, BER, IRMHKEEERE, AIUAERRRDER, EEES.
43 &5 — MR (3h)
Cx] . AAHEN—RRERRRIE RIR, TMIEAHARE, — B —RETE, —XFRT R, BMREICHRSLIRET, $ B 5 1, 1XDig-300
Buffer I\ 98 pL, —HifERABRFE—H, WEEEA 2 pL Anti-mouse Tn5, E—HERRE—H, WEMEH 2 uL Anti-rabbit Tn5.
1. PRI 50 uL FU289 Primary Antibody Buffer & 2403 (4Rfa%)-H%E &Y.
2. BREPAGBHBHEFNRER 8 KEFMATE (BERHETARIMANE, FIEMA 0.5 uL AFEER, NRKEA,
INFFLA, WSHAZM 0.5 ub) , ETEERS,
[GF] | AXBREFMA=H, BEFEASTRIGSERMER,
3. BEBTEO(<100 X g) WERZKTFER WIZABONEREK, SBMHKREETER) , TEFERERS 2h 3&E 4°CIE
HWEI®R, RIFKFERE, RIERATER. S 30 min AIRHKENDES, BRMkRETLES.
4. BRE—MEEIFHIBIRENT, BEEO(<100 X g, #RETHAREMKILE F, FFAKEE (Y2min) , FAER
BRo
A ATHREISREN, —EETE, #EFEA 1X wash buffer #1775 308, B#ITHE 5 L.
5. ¥ 8 EEMELNIZR EENT, MO 96 L 1XDig-300 Buffer /5, BHIAN 2 uL Anti-mouse Tn5 #1 2 pl Anti-rabbit Tn5
( i Transposome FOREERS 0.17 mg/mL) , BBERB[BUITH L TFTEEHCES (BEMREKZ, Transposome &8
BRI —EeeRiieHl) o
] | *AERISERIFER, HEHNTIEIEETERE, BREEMER, TR DR ESHNERRE,
EMMBEEAREE, NS BEES: A 98 uLlXDig-300 Buffer 5, BN 2 pL Anti-mouse Tn5 5 2 pl Anti-rabbit Tn5 ( 1R#EE
A—iARRSEE RFEHITIERE) , ABRBKITHERERIRIEES 10 Ko
6. ERTHE¥ME 1 hour, RIFKFHeH:, RIEPRETER. SFF 30 min BEKEURES), BRHMIkRETSE,
[F] : BEBESRSSBERNEERE. BEAR (B2 3h) SEREEBRIFNFREESEI DNA £, e TERRE,
7. B#% (<100 X g) , HETWNREMWIHKEE, FAREE (Y 2min) , FAERER, A 200 pL 1XDig-300 Buffer,
B EAERBE TS RESIIT 10 R, 7899 BTk AR,
8. EESB TR (HBEFKMIK3IN) -
9. UBMHITHE 4.4 (FEEERGECE)
4.4 %ERSEOE (1h)
1. #2871 10 min 3% 33 x Activating Buffer 8%, BSO&H,
2. BZE 1X Activating Buffer: BY 48.5 uL 1X Dig-300 Buffer (7l Step4.1 #EgHiA5T) + 1.5 pL 33 x Activating Buffer,
B,
3. %439 R 8 IXEBE (<100 X g) FEFHWANRLE, HRIEESF (Y 2min)E, FLE.
4, ¥ 8 BXEMBEAZR LENT, S MEAIIA 50 uL F I8 2 hiFEREMY 1X Activating Buffer, JE&1945,

5. ¥ 8 EXEET PCR{XH 37°CHFE 60 min
CE] : ERREMRE, ML PCR NURFFERS,
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4.5 ZAK KHAMERLA DNAEML (1h)

1. AEMERFMA 3.3 pL 15X Terminate Solution. 1 pL REH 1 pg/uL B9 DNA Spike-in mixV2 (XFIEZHHIRE
795ng/uL) M 1.7 pL30XProteinase K (LLEIH#HRSIRG) (HEFmIR%E, AI—ERAIEH) . 2FAIEFMLY 10 sec,
BAOEHE, BESREBETF PCRIY, 55°C HMk 30 min (AZEFEF 70°C).

2. FFEED (<100 X g , B PCREBFH AR LFHE 5min, BX50 pL EiF.

[>£] : 1. DNA Spike-in Mix ZERAFTRELEBRHRERRRE FTHNFEEIE Normalization MEE D, AIELFMANNES . B AIRE
KICFEHMTE T MAN DNA Spike-in Mixo ZiXFIEAIREA DNA Spike-in SRE N 5 ng/uL, EERMEHN 1 pg/10 7, RIBLFRAMRBNER
DNA Spike-in BEHRERM, WAMRIBEEZERQMNLES DNA BEHFMFERITIAZE (DNA Spike-in Mix BRHREEHMER) -

LINRHARIKZ, TP E 4.5.1 3.3 ulL 15X Terminate Solution, 1.7 pL 30X Proteinase K & DNA spike-in Mix BRBFUER, FUER
RIZERRES 5 min RfER, FEREEA,
3. JOAN 70 uL =B TF1##Y DNA Extract Beads, RiEES I KIWIT 10 WES, ERFHEMS 5 min.
4. FFEED (<100 X g , B PCREBTFHARLHE 3min, FHIKTLMERREENBTR,

5. {R¥F PCR B FHEAZRE, MSE—MIMON 200 pL 80%ZEE, #GEiEARIHEL, 58 30-60 sec, FEFBENAR.
6. fR¥F PCR BWRAR TSR L, BRI 200 pL80%ZEE, ##E 30-60 sec, FABENBER,
7. {R¥F PCR BRARTFHAR L, ASTSTREHHFNRILIMER (R 3min) .

C£] : 1. BRLEE, TUEESOBEETHARL, A 10 i BRBERERIERT SR, 28 TIRNE,
2. BEHMIRIN TR (BF) MMEEIBEE,
8. MEEHZREEUF PCRE, MO 23 pLddH,0, HFE5&EhE, EREFHE 5min,
9. ¥ PCREREREL, EFWNREDBHMIKNRE, FAREERE (95min) , J0ER 21 yL LEEHOEP B,
BEHITIR 4.6 XET BT RIERET-20°CkIERT-
4.6 PRI 18
1 BR 1 PR RERS, BERETKEER.
2. TXE PCR EFECHIZT 1 iR MR,

R 1PCRYEREIFR
E=1 &3 (uL)
HIR 4.5 Ak~ 21
i5 Universal Primer 2
i7 Index Primer (T7XX) 2
2 X HiFi Amplification Mix 25
ddH,0 Upto50 pL

[3*] : *Hieff NGS®Tagment Index Kit for Multi-CUT&Tag (Cat#12417) =izt i5 Universal Primer F1Z## i7 Index Primer (T7XX), RI1R#E

BmEEM Index EZFRIEBITIER.

3. EABRBEEWITHIRZ RS, HEEBEORRNBRREEER.
4. 5 PCREET PCRIXNHF, RER 2 FImRNZR, #1T PCRYIE,
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#* 2 PCR 8 R NIER
yicd B ia] EFE
M 105°C On
72°C 3 min* —_
95°C 3 min —_
98°C 10 sec

j n cycles**

60°C 15sec
72°C 1 min —_
4°C Hold —_

] : "HEFRAIEK, HERN~YHIFSTERNINGE DNA, 72°CHEE 3 min ATERMFE PCR ik,
“HTFAEEERNFRAE. DNAZESREANERBA, ERTFRIBEFRAAMRE. EAXE. AREVNFALIRERNE L BT 5B
B2%5 8
4.7 XPEéhfk
1. BEEZEZ=EM DNA Selection Beads Wk, IRFH ETEBEIES.
2. WREX 100 pL (2X) DNA Selection Beads E5 & 4.6 By PCR RN =¥, SRIEGESSBHEKREBWITES 10 %, =&
#ENE 5min.
2. FFEED (<100 X g , BBEOEETFWAIZRLEHE 3min, FHITLWERFRS PCR BHER.
3. fR#F PCR BHAKMFHAHZELE, NS—MIIIAN 200 uL 80%ZEE, BHEZ PRI, 58 30-60sec, F & LA,
4. {R¥5 PCR BHAKLTFHEAZEH, BRI 200 uL80%ZEE, B E 30-60 sec, F /& Lk,
5. fR¥F PCR BWRAXFHARP, AZTKTEEHBHENNHRNEH (FREE 3min)
6. MBEAAZR EEXF PCRE, MO 21 plLddH,0, HFESDREE, ZRES 5min.
7. ¥ PCREEHBOHEBETHAR LD BHBMNRE, FAREER (895min) , DR 20 uL LEEH EP EF,
F-20°C1RTZo
8. MBREKELHEEPHNINEY G, sIERREWSEEMKDENSRNHITRESEMAL, XEXNER
Agilent 2100 Bioanalyzer. Qsep & kit Bk THL M,
4.9 XPEFREEH
BEBLT, WEFHNXETESRELVNKED BQNRH#TRENTN, BFESILIEET,

(IS

— EYMERARENSE,

1.1 A& (0.5h) (UTRENARARIMERRERRNNVAE, EEZMHERANLY, FRIBEASEBHREER
R, RANEESEERTHNINE, SEALELTRTOIMNTERIE)

1. $2a1 10 min B 10 X Binding Buffer. 10 X Wash Buffer, 10 X Dig-300 Buffer . 5% Digitonin, 50 X PB Buffer
ERAML, ROERA.

2.1 X Binding Buffer: 210 ulL/#7x, S#aFa%): B 30 ulL 10 X Binding Buffer, A 270 uL ddH,0, B4,

3.1X Wash Buffer: 650 pL/#7x, Bi¥AECE: BY 90 uL 10 X Wash Buffer, AN 36 pL 25X ZHEIDEIFI, 0N 774 pL
ddH,0, &5,

4. Primary Antibody Buffer: 50 ul/#7s, B : B 48.5 uL £ 8 3 HEHIA9 1X Wash Buffer+0.5 uL 5%

www.yeasen.com Page 7 of 13
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Digitonin+1 pL 50 X PB Buffer, ‘RAEEF K LTS (WEEBRTESERE, SHEARETSERE 0.5 MR, EHITFR
FHFEE, TEZERATEFFTEEH)
5.1 X Dig-300 Buffer: 700 L/, ¥ aEH: BX 100 uL10 X Dig-300 Buffer, I\ 2 uL 5% Digitonin #1 40 uL 25X
ERRIEIR, MO 858 uL ddH,0, BS (THE—iEEH], SRS EHTEHENT) o

[*] :1. &% Digitonin WERBRRAKERE, BRIBELIREAHENRNA, BHIH buffer ERME,

2. 25X ZAEEIMEF: RR—HAEABBFIFIESHT (Yeasen cat#20123ES) AF 400 uL ddH20 &, ETEEIRS, -20°CR7E, EQEH
MEIFRERFEFRERE, NERZBE, 783 318, SUEMERMR. RO BRERREIEEIHGEERAFE/ NN, BETERIAR.
1.2 EYHmRZSEMFER (2h)

R R RAFARAEMAEEE DNA F=ERNBUEE 5, RITEITEWAL#HITAMZIRILIE,
1. ¥REY 0.2 g FEHEWALR (WIHRE) , BEIBEMREMEREET 5cm BRUEFIA, MAZREEHRA (REE
MAZEAR, NRGEZEERENE) , A7TAEMRMOIESGEEFRERLIRIANLE CRREIPIR) (BEEARFIE
B, FEHITRAME, BIFREX 0.2 g AFHER, MARABFZTIMEBETHR, RHABIFHHERE 6 mL FULAIZIRE
RAERHERBRE I5mL BOER, BIRIEZRES, FLERBR, FEVARAHAE) -
2. A 40 um 828 (BIVREREEIERS 15 mL EP BRYIESE, ZRSEMFRIRK) TRFE 1 PHBRK, TR 11E7F0
PERIRERA UREZIREVE AR A L &SRS H RS IE,
3. (AI#) wRE: BERRDEFHNE, A DAPI WEZESRH#ITRER, RN LM%, 2IEEHZMZ 4°C 2000
X g B 5min, EiE B, B 90 pL ZRIE AR D ERTUEHESE PCR B, ZEREBIRESE 4.3 FIA#HITRE,
4, FEEHITARRNOER, BSE 2 PHES 4°C 12000 X g B 5min, FEERNKE. E5F 2 PHRERZER,
A 1mL ZEREUK B ER/E, 4°C 12000 X g Bl 5min, EEEZR, BELBRHAEBRAERS.
5. FAZEIREVE CERSE 4 I,
6. FEX—1HEI 1.5 mLEP &, £ EP EFMA 500 pL ZERIZENR Co
1. BERSHPESRAESRE 6P EP EEEREZNMAELS R SHERETIR 6 B LS, BERSEPERES.
8. 4°C 12000 X g i 45 mine
9. FLEFE, A 1 mLZIZEE K D ERTUREME, 4°C 2000 X g B 5min, FiE LB, EE=X/E, B 100-100,000
NARIZA 100 uL ZIREE AR D ERTUEH 5 E PCR B,

Cx] *: EMNMARZELYNE, BVARHMEREHITARZTENETE, ARZTEERHET 80%, AZTEEIMR, B2SNERES.
1.3 MERELTE:
a) B—% 8 BXE, RI|BLWLFMENREARLKE, SFLIIA 100 pL 1XBinding Buffer.

b) A% KN ER ConABeads, BXH 10 uL ConA Beads Z4 % a)i9 1 X Binding Buffer &, A RBEEWITIHAN,
BETHAORE, FFaREER, FL&,

c) ¥ 8 BXEMHEEHZEEEYT, SO 100 uL 1XBinding Buffer, B#HRESERWITES.

d) ¥ 8 BXEBE T %L, FRIKEEE, FL&, MO 10 uL 1XBinding Buffer & ConA Beads.

(] : BARS, AlTE EP B —R4E ConAbeads (10 {EFRELERATRR 1 X Binding Buffer i&75tHiER) , £ 4.2.3 JELENHERS AL
AT BENBIEN 8 EEHEIF,

14 WHSHRZRES:

a) ¥ 100 pL 4K (AREI%) ¥%BEEHEEWN ConAbeads M 8 BXEH, L TEIR (BF) BYUGE, BREEL (<100 X g),
ERKFRERE 10 min (FAIEERERE 10 min, HAEIEEES 2-37R) o

Cx] : 1. BOERERH,

2R EEERRIBENSEERIEE, RIFEPREEEMNRDER, #BRidfEE S,
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IERANEEF TS BEERRTLL Primary Antibody Buffer,
b) BREIEN<100 X g), R 8HEEBFWANRL, FAREER (YW2min) , FLEBKT 8BE, LAHADE 43
SE—MMEEEE (FRETERY Primary Antibody Buffer) .

] | 1. E£5ARENHHEERRIRNE, BERZURRSRARMR G, BNEE. BRRHNEATORIBERRESNRES, BREEX

B850, BREHTEEAREIRES KN ENERSREETSHNEEK (REd 3 min) EREHKRERRAMEKE,

2. WEIRPHMEOMIKLE/REREENR, RERIHK-ARESYATARIIICEN, HFaZMEEMNERER,

3. BERMERSRSS ETHEROSRE, BER, IRMHKEBERRL, AIUAERRRDER, £EES.
R 4.3 FR#TRE (FRE#HIT425R)
— ThYIERARRN S E.
2.1 F&ECH (0.5h) (UTEENFRARMEARRRNNABE, EEZMEARNELE, FREEASEHNRER
R, NMAFEESEER T HATINE, SHEARELTEIIMNTEIRH)
1. #2717 10 min BYH 10 X Binding Buffer. 10 X Wash Buffer. 10 X Dig-300 Buffer . 5% Digitonin, 50 X PB Buffer
ERAML, ROER.
2.1 X Binding Buffer: 210 pL/#7, p#EZREZH]: BY 30 uL 10 X Binding Buffer, #0A 270 uL ddH,0, B4,
3.1X Wash Buffer: 650 pL/#7s, gitzAE%): BY 90 uL 10 X Wash Buffer, 11X 36 uL 25X ZEESHPEIFI, MO 774 pL
ddH,0, &4,
4. Primary Antibody Buffer: 50 uL/##7s, B AGEH : B 48.5 uL £ & 3 hEZHIA 1X Wash Buffer+0.5 uL 5%
Digitonin+1 uL 50 X PB Buffer, ‘BEAEEF K LTS (WEEBRHERER, SHEAREFNSERE 0.5 MR, BEHHFR
FiRFEE, TFZERATEFFEEH)
5.1 X Dig-300 Buffer: 700 uL/#7x, gt¥z<EoH: BX 100 uL10 X Dig-300 Buffer, SN 2 uL 5% Digitonin 1 40 uL 25X
ERRSIEIF, 0N 858 uL ddH,0, BS (THR—iEECH], FiFHEEENBHTEHEN) o

[*] :1. &% Digitonin WERRF I KEIRTE, BIRIBLREAHENENA, BHIN buffer EEME,

2. 25X ZEAREINHIF: M—HEABMEIFESH T (Yeasen cat#20123ES) ATF 400 uL ddH20 1, ETFEMEIES, -20°CIRTE, BHES
MEFRERRFEERE, MERZBE, 783 318, SNEMERMR. RO BREBRAESIMHGEFEARFENTHN, BEFEBUR.
2.2 YA EMEER (1h)

1. #REY 0.2 g MBERNYIALR (BEhIKA/)) , AALRSRKEE Dounce IR EXLAZARANER (HAERSEFMNREAT
DBERFTHR, FELTUER, FENBRAAE) . FREFIOERER 6 mL FULHAMRE R A BFHEBE 15mL
BOER, BEEZRS,
2. 5 100-200 B MRS REI TSR (EEEMERD, aIUREIIHEIESE) .
3. EAFOHETE I FHNBRIEARARSR/ARZERIEE L5 mL BOEF, 88 1mL, 4°C 600 X g&EDLS5
min, FRERNSIBER. FRARE PR A ERTUERE, WM #TiT4 X 100-100,000 NHE*F 1.5 mLEP &,
EE 600 X gBO5min, FEERBRK;

(] : RFRNFEBAR, ERESIRERERE LN

Cx] *: WEEMARAESSIHE, BINASMEREHTAMREEETE, AEFETRKT 80%, AMREEIHE, FRSRERRS,

CF] **: BERAEFALE, TETHBERR A PIIN NP40, 18 NP40 BIRETE 0.5-1%Z BIRAZHRMMAE, REXNAMEZ,
4. F1 500 pL 1X Wash Buffer EE£E0E, =& 600 X g &5 min, FRLEE,
5. fAX 100 pL 1X Wash Buffer, BRWITER, %% ZE PCR EH,
2.3 MRS E:

a) l\—% 8 BXE, WRIELRFIRMNERLE, SFLIA 100 pL 1XBinding Buffer,
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b) R KEE7THEL ConABeads, BXH 10 L ConA Beads Z4 % a)iy 1XBinding Buffer &1, B8R B EEWITIVN,
BTWAORE, FFAREER, 7L
c) ¥ 8 BXEMHEEZHZE EEXTF, SO 100 uL 1XBinding Buffer, B#KeSERVITE S,
d) ¥ 8BEBETHWANREL, FREEER, FLE, M 10 pL 1XBinding Buffer & ConA Beads,
[X] : BFARS, AITE EP B —24E ConAbeads (10 fEFRELERATRR 1 X Binding Buffer i&35tHiER) , £ 4.2.3 JELERVRERS ML
BT BERBEIEN 8 EEHEIA,
2.4 WHESAR/ABREZES:
a) ¥ 100 pL 4hRR (4BREI%) BB ERHEIEW ConAbeads B9 8 BXEH, L TEIE (BF) RYGE, BEEL (<100 X g),
ERKFIEEES 10 min (R ERSEHE 10 min, HAEEEIRS 2-3X) .
Cx] © 1. BOERERM,
2R B EERBEMEE LA, RIFERREEENEDEE, BRIATMEES,
3BIRBIER T T— S BF BT Primary Antibody Buffer.
b) BEETEN(<100 X g), ¥ 8MEBTHW AR L, FFAREER (YW2min) , FLERIT 8 KE, UBHASE 4.3
ZE—MNERER (5RATVESY Primary Antibody Buffer)
[CX] | 1. E5AMENEREERRIZE, BERIZURIESRAMRBG. BNEE. BRRFENEATORLIEERRESNRS, BE~EX
B8, BEEKTH AR IRESKNENEZRSRETSHNEREK (REd 3 min) EREERE RN AR,
2. BEIRPHMEBOMIKLE/RERERNR, RERIMK-ARESYATARSENCERN, HFEEMEENERER,
3. BERMERSRSS FTHEROSE, FER, IRMHKEETRE, IUAERRRDER, £EES.
RER 4.3 Fa#ITRYE (FRE#HIT42PR)

ARSI

— XTiRMF
1. ATENZ2MER, FFRLRBEAB—REFERE.
2. NBRERRSH, WEERATERCNEX, RIFREERINEERIEK,

4. PCR =¥ EIE R SRA B ESARS S, HMmEmRRERERNM, #EE PCR RNAREHIXH PCR F=¥4ikia
MK FHITREIENYIEIRES. REXENET BB RBFREURENWEERKIFHITEE (HEFMER ThermoFisher
AF]H DNAZap™ BRIZEEERIRE) , WRIFLRIFBIESE,

5. BREAPN R BRE R URISHAMIES.

6. WAEFRAERTIRNARES, LRPEE Buffer RE L THERIRRERICEORBEEMER.

7. FEAFBN—HNRERBRRERE, EHIERRARE, — R —XRETE, —XRKETR. SHEHMIRSLIEN,
—inERARR—H, WIREEA Anti-mouse Tn5, H—HEAREFE—H, NWIREEAA Anti-rabbit Tn5.

8. AEAFIZIEATF 100-100,000 MR ENFEAERE, EEREHAMIEIRES 10,000-100,000,

9. &P RIXBIERIERAIE!

—. NAEHE

FIRF 2IE A F4RRIE N 25 100-100,000 N8Y CUT&Tag iR (R{E4BAEEEIAE 10,000-100,000) » FEN £, FAIEE
ZEYMHSEASAFEFATRERA TR R, ERRANEAXBFTEHTARMNFARFINIE EARFERNREMAMRE
REE. EYHEAHEAREANRERGEEERAEZZREE) 57 EIRRALRIBEREHITRR, BREELHR.
A ZLRER AT R AR,

=. ConAbeads #&{E; X EEM
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1. FRARMEHHRTEEER, BNBHHKRET 0°CLUTFR.
2. ConAbeads 5HMLEEE, RBRREIZIEZHEANWRITHIR-ARE SYMEMRN DRGSR S AR B
3. BESRPEMEOMECLE/RERERNR, RERIHEK-ARESMA T IRZENTERN, FREMGEME
WER,
4, EREHFARNNREEESRER ONKNEETHARLE, ANEREKESE,
5. BREHKKNERBATSPEEHBTREAEUK-ARESYHRE (RET 3min) .
6. I ERI A R!

Mg, XF DNA Selection Beads 4lifb5433% DNA

1. DNA Extract Beads AT ER FEH9E E4H DNA #2EX, DNA Selection Beads TEXXEEAILTZRER, 1/71F .
2. WHKERARNATEEERR, TURSBUISETR. 2EMRFE.
3. BEMEHIEEE T 0°CLATER.
4. WHRERERRBN TR ESHERBRSE L TUWITRES.
5. %1% LB, 1B70REREIREER, BN KRBV E MR MEE X ERE.
6. HEHRRERN 80N ZENIBIME, BNEHMmEIWE,
7. FUEBBIR K E TERTIR, TRARIBZEMTKIERBEMEERE; S0 FIRX 2T HEIRFT 2T
PRGNSR, BEBRT, ERTE3min MHRRERRAEA) ELULHERTES TR
8. XEWMHMRTE, FIfERA 0.1XTE Buffer %M, F#F 4°C 9J{R7F 1~2 /A, -20°C AJ{R%F 1 1B,
A, XFiHA
1. RER Buffer HFIFCERRTFRME, #REM.
2. Digitonin B4fEEM, BB BEMR, TARRHIREZPBEMF DAL, A Digitonin BARNIMEIMA, 7 4°CH
BEFREE 2 X
N XEEGH

Index 2 (i5)
5 -AATGATACGGCGACCACCGAGATCTACACIINITCGTCGGCAGCGTCAGATGTGTATAAGAGACAG-NNNNNN-CTGTCTCT
TATACACATCTCCGAGCCCACGAGACIIIIIIATCTCGTATGCCGTCTTCTGCTTG-3’
Index 1 (i7)

[1111: Index 2 (i5), 7 bases; 1lII11: Index 1 (i7), 8 bases; -NNNNNN-: #HNFE5o
FAFIEREREX (Cat#12417ES) HIRMHEE i5BA5I14U% 24 #i7 Index Primer, BFSBENFNXHFREF
8o Index Primer FEFISN T RATR:

AR 51

i5 Universal Primer = 5'-AATGATACGGCGACCACCGAGATCTACACA -3'

TTXX 5'-CAAGCAGAAGACGGCATACGAGATIINIIIGTCTCGTGGGCTCGG-3'

[E] : 1nni 2=7R 8 bp Index 51, MFRIRIENFEFATE Sample Sheet FIINFAERR Index YR T,
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BIERDE index £8.:
Sample Sheet fN/MFEEY Index F51

A5 NovaSeq 6000 v1.0 reagents, NovaSeq 6000 v1.5 reagents, MiniSeq,
MiSeq, HiSeq2000/2500 NextSeq, HiSeq 3000/4000
Anti-mouse Tn5 ATAAGGCT GCCTTATG
Index 2 (i5)
Anti-rabbit Tn5 ATATCCTT AGGATATG
Index2(i7) * * *

[E] : BUBIRSET, i5 8% index RIBEZFEHNMMES 5 (BIAXIE Anti-mouse Tn5 5, SRIXTRL Anti-rabbit Tn5 FF51) , i7 i index 1R
Cat#12417ES HREH i7 31¥5RIAT.,
+. XFhRiFEF
Multi-CUT&Tag L3R ERR—HT, BIEEM ChIP &3I5& CUT&Tag. CUT&RUN SRIIIEE A, BT FATIHIE
ERESH, RILEA IF RRIEHITERER. NAFIZFREERIN .
—iffERE:  Tri-Methyl-Histone H3 (Lys27) (C36B11) Rabbit mAb (Cell Signaling Technology Cat#9733)
Histone H3K4me3 antibody (pAb) (Active Motif Cat# B_2615077)

RR—H
Histone H3K36me3 antibody (pAb) (Active Motif Cat# 61902)
Histone H3K9me3 antibody (mAb) (Active Motif Cat# 61014)
Histone H3K27me3 antibody (mAb) (Active Motif Cat# 61018)

BiR—#

Histone H3K27me2me3 antibody (mAb)  (Active Motif Cat# 39435)

I\ RTFXEEY 1

1. AT EPHIXETBADFERAEMRE DNA REEFTAMN, AKIER TGRS —%, BMEZEENNER, WaE#HT
TAmeF sl 18,

2. HEFERZAAEM Hieff NGS® Tagment Index Kit for Multi-CUT&Tag (Yeasen Cat#12417)iEHUHITXEY 18, ZiER
RIT 24 MAEHESHING index XEFIESY), RARRE LRIET XEHNEZNEEMNES .,

3. XET L BREMRITHI RIS, B AR, BSRXEFER; BIfd%, XESRXEREFMHIEM. &
EEEM. REFIEGIN. FIEREVRFLIMFIRER, WENMNEBNEHRE LVNBFRG TN R8O XET 185, 1535
EMRBERAERHBRMNEEEELR, & 3 5127 1E 293T 41k, 5/ Histone H3K27me3 antibody (mAb) (Active Motif
Cat# 61018) #0 Histone H3K4me3 antibody (pAb) (Active Motif Cat# B_2615077) FASiAFIE#HITXEYT 1L, A%

ANESHENY B ER SRS,
RIMBRNESTIBBEIFEEER (H3K2Tme3/H3K4me3) *

MR NE PCR &R ¥k XEFE

100,000 13-15 10-50 ng/puL
10,000 15-17 10-50 ng/pL
1,000 18-20 10-50 ng/pL
100 20-23 10-50 ng/pL

(] : *SRPERIBEZERAARE. THER. ARBEMERLEERE L AT SRR, HE LV ERE
M. XTF DNARER

DNA spike-in mix (5 pg/uL) 2XEFEFABIE Lambda DNA W=ERF%, KE5 5% 230 bp. 250 bp #1300 bp, EE
IRRELLLH 10 3: 10(E 1), AiXFIEPIRHA9 DNA Spike-in SREH 5 ng/uL, HEEFRMERN 1pg/10 7, RIBSLFR
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MR NER DNA Spike-in HEFRREHRM, WAMRELERQRNSES DNA BAMFEBTIRARE. fnERFT:
Spike-in-1:
GTTCCACTCCTGAAGTGTCAAGTACATCGCAAAGTCTCCGCAATTACACGCAAGAAAAAACCGCCATCAGGCGGCTTGGTGTTC
TTTCAGTTCTTCAATTCGAATATTGGTTACGTCTGCATGTGCTATCTGCGCCCATATCATCCAGTGGTCGTAGCAGTCGTTGATG
TTCTCCGCTTCGATAACTCTGTTGAATGGCTCTCCATTCCATTCTCCTGTGACTCGGAAGT

Spike-in-2:
AGTCGGTGTGAATCCCATCAGCGTTACCGTTTCGCGGTGC
TTCTTCAGTACGCTACGGCAAATGTCATCGACGTTTTTAT
CCGGAAACTGCTGTCTGGCTTTTTTTGATTTCAGAATTAG
CCTGACGGGCAATGCTGCGAAGGGCGTTTTCCTGCTGAG
GTGTCATTGAACAAGTCCCATGTCGGCAAGCATAAGCACA _
CAGAATATGAAGCCCGCTGCCAGAAAAATGCATTCCGTGG W s o
TTGTCATACCT Tl |

Spike-in-3: 1 DNA spike-in mix B LU K EER R

CCTTACTGGAATCGATGGTGTCTCCGGTGTGAAAGAACACCAACAGGGGTGTTACCACTACCGCAGGAAAAGGAGGACGTGTG
GCGAGACAGCGACGAAGTATCACCGACATAATCTGCGAAAACTGCAAATACCTTCCAACGAAACGCACCAGAAATAAACCCAAGC
CAATCCCAAAAGAATCTGACGTAAAAACCTTCAACTACACGGCTCACCTGTGGGATATCCGGTGGCTAAGACGTCGTGCGAGGA
AAACAAGGTGATTGACCAAAATCGAAGTTACGAACAAGAAAGCGTCGA

o RFXERK

1. BEERT, WEFNXEDESKED BRNFIRER MRS THRETN,.
2. XERENEIEER: EFINEE DNA KARRIAE, 91 Qubit®. PicoGreen®FELURETF qPCR &N EEM i,
3. XEKESHRKN, A& Qsep. Agilent Bioanalyzer 2100 FE T EHAE B R MIT ARG FH TR,
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