SHE

GENE CREATE

Chromatin
Immunoprecipitation
(ChIP)Kit

Catalog#JKR23002A

Instruction Manual (For Two Groups)

Sufficientreagents for 6 ChIP assays per kit.
Store at-20&4°C
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1. EBERIE

REAREELTR(Chromatin Immunoprecipitation,ChIP) 2 AR REH R SDNARE AR
GFEMELER, XMEABHMREAREARZIERNEANE—BEUSLNAMAZAE
i M BN AMEIERME S, 5 EMEQREAMDNARBIUR TR, B ERMRMESTE
DNAFZ LHEEEH.

2. TR

A~ 8o —_—
oo —
—_— g —_— . ..1_>$—3_;'
2o oo < —_—

DNASZE A 3EX B TTHT SEHE fRAZER HIRDNA  qPCRELNIE

ORAE e £1x1077NERL 0.2-0.5g48R
LR HREE
\—v—)

AR 1%$§PBS§E§%,@5&

.
s i ()

HEES00uL 50uL, DNAMI, it
———

@RERR 10U+ 140uLIBAK  490LIRRER
N VIP/igG/MiE

490uLIER
Y $° SOuLEH

490uLER
N Wash Buffer 1/2/3/4i 5, Elution Bufferiit

. 150uLk %
(©DNAEI DNARIH; Y DNAEIK

Input 50uL 1P/IgG/MaE 50l

RMZBRNECNERRRAR 02 www.genecreate.cn



ﬁﬂlﬁo NS FIREMTIZHEIRE L E] WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.

‘GENE CREATE

3. idIEA S
H5 BEGT) RFEERE H5 BEG6T) FEEE
5XPBS TmL 4°C ChIP Buffer TmL 4°C
Glycine buffer 700pL 4°C ProteinA/G Magnetic Beads ~ 350uL 4°C
Cell Lysis Buffer 3mL 4°C Elution buffer 1mL 4°C
Tissue Lysis Buffer 3mL 4°C 5M Nacl 150pL 4°C
Piba) BET) RERE H5y BE(6T) RERE
Wash Buffer 1 TmL -20°C  Normal Mouse IgG 6uL -20°C
Wash Buffer 2 TmL -20°C  PAMEHA(Histone-H3) 6uL -20°C
Wash Buffer 3 TmL -20°C  5uM GAPDH primer (human) ~ 40pL -20°C
Wash Buffer 4 14mL -20°C  5uM GAPDH primer (mouse) =~ 40uL -20°C
Proteinase K 48pL -20°C  Protease Inhibitor(100X) 40pL -20°C
Normal Rabbit IgG  6pL -20°C  RNaseA 24ul -20°C

E6TAHCREARGIERL, ChIP-qPCRIZFESBA R T I1gG. IP. FAtE GEMR) 34, FiHFE2-
3TiR#lo

HARRBE T~

+3T%EREHI6%EE < QubitiwAITRERIXFE

« DNAZfb BRI & « SYBR Green qPCR Mix

- DNARERF =
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4. 1B 1E SR

4.1 B3R

& 1XPBS:BXImL 5X PBS, I N4mLB4IK, B4;

1% EPBSAMR | BX27uL 37%FEAR, MAIT3uL 1XPBS, B4,

a ApFEAs

1) 4ARmusE R EE£01 X 10" MR, T4 PBSIE 2K, M /R2mL, 1000g, 4°CELS5min, &ia— Rk
FRIE;

2) REEINALIML 1% REPBSARER RS, ERMEEMESMIn;

3) &UE3ZERAIAL00uL Glycine Buffer, 23R EF # & 5min, 1000g, 4°CE 5min, FE L&

4) B HER A, SR MAN2mLINA PBSE &3R4, 10008, 4°CE L\ SminUt E4MTTR

b AR

1) HPEE  Fr et AN BIR B RENATFHLR0.2-0.5g, B TV HIM SRR, INRAMERMFR, 7
WS ZEEP B (BB HMHAT. BERAT A AR EFERF AR ML-2mm/NR) ;

2) 3B INANLmL 1% FREEPBSARMITRS), ERIEHME 10min;

3) £21E3XBEINN100uL Glycine Buffer, Z RHe% ¥ & 5min, 15008, 4°CEL\5min, FA LE;

4) SEH SRR, SRINN2MLIA PBSE &84, 15008, 4°CEL5min, WAL,

I RBEERRARBET2C ARAR AR FRRRENIKNEEMER, TRBERRITFN

FFRITIRE,

4.2 ##AERUR

Y BR445uL Cell Lysis Buffer(4RRE#£7)30#& Tissue Lysis Buffer(4B4R#£45)INA5uL Protease

Inhibitor(100X)’24] (Lysis BufferfE AR EAXMBLETEHFR, BTEENR, AINEERS

37°CIAEEMR) o

1) RfE7EE—F TEIFREASTUE R, 4BREREAIIAN400uL Cell Lysis Buffer 4°CHed ¥ E30min,
ok EERBRAEI0MIn, FSMIiNRIEES 1R ; AL AN N400uL Tissue Lysis Buffer 4°Chig%
¥E40-60min, 3k L5 ERE40-60min, E5minRIEES 1R,

2) B MRRB AT (IRIBRE R BB A (GHTM LR BERRETI &G, BIgRBEMNT
K, BE KM 20%MIIEK, F5S, X2S, MIREABAE6~10min, ARFAEBAE 15~ 30min, BHTEK
ARHT), BFEF10000g, 4°CE 0 10min, Ye& EiE (LbF B ol E {2, -20°CTEUED) ;
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HEEAEAENARLEBELRHTERRER, RIS RchipLRa, S REEATRTEREE
M, B UL NBAENERNBERR, RS E RHRENEIEITE, SEMRSmMinEX10uLEF &
1T 1%IRBENE SRR BB K LA TEDNAFT B K/ \o

3) fRAZEE I ENS0uL 3, iNN100uLiB4k, luL RNase A, BAI37°CHEESmIn, A4 A6UL 5M
NaCl, 2uL Proteinase K, 65°Ci¥ & 3haid 7% ;

4) [EIYDNA: 2 FBDNAZ (L EIGR I 2 3% 35 B P ATIR1E, /5 FAS0ULEBLA/ R (LAt AT 1ER
Input);

5) Bt EEAQuUbItRFE IHEDNAMREE, 1.5%IRBEHE 5 AL BBk I D NAK B K/NChIP-qPCRET B
£ F1£200-700bp, ChIP-seqFr ER & 7£200-500bp A AR fE) o

4.3 RS (BNPRED)

1) ¥&ProteinA/G Magnetic BeadsM4°CkFREX , £ FERELES 0K, BY50uLEI1.5mLEPE

2) HIAN200uLFRABICHhIP Buffer8 SRk, B FMANR L& E2min, RE L&, EERSBELR, &
HHR2R

4.4 RETURE (BNPREL)

RIBRIO TR, HITLI 4, ChIP-gPCRO AR 1 Input, 1gG, IP, B G A, FEM2-3MPR

NoChIP-seqs459 : Input, IPAA, EBMLMNPR .

1) HRIBFRICNERIDNAIRE, FChIP BufferstBAERN LB AHITIHR, ELATRA500ul (4B
EHEIRDNAREREE10-20ug/mL, # REFEEAFDNARERHEE20-40ug/mL), BR10uL#
BREHZS, IANL140uLBAIK, ERINputiE-20°C, 5 BRI R —I2AREXEI,;

2) BRA90uL R ERIBEAR, IIN3-5ug BAR#1A (IP4R) SR LuLFHME|gG (IgG4R) SIuLFRME A (P
4H) , 4°CHERIF B 3h TR ;

3) BN B SRR, BRETE O3S, IAFI B REERE P, 4°CHERE ¥ B 2h;

4) BREAMNSBEERPNH, ETHRAORLES2miIn, FLE;

5) BMIA1mL Wash Bufferl1E &2k, B FHAHZR L& B 2min, F LF;

6) MMA1mL Wash Buffer2 B &2k, B FHiHR L#E2min, 7 LF;

7) MAIA1mL Wash Buffer 3E 2 Ek, BT AR LERE2min, 7 L7E;

8) MA1mL Wash Buffer4Z 2#izk, EFMAR LHE2min, FLE, EE— AW R, REHNE
i3S, F LEWIRTR,
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4.5 R Ek

#%  HElution Buffer K4°CEXH, 18 EREZRIAT LA (AI3T°CIIHARE) o

1) £ E—SHITUEFMALSOUL Elution BufferiBAERA), =R Fief & 15min, BiETE03S,
BFHAREFHEIMIn, BLLE;

2) HOA1uL Rnase A, BA37°CHEESmin. 4# 4 N6uL 5M NaCl, 2ulL Proteinase K, 65°Ci#&3h
(InputTELL BRI IRREIFHRIE) ;

3) {E FAADNALEL BRI & 1215 BE B 1TIR1E, /B R50uLB AR kR

5. LIS R
5.1 ChIP-qPCR (i)
1) REAZR D& Input. 1P, 1gG. BRMHEA S BIBRULINAEIPCRR RZFLH, S MR =87, ERASH
ZBRSYBRGreenqPCRMixift BB 3T #IN, ISR /S MEFATIZBRES B010s, NFEH EEPCRILH
MR AR SRS AT (PR A RISGAPDH3 | H AR B ERE0AD) ©
1 2 3 4 5 6 7 8 9 10 11 12
GAPDH A Input Input Input

gG IgG lg6 P P IP A FAME PR
gG 1gG  1gG P IP P

Primerl B Input Input Input

Primer2  C Input Input Input IgG IgG 1gG P P P

. Input Input Input 1gG IgG 1gG IP P IP

2) ERITH
ACt [normalized ChIP] = (Ct [ChIP] - (Ct [Input] -Log2 (Input Dilution Factor))
Input Dilution Factor = (fraction of theinput chromatin saved)-1
A AATME U RIAF&F, Input Dilution Factor =50, Bllog2(50) = 5.644
AACt [ChIP/NIS] = ACt [normalized ChIP] - ACt [1gG]
Fold Enrichment =22 (-AACt [ChIP/NIS])
%Input =2% X 27 (Ct[Input] - Ct[ChIP])

5.2 ChIP-seq G&f#)
1) B BUEEInputflIPHEZ, 3 FBDNAR IR 7 &35 B B 1T 1F.
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2) XERG
3) Wre
4) EENH

1) #ZMBAEMCELSmL EPE, MAN0.4-0.6mLURKRIA, HIRKLBFEPE L, RE FA2/3MWIE,
& BB A5S, F L MINE, EEFFEIEE, NIhEANBERANEAMEM EIRE=
N ARER I EM B A E H# TR R,

2) JEEm s AR RIBEHITRER,

QUBEEHRBRFHEER

1) BRHEERNABELHREFTEZBENAN R, AERRKEELS, RENALRIFRE
RF25°C, LHREX RERE AR AR A0 B =18 X O — BB B B TR 1E,

2) REAREHB/NF200bp, BAEINEMNEREIE, REMALRRRREBERMT.

Q3:IPHIgGHFCHERRER

1) MAEE SEEIDNA, ATEEEZ IR,

2) 1gGHE RT &, AIE MBL AR SR BB ITTE S BDNAR N E,

3) EANSATUNEIR, BEMLITSIY.

Q4. AfRHMARE

AR IERE— &, AIRE NIRRT IR E S I Y ZRIEEE N, BEFLITE Y.

Q5: #AsDNAZKRERIE, (£ F10ng/uL

1) BAGNET D EEIGINERNBRANE, LEZIA, DR,

2) HEATL AT ERHERAERTES .

3) MIBMERRIEATIIE NI A LysisBuffer/5-80°CRIES K, 37T°CARK, R EVRRI3 K.
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I ChR IR F 1

1. B3ZE%

1) IX 10" MARESRAREARLM R, MALML 1% BEPBSAR, E:RIEEHE5/10min, 42
ARE;

2) BIA100uL Glycine Buffer, Z:RIE¥F B 5min, 1000g, 4°CE/L5min, FE L,

3) ImLIAPBSEH 2R,

2. AR

1) MIAN400uL Lysis Buffer (&Protease Inhibitor)4°Ched%#&30-60min, Stk L% B2 A#30-
60min, MEALETE;

2) {RBA, BA510000g, 4°CE/010min, BUEE (BE &4 :120%89 TR, FF5S, %25, AREEAR
HEBA6~10min, AREABE15~ 30min, HTEAKBRHEIT);

3) BY50uL_E5E, MNN100uLBAEsK, 1uL RNase A, RAI37°CIEBS5min, 4 A6uL 5M NaCl,2uL
Proteinase K, 65°Ci¥ &3h=kid % ;

4) DNAEIY, SR /E50uLBAK AT ;

5) MEEUHIDNATKRE, 1.5%IRBaHE SR B KA TIDNAR B A /N

3. HEREE
1) BX50uL ProteinA/G Magnetic Beads;
2) 200uLF4HIChIP Buffers& TR R

4. GEITRE

1) FAChIP Bufferf& Rt 4s, BRIOpLIEREEHE AN, NN 140uLEBLEK, EAINputii&E-20°C;

2) ER490uLIERE ERIRE S, INN3-5ug B AR#HiA (IPAR) s1uLFF/E gG (IgG4R) i3uLPE LA (R
4) , 4°CHEF I B 3h T 7K

3) B TREMAE LRI E P, 4°Chest i E2h;

4) 9% BWash Bufferl.Wash Buffer2. Wash Buffer 3.;& ¥k 1%, Wash Bufferdi& 5iiik2/%

5. EAREI

1) 150uL Elution Buffer;®iEE4), =8 FHEdEE 15min;

2) M1l Rnase A, JBAS37°CHEBSmin. AL MA6UL 5M NaCl, 2pL Proteinase K, 65°CiE&3h
(InputfELL s BFFIARIS1RIE) ;
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3) DNAEIUL, 50uLiBAtk skt

6. ISR
1) ChIP-qPCR (i)
2) ChIP-seq (&)
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