Chromatin immunoprecipitation (CHIP)
< Y >
1.TE

050928 Hiroyuki Suzuki

2. 10% formaldehyde - PBS

10 ml of 37% formaldehyde // 27 ml of PBS  (JAZE#HHL)

3.2 M glycine (MW: 75.07) | 75.07 g // final 500 ml

4. Cell lysis buffer
5 mM PIPES (pH 8.0)

0.5% NP-40
85 mM KCl1

2.5 ml of 1 M PIPES (pH 8.0)
25 ml of 10% NP-40
425 ml of 1 M KCl
// final 500 ml

5. Nuclei lysis buffer
1% SDS

10 mM EDTA

50 mM Tris-HCI (pH 8.1)

25 ml of 20% SDS
25 ml of 1 M Tris-HCI (pH 8.0)
10 ml of 0.5 M EDTA
// final 500 ml

6. IP dilution buffer

1.2 mM EDTA
167 mM NaCl
0.01 % SDS

1.1% Triton X-100

16.7 mM Tris-HCI (pH 8.1)

8.35 ml of 1 M Tris-HCI (pH 8.0)
1.2 ml of 0.5 M EDTA
16.7 ml of 5 M NaCl
0.5 ml of 10% SDS
5.5 ml of Triton X-100
// final 500 ml

4, 5,6/ 1M FHERTIZ ImM PMSF (1 /100).

1000) = 1 % %

Aprotinin (5/1000) . 1 pg/ml Leupeptin (2 /
7-2XRIPA 40 mM Tris-HCI (pH 8.0)
4 mM EDTA
300 mM NaCl
0.02% SDS

2% Triton X-100

20 ml of 1 M Tris-HCI (pH 8.0)
4 mlof 0.5 M EDTA
30 ml of 5 M NaCl
1 ml of 10% SDS
10 ml of Triton X-100

// final 500 ml
8. Low salt wash buffer 2 x RIPA 25 ml
MQ 25 ml
9. High salt wash buffer 7 x RIPA 25 ml
500 mM NaCl 3.5 ml of 5M NaCl
MQ 21.5 ml




10. LiCl wash buffer 10 mM Tris-HCI (pH 8.1) 5 ml of 1 M Tris-HCI (pH 8.0)
1% Sodium deoxycholate 50 ml of 10% Sodium deoxycholate
1% NP-40 50ml of 10% NP-40
1 mM EDTA I ml of 0.5 M EDTA
250 mM LiCl 25 ml of 5 M LiCl (MW} 42.39)
// final 500 ml
11. Elution beffer
1% SDS 2.5 ml of 20% SDS
0.1 M NaHCO3 420 mg
(MW: 84.01) // final 50 ml
fEFERATNIDTTA 10 mMIZ72 2 £ 5 I2HZ %
12. Protein A or G agarose
1 ml of protein A or G (50% v/v)IZ
400 pg/ml ssDNA (salmon sperm DNA % sonication L 72 & D)
1.5 mg/ ml BSA Z 2. C—WBE LA Fblocking

13. Proteinase K (6 mg/ml), SM NaCl, 0.5 M EDTA, 1 M Tris-HCI (pH 6.8)
14. PCR purification kit (Qiagen)

15. Sonicator

16. frik



<FiE>
Cells (10 cm dish  x 4 £0)

Add 0.5 ml of 10% formaldehyde-PBS (4.5 ml medium®55)

37°C, 15 min

Add 312.5 ul of 2 M glycine (final 0.125 M) (4.5 ml medium D 5)

PBS wash x 1
# To eppen

ppt
* Resuspend in nuclei lysis buffer (0.5 ml)

# on ice 10 min

Sonication 10 s x 8 (on ice) 1
To eppen
15000 rpm, 10 min, 4°C
Sup (soluble chromatin)
Dilute with 9 volume of dilution buffer™2
1 mI$ 23K DeppenlZ 73T 5
i Add 30 ul of Protein A or G agarose (Pre-clear)

(Protein A or G (ZHUARDFEEIZIL UTHLZ D)
# Rotate, 30 min, 4°C

# 15000 rpm, 1 min, 4°C
Sup (new tube™)
Add 1st Ab ( )
v Rotate, O/N, 4°C
# Add 30 ul of Protein A or G agarose
i Rotate, 1 h, 4°C

Wash with Low salt buffer x 1
High salt buffer x 1
LiCl wash buffer x 1

|—> Beads TE X2
2 ; Add 50 1 of Elution buffer
L # RT, 15 min (FF % vortex or mixer)
Sup (100 ul, PCR tube~) & input (100 1)
Add 4 ul of 5 M NaCl
65°C 6 h ~ O/N*3
Sup
¢ Add 2 ulof0.5MEDTA

4 ulof 1 M Tris-HCI (pH 6.8)
0.6 ul of proteinase K

v 45°C 1h
PCR purification kit or 7 = / 7 & it} TDNA % f il
20 ul1 Telution (DW), (inputi350 pl) *4

¢1mR

*]1 .

Sonicator(Z K > TSR 5
BUCEE
(1FEEIZEIREID | 50 s F752)
VANL T2

(FEBHEL (TOMY DU-201)DH4A)
Set 4, Duty 60
sonication 10s, switch off 50s, 8 times

*2
Z OKF, inputIZ100 pl A & %

*3:
RIEICHR
PCR~ v — > 7)ibetter

*4 .
InputlE—#Z %t L. 500bpH{#IZ
o TNDZ L EMHERT D,




