ChiP assay protocol
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Cells (1x107~3x10” E8)

1% PFA (final &)

125mM glycine (final &X)

Water sonicator

IgG antibody (rabbit, mouse Of (2} Cr2A))
Target antibody

Rotator

Protein G beads (santa cruz, sc-2002)
0.1% BSA (final &)

RIPA buffer (=4 &)

FA lysis buffer (24 &)

Elution buffer (=4 &)

Proteinase K (HIO| 2T E  PE283-50H)

Phenol-Chloroform-isoamyl alcohol mixture (sigma, P3803)

5M NaCl

70% EtOH

DEPC-W

Methods

Day 1
1.

2.

2022-06-16 H™

Live cells Of final 1% PFA 7} E£[=% media 0| dropping & RT 10-15&

Final 125mM glycineO| &|=% media O dropping & RT 5&

2 %

M
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3. PBS washing 3

4. PBS 1Tml &1 scrapping, 1300rpm 5& centrifuge
5. FA buffer Tml 211 pipetting & RT 10&

6. Sonication (MZ0i| 2t Z=74 EOROfF &)

7. 8000 rpm, 10&, 4°C

8. MBZAUZ MZR tubed| &2

9. IP sample/IgG sample® &2 %t volume2Z aliquot, Input sample 2 1/10, Input& A<

St sample?| total volume2 RIPA buffer 2 TmIZ2 %=

00t

10.

gG ZE&st AHE Z+ sample Of €3 (4~8ul)

11. Rotator O A overnight, 4°C, Input2 -20°C =2t

Day 2
1. Protein G beads £ blocking (final 0.1% BSA, beads= sample & 15ul®)
2. Beads2| volume 2-3H{2| RIPA buffer2 washing 3 (8000 rpm, 12, RT)
3. 0.1% BSAE beads coating (rotator, 4°C, 30=)

4. BeadsZ RIPA buffer2 washing 1 3t beads volume 2| 28 RIPA buffer €&

5. Sample & beads 15ul® €&

6. Rotator O|A 1A|ZH, 4°C

7. 8000 rpm, 1& centrifuge

8. Wash buffer TmI® &1 3% washing

9. Final wash buffer Iml @11 1¥ washing

10. Elution buffer 120ul 21 tapping = tubel OHHE 7|2 = 65°C AX7|AM 158

incubation. (5-10&= OFC} tapping)
11. 8000 rpm, 2& centrifuge
12. 45HZ MZ2 tube O &7|11 10mM Tris buffer 2 total 400ul 2 =, (InputT Z0[)

13. Proteinase K (10mg/ml)& 10ul % €8
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14. O 2 5 = 65°C UZ7|0|M overnight
Day 3
1. HAZ7|0|M sampleZ HH = 5-10& RT incubation

<DNA precipitation>

Ot
Ojo

2. PCl 2 samplell S volume 22
3. Vortex 10XZ 102 RT incubation
4. 12000 rpm, 15, 4°C centrifuge

5. Centrifuge & 2712 S22 Ligs =0, £ 4SAUS 350ul 2 I MZ2 tube

of &4

6. Sample 400ul 7|F isoprophanol 400ul, 0.1M sodium acetate (pH 5.3) 40ul @11 inverting
5

7. -20°C, 1A|Zt incubation (or -80°C, 15 incubation)
8. 12000 rpm, 15+, 4°C centrifuge

9. M3W suction F 75% EtOH TmI¥ @0 washing
10. 12000 rpm, 5+, 4°C centrifuge

11. EtOH X4 = 50ul DEPC water £ dilution

12. Real time PCR X8



FA lysis buffer (+protease inhibitor)

Stock Con. 40ml 7|&E Final Con.

5M HEPES-KOH pH7.5 400ul 50mM

5M NaCl 1.12ml 140mM

500mM EDTA 8oul TmM

10% Triton X-100 4ml 1%

10% Sodium deoxycholate | 400ul 0.1%

10% SDS 400ul 0.1%
RIPA lysis buffer

Stock Con. 40ml 7|&E Final Con.

™ Tris-HCI pH8 2ml 50mM

5M NaCl 1.2ml 150mM

500mM EDTA 160ul 2mM

10% Triton X-100 4ml 1%

10% Sodium deoxycholate | 2ml 0.5%

10% SDS 400ul 0.1%
Wash buffer

Stock Con. 40ml 7|&E Final Con.

™ Tris-HCI pH8 800ul 20mM

5M NaCl 1.2ml 150mM

500mM EDTA 160ul 2mM

10% Triton X-100 4ml 1%

10% SDS 400ul 0.1%
Final wash buffer

Stock Con. 40ml 7|& Final Con.

™ Tris-HCI pH8 800ul 20mM

5M NaCl 4ml 500mM

500mM EDTA 160ul 2mM

10% Triton X-100 4ml 1%

10% SDS 400ul 0.1%




Elution buffer

Stock Con. 10ml 7|= Final Con.
10% SDS Tml 1%
™ NaHCO3 Tml 100mM




