Dynabeads Protein A/Protein G/Mouse IgG Z i\ 7= ChIP# ®#HE O [6]
RKRKZE RENLEE THE

5. 7a b vi@R
[1] IP ST WHRIZRT 277 b ait FURENRZV, DNA L OREE R, &R,
HRFRFENZ VR L)
ik : H3K27me3 Hifk (Millipore, #07-449), H3K27ac fiifk (MBL, MABI0309)
<Fixation>
| Mifa & s, PBS 72 & Clgk
| Add PFA (final 0.5%)
l ZiE 10 min
| Spin, 3000 rpm, 5 min
| PBS wash
| Spin, 3000 rpm, 5 min
| Remove sup
| Freeze with Liquid N2
1 -80°C

Day 1

<Beads ™ blocking>

| Beads 20 pl/IP (X sample %) ul + pre-clear /1 20 11 Beads/sample % low-binding tube ~
1 0.5% BSA/PBS T wash X1

1 250 ul ™ 0.5% BSA/PBS T suspend

| 4°C, rotation, 1 h (~O/N)

<Antibody beads {E&!>
| Blocking L 7= beads {ZHLIAZENN (pre-clear AIEHNZ & > Tk<)
| 4°C, rotation, O/N

Day2
<Sonication>
| ChIP Lysis buffer ¢ suspend
*25 %13 sonicator (2L > TLZ 5
| Sonication
*Sonicator |[Z & CTHEZMRFTT 24 H Y
<- Agarose gel electrophoresis T fragment size % F = v 7
| Dilute with Dilution buffer
*2 &3 sonication T > 72 A& D 10 5L

<pre-clear>

| Blocking # #® beads 20 Wl/IP #&AN

| 4°C, rotation > 1h

| Magnetic stand {Z37C T sup O[]

<HLiE % HEA X B 7= beads D wash>

| Ab binding beads % magnetic stand (invitrogen %) (232 T 2%
1 0.5% BSA/PBS 500 u1 X 3] wash

1 0.5% BSA/PBS 20 1 VIP T suspend

< u<FrLHEEEES EH 7 beads D (Immunoprecipitation)>
| Sup ZFERICEDLETHIE
i)
Input /: 50 nl
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IP H: 500 nl
(Input 1%-20°CHEAE)
| Ab beads % 20 n1/IP T&HhN

| 4°C, rotation, O/N

Day3
<Wash>
Buffer 3£ T 4CIzm L TEL, £ TDO AT v 7 T magnetic stand ff 4,
| Wash buffer wash 500 u1 X 8
| TE + 50 mM NaCl wash 500 p1X 1
<Elution>
| Direct elution buffer 200 1%L T 65C, 15 min
*Input (SN2 L 912! ) 1ZH Direct elution buffer (150 ©1) Z/A1%. final 200 p11272%
X217 %,

<ProK L3>
| Proteinase K (10 mg/ml) 5 p 1%L T 37°C, 6 h~0O/N

Day3 or 4
<Py >
| 65°C incubate 6 h~0Q/N

Day4

<DNA &>

| 72/ —=n(@25)- 7RV ia@24) A YT L7 0 3—(1) mix ZZEE(~200 p DIMLIEL
< mix

| Spin, 15000rpm, 15min, =J&

| Sup (~200 n1FEE) R

l +1/10 &® 3M NaOAc, + 2.5 X & EtOH + glycogen, 1 1

| Spin 15000rpm, > 30 min, 4°C

1 T0%EtOH T wash X 1

| ddH20 T suspend
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[2] IP iz WHFIZHT 571 hai (HURENRD 2V, DNA L OREERTH, LBERIRRTH
V., REEREWRLY)
Fuikp - H2Aub Hifk (Millipore, #05-678) . Ringl1B #ifk (Cell Signaling Technology, #5694) |
Mbd3 #ifE (Santa Cruz, sc-9402) . Mbd3 Hif& (abcam, ab157464)
<Fixation>
| Mifa & B, PBS 72 & ClRE
| Add FA (final 1%)
| =R, 10 min
| Add glycine (final 125 mM)
| Spin, 3000 rpm, 5 min
| PBS wash
 Spin, 3000 rpm, 5 min
} Remove sup
| Freeze with Liquid N2
1 -80°C

Day 1

<Beads ® blocking>

} Beads 20 1 1/IP (Xsample %0 u1+ pre-clear /| 20 11 Beads/sample % low-binding tube ~
1 0.5% BSA/PBS T wash X 1

1 250 ul ™ 0.5% BSA/PBS T suspend

| 4°C, rotation, 1 h (~O/N)

<Antibody beads E#L>
| Blocking L7z beads (ZHUAEZ RN (pre-clear FIXHNZ & - TEL)
| 4°C, rotation,O/N

Day2
<Sonication>
| Koseki RIPA buffer C suspend
*25 %13 sonicator (2L > TLZ 5D
| Sonication
*Sonicator |[Z & CHEZMRFTT24EH Y
<- Agarose gel electrophoresis T fragment size #F = v 7
| Dilute with Abcam RIPA

<pre-clear>

| Blocking #& # @ beads 20 u VIP &N
| 4°C, rotation > 1h

| Magnetic stand (2372 C T sup D &[A]IY

<Pk Z#ES S /7 beads D wash>

| Ab binding beads % magnetic stand (invitrogen %) (232 T 2%
| Abcam RIPA buffer 500 1 X 3[a] wash

| Abcam RIPA buffer 20 1 l/IP T suspend

< u<FrLHEEEES EH 7 beads D (Immunoprecipitation)>
| Sup ZEBRIZAE DT THE
)
Input H: 50 nl
IP AH: 500 nl
(Input 1Z-20°CH~1F)
| Ab beads % 20 p1/IP THN
2018/11
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1 4°C, rotation, O/N

Day3

<Wash>

Buffer #1342 T 4CIZHLL TEL, £ THOAT v 7T magnetic stand £,
| Low buffer wash, 500 x1 X 3

| HIgh buffer wash, 500 1 X 1

<Elution>
| Direct elution buffer 200 u1¥#ANL T 65C, 15 min

*Input (SN2 E 912 1) 12 Direct elution buffer (150 p1) 2414, final 200 © 12725
L2123 %,

<ProK L3>
| Proteinase K (10 mg/ml) 5 p 1%L T 37°C, 6 h~0O/N

Day3 or 4
<Ly >
| 65°C, 6 h~0O/N

Day4

<DNA E#i>

L 7=/ —=(25) - 7auk/La24) - A VT L7 a—)(1) mix Z%E(~200 ul )N LK
L < mix

| Spin, 15000rpm, 15min, =J&

| Sup (~200 n1F2E) [FIIX

l +1/10 &® 3M NaOAc, + 2.5 X £ EtOH + glycogen, 1 1

l Spin 15000rpm, > 30 min, 4C

1 70% EtOH T wash X 1

} ddH20 T suspend

Buffer

- Koseki RIPA buffer

10 mM Tris-HCI (pH 8.0)

1 mM EDTA140 mM NaCl

1% TritonX-100

0.1% SDS

0.1% sodium deoxycholate (DOC)

- Abcam RIPA buffer (RIPA buffer in Abcam protocol)
50 mM Tris-HCI (pH 8.0)

150 mM NacCl

2 mM EDTA (pH 8.0)

1% NP-40

0.5% Sodium Deoxycholate

0.1% SDS

- Low buffer (Wash buffer in Abcam protocol)
0.1% SDS

1% Triton X-100

2 mM EDTA (pH 8.0)

150 mM NacCl

20 mM Tris-HCI (pH 8.0)
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- High buffer (Final wash buffer in Abcam protocol)
0.1% SDS

1% Triton X-100

2 mM EDTA (pH 8.0)

500 mM NacCl

20 mM Tris-HCI (pH 8.0)

- Direct elution buffer

10 mM Tris-HCI (pH 8.0)
5 mM EDTA

300 mM NacCl

0.5% SDS

- Wash buffer

50 mM Hepes-KOH (pH 7.6)
500 mM LiCl

1 mM EDTA (pH 8.0)

1% NP-40

0.7% Na-Deoxycholate

- ChIP Lysis Buffer

1% SDS

10 mM EDTA

50 mM Tris-HCI (pH 8.0)

- ChIP Dilution Buffer
0.01% SDS

1.1% Triton X-100

1.2 mM EDTA

16.7 mM Tris-HCI (pH 8.0)
167 mM NacCl
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6. EBRER
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{Means +/- SEM, n = 4, *p <0.05_Student (Means +/- SEM, n = 3, *p < 0.05_Student
non-paired t-test) non-paired t-test)
(A) = 7 A KA HTF B2 8 Ain vitro (B) CD1333& D~ 7 A ARNFT R E
TR EEER BE1BBEHSEEL, ZEerfidc lhE11BB H 5 WIE12BE
Z DizoHfEE) (ZTChiP IZFACSIC TIRELL, chip
Dynabeads Protein G & Santa Cruz, anti- Dynabeads Protein A & Millipore, anti-
Mbd3, sc-9402 % &5 H3K27me3, 07-499% £
Kishi et al., K¥EERT—X
12 *%

o]
L

o
I

H3K27ac@Neurogl TSS %/input

VPA(-)
VPA (+)

eans +/- ,n=3, <0. uden
M /- SEM, n= 3, **p <0.01_Student
non-paired t-test)

7 7 R AMET R A A Er iR Ein vitro®])
RiEEmiz (hE12B88h 51REL.,
FTOEIEEEE L., BEMICEEE,
VPATHLER) (ZTchip

Dynabeads Mouse IgG & MBL, anti-
H3K27ac, MABI0O309 % 1 B

Tsuboi et al., Dev. Cell, 2018 % 0 Z

Tsuboi et al., Developmental Cell, 2018
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