Western Blot (WB) Protocol 2018. 3 verd

1. Hifa% PBS T3 [E¥EH L7=#. 1% Triton X-100 Lysis Buffer Z %51 L C, 7k I T 15~30 4 M fE S &
B, BNVAYZ L—X—ZTCTF 2 — 7Tl % B L7 35-5121E, F = — 7 NIZ 1% Triton X-100 Lysis Buffer
%%MLK%\EA/FV/ ﬁ%%%@#é
= Lysis buffer 8% —IZ/T& D L 9 5~10 43 RS HHRT D & Ly,
= Lysis buffer WIE® HZ : 1 ml,/90 mm dish, 600 ul/35 mm dish

1% Triton X-100 Lysis Buffer (final) (stock) (500 ml)
Tris-HCI (pH 7.5) 25 mM 1M 12.5 ml
NaCl 150 mM 5M 15.0 ml
EGTA 5 mM 01 M 25.0 ml
Triton X-100 1% 20% 25.0 ml
= LLFO7 v T 7 —BHEAZ AR %,

(final) (stock)
Aprotinin (Roche #10236624001) 5 ug/ml 1 mg/ml
PMSF (Roche #10837091001) 1 mM 100 mM

2. 15,000 rpm X 15~30 4y [z DAy BE L7212, Milasitig (B3 28 Lun15ml F2—71C8d,
3. MBS U TH )7 ER (BCA Protein Assay Kit, PIERCE #23225) 12X Vv 7V OREEZHER, T
ROLHIZLTWB HYb v 7 Lad T 5,

AR R 5~40 ug
4 X SDS Sample Buffer 1/3 vol.

= X X7 mITHBNCE U CTRETT 5,

4 X SDS Sample Buffer (1 ml 9243 7E L CHFESRIET 5,)

5X SDS Sample Buffer 8 ml

1 M DTT 2 ml

Bromophenol Blue (Wako #021-02911) ~A 78 AN—T )L 1RGSR
5 X SDS Sample Buffer (final) (stock) (100 ml)

Tris (pH 6.8) 312.5 mM 1M 31.25 ml

SDS 10% powder 10¢g

Glycerol 50% 100% 50 ml

A A EHIKIZT 100 ml &%

4. TTT7A T AHERNT 1000CT 3% F’Eﬁ%ﬁ“ﬂu%ﬂa‘é
= Z OJRAE THUE AT AT EE
72720, R LTS8 7 77 A B HEE 100°CI2 T 3 o EnE4 5,



8~12% SDS-PAGE (HWJZ L /N7 B D5y 8IS U TS NV OREEZEEEZ 5,)
IEAEZ L 0 10~15 mA (1~2 hr)

S3HEA7 L 0 20~25 mA (4~6 hr)

Over night TIKEI T 534 : 8 mA (~12hr)

1 X Running Buffer L)
5 X Running Buffer 1L
A A ALK 4L

5 X Running Buffer (final) L)
Tris 25 mM 7571 g
Glycine 192 mM 360.34 ¢
SDS 0.1% 25¢

A FURHIKICTSL &5 5,

Lower Gel Buffer (final) (1L)
Tris (pH 8.8) 1.5M 181.7 g
SDS 0.4% 40¢g

A F U ZWKIC TR, HCl TpHSS ICAbET-#%, 28%Z 1L 15,

Upper Gel Buffer
Tris (pH 6.8) 05M 60.6 g
SDS 0.4% 40¢

A F U ZWKICTEMRY% ., HCl TpH 68 ICAbET-%, 28%Z 1L 15,

Transfer Buffer (2 T4 /L& 10~15 min ‘Efi{k3 %,

Transfer Buffer 3L
10 X Transfer Buffer 03L
MeOH 0.6L
A A 2K 2.1L

10 X Transfer Buffer (final) L)
Tris 250 mM 1515¢
Glycine 1920 mM 720 g
SDS 0.15% 75¢g

A FURHIKICTSL &5 5,

A7 (ClearTrans PVDF membrane 0.45 um, Wako #038-22643) % * % / —/L|Z 30 FOFEEETR L7-1%.
A ARk TR Yotk L. & D% Transfer Buffer (2 C 10~15 min b4 5,



= TRy T AV DHFEIUTORBEZESEBRLLET, BRI CTEVWSITTIZEW,

YIRIAT v T 4T EHEEMTO NI A7 7 —0NA[ETH D,
Ny 77 —NOBETT T,
NFBEOREXRZLINIEDRNT AT 7 —ONERHE Y B2,
A== Nl = SR A S/ DT EDORERE L INITEDNT AT 7 —DOIRNPE,

Ny Ty —h REIMHT 5,

(B FT7A4T7myT 4 7]

8. EAM Uk ) LHEAM (1K, % V) % Transfer Buffer ([Z{27,
T T 4 v 7 EEEOBMIE % H 52 U Transfer Buffer T 58 TE <,

9. EAM 2#) /PVDF A7 Z 2 /7 fAHH (1K) JEAK Q) OIET, KJEnAL2Rnd 9
ICERTRE, Eil, 57z T 5,

10. = AOEAF20V TT0min 2E T 27 7 =217 9,

[(v=y T ayT 7]

8. HONUDAAUZHAKIZETZ ETRIBERELEZ7 7 A=y N Q7N EEAH (18
o) LA 28 V) % Transfer Buffer 127379,

9. KTty O EIZ, 77 A=y REAMK A, TV PVDF AT 5 EARKS 7 7 A
N— Ry FDOIET, KIENALRWEIICERTBWRICAEYy h2uy 7 LT ¥ 7RIty b

ERET D,

10. 77— 7V O5AE1330 V T30 min FEEE R L72%% ., 45 VIZT 3 hr~Overnight, N 7 > A7 7 — %17 9,



11.
12.

13.
14.

15.
16.

17.

IXTBSIZTA YT T % 10~15 min &1 5,

Ty X TWRICTA YT 70070y X7 %479, (RT/30min L | ~ 4°C,/Over night)

= 10ml,/ 77—V ANV EHEETDHERN,
= 9% 1%antibody (2 UTm7 v v JIRR =T 5,

5% AFxLHI)VT /TBS-T

A% L3I0 7 (FH) 500 mg % 10 ml @ 0.1% Tween20,” TBS ([ZIAf#T 5,

5% BSA_TBS-T
BSA (Bovine Serum Albumin Fraction V, Roche #10735094001) 50¢g
0.1% Tween20,” TBS #9900 ml
ACIZT—WpEE%. 0.1% Tween20,”TBS T 1L &9 %, NaN; (final 0.01%) % N4 %,

0.1% Tween20,/TBS (RT 5minX3) (ZCA V7T v &HT 5,
1* antibody solution (RT, 3 hr LA k. ~ 4°C_~Over night)
= T — NEICGEHE S VPR DR RMEITIN U TRISK ] Z2 3 5,

1% antibody solution

1* Antibody % 5% BSA,/TBS-T CT#R$ 5,

= 7 —Z U— MEICRRH SN EORRMEIISC T, MR E 7T n v d o VRIEEZRD D,

0.1% Tween20,/TBS (RT5minX3) IZCTAL T T U 5 EHT A,
2" Antibody solution (RT 45~60 min)
= PUAIE U Cll'E OGS RE 2 154 5,

2™ Antibody solution
2" Antibody % 5% A% A 3I/V7 /TBS-T T 1,/2000 ~ 1,/10000 (27K T %,
= TRy XU TIERLELOREIRL CRBEHFAHATS &R,
= HRP MRIHOBRIZII NaN; ZFEHA Lo &1 !

2" Antibody [F& A% H ]
Anti-Rabbit IgG HRP-linked Antibody (Cell Signaling # 7074)
Anti-Mouse IgG HRP-linked Whole Antibody Sheep (GE # NA931)
Anti-Rat I[gG HRP-linked Whole Antibody Sheep (GE # NA935)
2" Antibody [¥& 4% ]
Goat Anti-Rabbit IgG (Fc) AP Conjugate (Promega # S3738)
Goat Anti-Mouse IgG (H+L) AP Conjugate (Promega # S3728)

0.1% Tween20,”TBS (RT5minX3) IZTCAY T T U 5 EHT 5,



ot oSA]

18. TN-TN buffer (RT 10 minX2) ([ CAL 7 I v 52T 5,
= ZOEEIZECL BRI Ay 7 7T 70 RREWESIZITY & BUy,

TN-TN buffer (final) (stock) (1L)
TBS 1X 10X 100 ml
Tween20 0.3% 20% 15 ml
NP40 0.05% 20% 2.5ml
EDTA 10 mM 05M 20 ml

A FURHKICTIL T 5,

19. ECL solution I & ECL solution Il Z%&iRE L7zth, AT 7 DX NI PRT 0y FSILTWHIEIZE
A RAIRLATEPED X OITIRY . 1 oG S| 5,

ECL solution I (stock) (200 ml)
Tris (pH 8.5) 2M 10 ml
Luminol (Sigma #A8511) (0.44 g/ 10 ml DMSO) 250 mM 2 ml
P. Coumaric Acid (Sigma #C9008) (0.15 g/ 10 ml DMSO) 90 mM 880 ul

A AU ABEHIKIZT200ml &35,

ECL solution I (HG; High Grade) (stock) (20 ml)
Tris (pH 8.5) 2M 1 ml
Luminol Sodium Salt HG (Wako #123-04021) (100 mg /2 ml H,O) 250 mM 200 ul
P. Coumaric Acid (Sigma #C9008) 90 mM 88 ul

A AU BFHIKIZT20ml &5,

ECL solution II (stock) (200 ml)
Tris (pH 8.5) 1M 20 ml
H,0, (Sigma #216763-100ML) 30% 120 ul

A AU ABEHIKIZT200ml &35,

20. HCHMI LAS-4000 (2 THiH$ %,



[EeBmHOSHE]

18. APbuffer (RT10minX2) I[CCA L7 T U ZWHET 5,

AP buffer (Final) (Stock) L)
Tris (pH 9.5) 100 mM 2M 250 ml
NaCl 100 mM 5M 100 ml
MgCl, 5 mM 2M 12.5 ml

A FFHKIZTIL &5,

19. AT T U BRARIZZ L, BWEICNY RRBOAINTEDA VT T R KELEBICETRISE 5,

FE AR (Stock) (10 ml)
NBT 100 mg/ml 33 ul
BCIP 50 mg/ml 33 ul
AP buffer 10 ml

NBT (Nitro Blue Tetrazolium, Wako #148-01991, 100 mg)
70% DMFA (N ,N-Dimethylformamide, Wako #045-02916) 1 ml {Z¥fi# L C-20°CIZ TIRATFT 5,

BCIP (5-Bromo-4-chloro-3-indorylphosphate-p-toluidine sait, Wako #02208661, 100 mg)
100% DMFA 2 ml (Z¥i# L T-20CIZ THRAFT 2.



