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K1 b MEREMEERICRITS, Zohidks AV 7z Western blot ##4T : DTT %7213 tunicamycin ALEH
T BT 5 pATF6(P) > 5 pATF6a(N)~ DL

Tm: 2 pg/ml tunicamycin (N-glycosylation ¢ [ DTT: 1mM dithiothreitol G&7t#l)
* 133ES Y = 2 kB pATF60 (P)
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X2 t MHERMHKIZET 5 Z 0bisE HVWe IP-Western blot 247

ZOHE (No.1-7) #HW=vxz A% 7 vy MEN (Input lanes 1, 2, 7, and 8) T ATF6a %zt L 7=,
non-related IgG (IP; lanes 3, 4, 9, and 10) £ 7213 Z ®Hif&No. 1-7) AP; lanes 5, 6, 11, and 12) THIEEIL

MA2 AT o 7=1%. Yo 7% SDS-PAGE 12h ). Z0HEN0.1-DFE=idHi~ 7 X IgG Hiflk (CEsHH:5aY)
Ty RAZTray kLT,

pATF6a(P) B LV pATF6aN)DOHH X IP-VZAZ U DIFIN YT AZ L TayT 4750 Xino
77
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X 3 .HeLa #ifdrF > ATF6 o DSty fa,
FiRIZ 1/100 FR A L=, ATF6 i3 A F L AR R UVIRTETII/NARIZIE S o7 B e LTHEIEL, &
ML RAEZIT D LW ST, BERNIZBITL TR b L RASEDSEOBIET DT EMELT 5,

SCHR @ AHUARITSCHR 1 ICRE# S 4v, DU o sz, .

1. Mori K .Divest yourself of a preconceived idea: transcription factor ATF6 is not a soluble protein!
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ik b ATF60E / 7 u—F ik % - ATF6a BTN 71 ha—)u

TRl r ba— L@ LeFIRCEY ., Hik b ATF6oE / 7 v —F A fifks v —r 1-7T vy = A%
Y7 ay7 472k - C, HEK293T, HEK293, HeLa #ifu7z ok hOfifaic B C, ATF60.0
endogenous precursor, pATF6a(P) 35X NZDUIW; 7 Z 7" 2 v b pATF6a(N) 2T 5 Z &N TE 5 (K
1), RO SITMIRD ¥ A TR L > TR S, b L, HeLa < HEK293 #ifdlcdsi7 5 v =
AP Ty T 47T M1ARO XS ITHARERBEONR2WEEITY = AZ T 1y FOHIIZ,
TRUCFE L7 X 9 2 FIEIC X 5 s bk 2 5 O3 K,

Zu ba— (G

DRIV Ty T 4T

SDS-sample buffer: 50 mM Tris/HCI, pH6.8, containing 2% SDS, (100 mM DTT), 10% glycerol and
BPB

PBST: PBS containing 0.1% Tween 20

Blocking buffer: PBS containing 0.1% Tween 20 and 5% skim milk

Yo 7NOFE (6em T 1 v 2 THiE L7z HeLa %7213 HEK293 #lifd)

(1) A% ice-cold PBS T¥ES.,

(2)  #MAE% 500 pl @ ice-cold PBS (+ protease inhibitor cocktail and 10 uM MG132) (Z 2 [FI2>& F Y |
5,000 rpm T 2yl L Gl Z D 5,

(3 Mz, BiAlEEE RV 100 ul @ SDS-sample buffer (+ protease inhibitor cocktail and 10 uM
MG132) 2T,

4) WMLLKAVT Y I AIv I AT D,

(5) lysate % 5 MBI, L<ALT v I AI v I AT 5,

(6)  lysate DNEIAEFARGA, HEBB ST, BWLIALVT v I AI v I AT 5,

(7 14,000 rpm T 2 spflizid 5,

(8  BCA protein assay kit T¥ > XV EREZH S,

SDS-PAGE &, kDA FaX— 3

(9)  1/10 volume ® 1 M DTT /M. 5 5rEINEME S &5,

(100 50 ug @ lysate % 8% SDS-PAGE 1227 %,

(11) nitrocellulose membrane (Hybond-ECL, GE Healthcare 72 &) (Z#559 5,

(12) membrane % Blocking buffer T 4°C T overnight f > F a2 X—1 3 7%,

(13) membrane %, blocking buffer (1:500-1:1000) TABR L 7= 1 IRFLIKIE T T, =IE T 1HEH (HDHW
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X 4°C Tovernight) /> F =2X—3 3 9%, membrane % PBST T#[nl543f#. 3 [k,

(14) membrane % HRP-conjugated 2 RFUA T, iR 1 A > F =2 X—2 3 9%, “ECL anti-mouse
IgG, Horseradish Peroxidase linked F(ab)2 fragment” (GE Healthcare NA9310V-1ML) % 7=/
“Peroxidase-conjugated AffniPure Goat Anti-Mouse IgG, Light Chain Specific’ (Jackson
ImmunoReseach 115-035-174) & #E4%4 %,

(15) membrane % %[5l 5 /7[#, 3 [A] PBST T#: 5,

(16) WY 7Z2FNRHE T e RINT 5,

Stk (6em 7 ¢ v = TEEE L7 Hela $7-13 HEK293 Hifa)

Liysis buffer: 50 mM Tris-HC1 pH7.5, containing 150 mM NaCl, 1% NP-40, protease inhibitor cocktail
and 10 uM MG132)
(1) MIfE% ice-cold PBS T¥E~7-t&. 400 ul @ Lysis buffer (Z8### L. JK+1iZ 10 B <,
(2)  4°C T14,000rpm, 10 53fliEL LT lysate ZBWIC L. B LW F = — 712 L3 300 pl 287,
(3)  RiBICH ATF6adifE (1-3 pg) MMz, 4°C TP- < VEES RN 5 2 B 5 overnight 1 >
FaX—Tg 75,
(4)  Lysis buffer (2% L 7= 50%ProteinG-Sepharose slurry, 30 pl #F = — 72z, 4°C T 1 Kff#w
LRMIZEHESERDHA FaX—va T 5,
(5) Sepharose b — A% Lysis buffer T2 [RI¥E),
(6) Sepharose £'— X% PBS Tit9,
(7)  Sepharose B — X% 100 mM DTT % & SDS-sample buffer 30 pl \ZF##ET 5, Z D5 H 10ul
EUTAZ Ty T 4 ZICAVD,
W EERRA A
IP-7 = 2 2 Ufhr Tld . SRR~ Y X IgG ik z 2 WHAR L L THOW D203 L0,
“Peroxidase-conjugated AffniPure Goat Anti-Mouse IgG, Light Chain Specific’ (Jackson
ImmunoReseach 115-035-174) % HE%E,
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