%'

73-500, 50ng

PREFIRE: 4°C TR, -20°C CRA7

BRIRRREME: © b ATF60. ~ 7 A ATF6a & 1T/ L7 0,
AL ATF6aDRIBREA & LI S AL G ML SN BB O 5 & KIS 5 5B iis T
5,

SR Uar S b ATF60 (ATF6a® N K7 5 7 A, His # 7 {1 %)

A GEMl 2 7 a b 2 —) WX TR

1. vZAZTuay s 47

2. FIEILRE (IP)

3. fepFaciyet (IF/IC)

T F—T RE ATV,

TAIEAT v~ A 1gG2ak

IR Bide ) 7 o —Jupifk (IgG) 1mg/ml in PBS, 50% glycerol, Ji&i@K#

% : ATF6 (activating transcription factor 6) |3/MEff (ER) ISR E K ¢, ER A b L AT
L CiEMAE & 5, unfolded protein 73 ER (ZZFE L T< % & ATF6 I intramembrane proteolysis (2 &
DTS D, ZOMRECTENEGT 77 A2 MIE~BITL, ER ¥ Xr X ER B EIGD =
ViR—Fy heE ER A ML AFEBE O v — X —EIKIZH D ER stress-response element [T
BTHI LIRS TEHEEEIEMT 5, 1FAFTIE, ATF6a & ATF6RE VD AWNZERI LT A Y 7+
— AN H D, BEOHIENCIT ATF6R T/ <, ATF6o NEERZEIZR-LTWDEEXLND,
ATF6alZxfT 5 E / 7 0 —F VHUR D IR AR AR OBFIEEE TIERL S vz, MEMIE R CHE e X
NIenA 7Y R=~OEEEE LY MEO v~v MEREDY AV RRFEICEYD | IgG 2R LT,
S —& 1) /7 Swiss-Prot P18850 (t )

fit b ATF6oE / 7 v —F iK% V= ATF6a fRfTIED 7 v ha—)v

TR m ha— @ LAETFIEC LY, it b ATF60E / 7 0 —F A Pifkr u—2 1-7T Z Vi =2 X
y7myT 4 7k o T, HEK293T, HEK293, HeLa fild7z &b F Ofifaizisv T, ATF6ad
endogenous precursor, pATF6a(P) B L OZ DUk 7 7 7' A b pATF6oN) 425 Z LN T&E 5 (K
1), MEROMEH S ITHLD Z A TRREEFIFIC L > TR S, b L, HeLa ®° HEK293 fifdlcd 7 5 v =
AP Ty T 47T KIARO LD ICHARBERMFEONRWERIIV = AZ 7y FORIZ,
TRICEE L2 L) RFIRC L 2 50E LRI D DD L,
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02 + [pATF60(P) le w= KIPATF6¢(P)
76 — * 76 -
55| s (APATFB(N) &5 = KPATFB(N)
38 38 -

X1

HIZ331F B pATF6a(P)%> & pATF60(N) ~DinHk

Tm: 2 pg/ml tunicamycin (N-glycosylation o FLHl)
* 13TV 3 kB pATF6a (P)

i )
Acadlemia

293

Tm 3h
Tm 7h

DTT 1h
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O=cc?D
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SEees
OOFFO
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76—
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]
4

< PATF6a(P)
*

4 pATF6a(N)

b MERHRIZBTT B, Z 0FiE % V- Western blot 47 : DTT % 721X tunicamycin ZLEEHH

DTT: 1mM dithiothreitol GEItHl)

ATF6a 1% pATF6a(P) (~90-kDa # > /X7 E) L LCIEBN S ER A b L A& -l ik
pATF6a(N) (>50-kDa % o /327 '8) (TS5,

IP IP
3 3
2 ¢ I 38 %
= 8% 2 £ 58 2
—_———— — == —— M
_F oAt o+t iniothreitol
kDa
. <pATF6(P)
_-! e '-.-.‘_ 5 *
76 - -
t EY -
e B8 w»|<pATF6E(N)
50 - -
123456 780910112
Hela 293

K2 v MElHHKRICE T 52 oFiEE - IP-Western blot 47

Z 0Bk No.1-7) #AW-vx=2Z 7y MEH (Input; lanes 1, 2, 7, and 8) T ATF6a & L

77

non-related IgG (IP; lanes 3, 4, 9, and 10) £ 7213 Z OHUENo. 1-7) (IP; lanes 5, 6, 11, and 12) THE

e E A To72%., Yo 7% SDS-PAGE 27T, Z OHiAENo0.1-NE-1THi~ v A IgG Hil (GEeHF A
B)) TouxRAXrTuy bl

72
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Anti-ATF6 antibody Merge

X 3 .HeLa i/ @ ATF6 o D5y Seluta,
FURIE 1100 IR T Lz, ATF6a iZ A L A AV IREE Tld/NMaAIC I & R 7B e U TIEEL, A
MU RZZIT5 LU SN T, ERIZEBITLTA b L RAISEDEZE DB LT DIREZ2TE(T 5,

SCHR © ARBUARISSCER 1 ICRRE S L, LR oSt ER & v, .

1. Mori K .Divest yourself of a preconceived idea: transcription factor ATF6 is not a soluble protein!
Mol Biol Cell 21: 11435-8 (2010) PMID: 20219975 Review article

2. Maiuolo J et al Selective activation of the transcription factor ATF6 mediates endoplasmic
reticulum proliferation triggered by a membrane protein. PNAS 108: 7832-7 (2011) PMID: 21521793
WB (human)

3. Amyot J et al. Binding of activating transcription factor 6 to the A5/Core of the rat insulin II gene

promoter does not mediate its transcriptional repression. J Mol Endocrinol. 2011 Sep

30;47(3):273-83.
PMID:21821716 WB (human)

4. Higa A. et al. Role of pro-oncogenic protein disulfide isomerase (PDI) family member anterior
gradient 2 (AGR2) in the control of endoplasmic reticulum homeostasis. J Biol Chem. 2011 Dec
30;286(52):44855-68
PMID:22025610 WB (human)

5. Bouchecareilh M et al. Small GTPase Signaling and the Unfolded Protein Response. Methods in
Enzymology Vol. 491; p. 343-360 (2011). PMID:21329809 WB (human)

6. Kondo S. et al. Activation of OASIS family, ER stress transducers, is dependent on its stabilization
Cell Death and Differentiation (2012) 19, 1939-1949. PMID: 22705851 WB (human)

7. Chiang WC et al. Selective Activation of ATF6 and PERK Endoplasmic Reticulum Stress Signaling
Pathways Prevent Mutant Rhodopsin Accumulation. Invest Ophthalmol Vis Sci. 2012 Oct; 53(11):

7159-7166. PMID:22956602 WB (human)
8. Yi P et al. Sorafenib-mediated targeting of the AAA* ATPase p97/VCP leads to disruption of
the secretorypathway, endoplasmic reticulum stress, and hepatocellular cancer cell death.

Mol Cancer Ther. 2012 Dec;11(12):2610-20. PMID: 23041544 WB (human)
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http://www.ncbi.nlm.nih.gov/pubmed/22705851
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC3474590/
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http://www.ncbi.nlm.nih.gov/pubmed/23041544
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9. Shoulders MD et al. Stress-independent activation of XBP1s and/or ATF6 reveals three functionally
diverse ERproteostasis environments. Cell Rep. 2013 Apr 25;3(4):1279-92. PMID:23583182 WB
(human)

10.Kitai Y et al. Membrane lipid saturation activates IREla without inducing clustering. Genes

Cells. 2013 Sep;18(9):798-809. PMID:23803178 WB (human)

11. Higa A. et al. Endoplasmic reticulum stress-activated transcription factor ATF6a requires the
disulfide isomerase PDIA5 to modulate chemoresistance. Mol Cell Biol. 2014 May;34(10):1839-49.
PMID: 24636989 WB (human)

12. Miyata S. et al. Xanthohumol Improves Diet-induced Obesity and Fatty Liver by Suppressing
Sterol Regulatory Element-binding Protein (SREBP) Activation. J Biol Chem. 2015 Aug
14;290(33):20565-79.

PMID: 26140926 WB (human)
13. Plate L et al. Small molecule proteostasis regulators that reprogram the ER to reduce

extracellular protein aggregation. Elife. 2016 Jul 20;5. pii: e15550. PMID:27435961 WB (human)

Za ha—)v  (FEHE)

DIRE TRy T4V T

SDS-sample buffer: 50 mM Tris/HCl, 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

P INOFE (6em T4 v = THFE L7- HeLa %7-21% HEK293 #llf)

(1) % ice-cold PBS T¥: 9,

(2)  #Hia% 500 ul @ ice-cold PBS (+ protease inhibitor cocktail and 10 uM MG132) (= 2 [H7Z He b |
5,000 rpm T 2 43zl L CHIlI A28 9D 5,

(3 Mz, WICHEE E7220) 100 pl © SDS-sample buffer (+ protease inhibitor cocktail and 10 M
MG132) 1T T,

@) WML ANTvIAIvIATD,

(5)  lysate % 5 RN S, <AL T v I A v AT 5,

(6)  lysate DNEITHIARGE. BEBKSE, MLIALT v 7 AI v 7 AT 5,

(7) 14,000 rpm T 2 Z3fELT 5,
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B . ” '
(8) BCA protein assay kit VC“ 5 \\//\5 /E\?);%JX %?ﬁuéo

SDS-PAGE &, HilkED A v Fa—v gy

(99 1/10 volume ® 1 M DTT %%, 5 EINEE S5,

(100 50 pug O lysate % 8% SDS-PAGE (27 5,

(11)  nitrocellulose membrane (Hybond-ECL, GE Healthcare 72 &) (Z#554 %,

(12) membrane % Blocking buffer 1 C 4°C T overnight f > ¥ 2X—3 3 7%,

(13) membrane %, blocking buffer (1:500-1:1000) CT#7#R L 7= 1 IRFUKEF T, RIRT1LHHE (bW
1% 4°C Tovernight) /¥ =2—3 3 9%, membrane % PBST T#&[E 5 /7. 3 [EI¥ED,

(14) membrane % HRP-conjugated 2 IKFLIR T, FiR 1 Bfij 1 > F =2 _X—3 3 > %, “ECL anti-mouse
IgG, Horseradish Peroxidase linked F(ab)2 fragment” (GE Healthcare NA9310V-1ML) F7-i%
“Peroxidase-conjugated AffniPure Goat Anti-Mouse IgG, Light Chain Specific’ (Jackson
ImmunoReseach 115-035-174) Z #4545,

(15)  membrane Z#[a] 5 53, 3\ PBST Tk 5,

(16) WHZRFRIE T VTV ERET 5,

HEUEE (6em T v = THEE L7- Hela $£7-13 HEK293 i)

Lysis buffer: 50 mM Tris-HC1 pH7.5, containing 150 mM NaCl, 1% NP-40, protease inhibitor cocktail
and 10 uM MG132)
(1) #MA@% ice-cold PBS T¥E~7=t%. 400 pl @ Lysis buffer |Z8&# L, Jk#iZ 10 ik <,
(2)  4°C T 14,000rpm, 10 43D L C lysate 2B L, HTLWF =—71Z 1iE 300 pl 285,
(3)  EyKIzHL ATF6afifA (1-3 pg) #MMx, 4°C TW-o < VEHES /05 2 WEfilA 5 overnight 1 >
FaX—vard5b,
(4)  Lysis buffer (Z0#) L 72 50%ProteinG-Sepharose slurry, 80 ul % F = —71Zf1 %, 4°C T 1 Frfijwp
DRI S TR S A Fa—=Ta T D,
(5)  Sepharose b — X% Lysis buffer T 2[E# 5,
(6) Sepharose B —Ax% PBS T¥9,
(7)  Sepharose E—Z% 100 mM DTT #% &¥¢ SDS-sample buffer 30 pl [ZF¥#ET 5, 2D H 5 10ul
HUTAZ Ty T 4TINS,
B HEERRA R
IP-7 = 2 % M Tld, BE#Fr RN~ Y 2 IgG Hifkz 2 KK E LTHOW D DR L,
“Peroxidase-conjugated AffniPure Goat Anti-Mouse IgG, Light Chain Specific’ (Jackson
ImmunoReseach 115-035-174) % H#E%E,
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