W ATF6adiix, w9 RXE/28—F1 (1-7)

Fma—F 73-500
BE 50 ug
R -20°C
=B 1.0 mg/ml
Ny T 7 — PBS- with 50% glycerol
i NATYR=—<ESEEISBLAOI/AT N 774 —2BVTEELT:
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LS ERE ] AIRIEREBREZMEBROMRE TIERR S 7=,
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i

ATF6 (activating transcription factor 6) |3/ gid (ER) BEEREERF T, ER X b L XIC
RIS L TEHEL SN D, unfolded protein A% ER (CEREL T< % & ATF6a i intramembrane
proteolysis IC & YHIRr&E N2, CORBRELLNIHE 7T I Ay MMIABITL. ER>vyROY
© ER BESBRISDOI Y R—3 v be&l ER R ML XAFEEGFOT/OE—Z—HHICH S
ER stress-response element (BT 2 & ICL > TEHEEREFEMHILT 5, (FAETIE. ATF6a
EATFEB EWSEWIEEBLEZTA Y 74— LhH 5, BEOFIENICIE ATFE6 B TH <. ATF6
AN BEEREZEEZRIZLTVWREEZ LN D,

F=RUvs

UniProtkB P18850 (k k)

B

73-505 HLATF6affill, ¥7XE./ 7B —FJ) (37-1)

KABBIIMEATT, DB LVOEFENICERT 22 LIETEEEA,
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Hela 293

2 b MERWMERICHEIT S ZohiiEZAV: IP-Western blot #4f

2ok (No.1-7) ZABWEv T X470y MEW (nput; lanes 1,2,7,and 8) TATF6a ##H L 7=,

non-related I1gG (IP; lanes 3,4, 9,and 10) F7z1& Z @ik (No. 1-7) (IP; lanes 5, 6, 11, and 12) TREZELIE% 1T - 7= 4.
Y 7% SDS-PAGE (ChF. ZoHEN.I-T)E/- i3~ 7 X IgGinfEs GE#HIBRER) TvIR&Z>y 70Oy kL7,

pATF6a (P) BL U pATF6a (N)DRHEIF IP-T TR XV DIFSHATIREZ Y7 Ay T4 &Y Ih o7,
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Anti-ATF6 antibody Merge DAPI

3.Hela fifathd ATF6 a D HIEEN L E,
FRIZ 1/100 FRTER L7z, ATF6 ald R b L XA VIRETIZ/NRICEX v /308 LTHEEL. A ML AEZITS
EYIENT, BAICBITL TR FL ARBDZHOELEFOEEZEHNT 5,

SCHR ¢ ATURIESCEE 1 ICRE SN, UTomXXISERI N,

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 Il 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)

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 IRE1 a  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 ATF6 a requires the disulfide isomerase

PDIAS to modulate chemoresistance. Mol Cell Biol. 2014 May;34(10):1839-49. PMID: 24636989 WB (human)
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Acadlemia
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: €15550. PMID:27435961 WB (human)

ik F ATF6a €/ 7 0—F s ZRAW: ATF6afiiEn 70k a—

TREIC7Aaba—LRBLAEFIEICEY, Ite b ATF6aE/ 7B —F AT —> 1-7T ZRAVWAETIRZY 70y T4
7 & o T, HEK293T, HEK293, Hela #ifgi &b  0fifglcs LT, ATF6 a ® endogenous precursor, pATF6
aP) BLUOZYM7Z 7 Xk pATF6a(N)ZBRETZ 0 TE2 (K1), HBROMEBI MDD 21 7 PEEL
HFICE>TEAN S, L. Hela " HEK293MRBICHIF B2V TR Xy 7 Ay T4 7T, M1AND &S ICHBLERD
BonhWHEIETIREZy 70y ORI, FTRICELZEIBFIEICLZ2EELEZHAD DA LU,

Zabta—-n (G

DIZRZv7AyT4vYT

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

YYZLDREK (6em T4 v a2 THEE L Hela 713 HEK293 #Afa)

(1) #BRa% ice-cold PBS T¥ 5,

(2) #mBa#% 500 ul @ ice-cold PBS (+ protease inhibitor cocktail and 10 uM MG132) (Z 2 Bl & HLY . 5,000 rpm T
2RO L CHEEED D,

(3) #h%E. BFAEEEAL 100 - | © SDS-sample buffer (+ protease inhibitor cocktail and 10 - M MG132) (Z
AN T

4) BLLRLTY I RIv I RT 5,

(5) lysate %= b5 oEMERAFEIE, IKKRLTYIRIVIRT D,

(6) lysate A E KA LIHE, BERESIE, BMLLFLTYIRIVIRT D,

(7) 14,000 rpm T 2 HREELT %,

(8) BCA protein assay kit TR /R EEE% B 5,

SDS-PAGE &, Hitheb DA > Far—> 3>

(9) 1/10 volume ® 1 M DTT % /0. 5 DMEMEFESE 5,

(10)50 ug @ lysate % 8% SDS-PAGE (2hF %,

(11) nitrocellulose membrane (Hybond-ECL, GE Healthcare % &) (CEEE T 5,
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(12) membrane % Blocking buffer 7T 4°C Tovernight f ¥ F 21— 333,

(13) membrane % blocking buffer (1:500-1:1000) THMR L 7z 1 XKIAER T C.EET 1M (% 5 L (£ 4°C Tovernight)
A>FaR—=>3>F %, membrane % PBST <&[E 5 /. 3 @S,

(14) membrane % HRP-conjugated 2 XIET, BB 1 B A v F 2 —2 59 %, “ECL anti-mouse 1gG, 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) # #3343,

(15) membrane % &[0 5 4>/, 3 & PBST T 5,

(16) BHARFNARE T I/ FILEBRET B,

®REIEBE (6cm T 14 v a2 THE L7 Hela 713 HEK293 #f7)

Lysis buffer: 50 mM Tris-HCI pH7.5, containing 150 mM NaCl, 1% NP-40, protease inhibitor cocktail and 10 uM MG132)
(1) #fa% ice-cold PBS T¥~7:#. 400 pl o Lysis buffer ICEE L. ki 10 HREH <,
(2) 4°C 7T 14,000rpm, 10 /=0 L T lysate ZFHAICL, FLLWF 2 —7ICEEF 300 1l 28T,
(3) LEBICHATF6aitik (1-3ug) #MA. 4°C T YEERSEHRAS 2 BREA S overnight f Y F 2= 3>
ERCE
(4)  Lysis buffer IZ%% L 7= 50%ProteinG-Sepharose slurry, 30 ul ZF 2 — 72z, 4°C © 1 BEWw 2 0, ICEEE X
BAALAVFaR—a3 T B,
(5) Sepharose B —X#% Lysis buffer T2 [E% 5,
(6) Sepharose £—X% PBS T¥% 5,
(7) Sepharose £—X% 100 mM DTT #%&%E SDS-sample buffer30 ul ICBBET 2, D5 10U 2 TITRE>T
Ay T4 T7ICAWS,
mEELRSALE
IP-7 TR & VEfTTIE, BEFEROLY Y R 1gG HilF%z 2 Xtk LTRWD DA L L, “Peroxidase-conjugated
AffniPure Goat Anti-Mouse IgG, Light Chain Specific” (Jackson ImmunoReseach 115-035-174) % #t4g,
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