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& < 5% :Eﬁﬂ (LC3 ;ﬁﬁg) .......................................................... P.21
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URYZARDREICDOWVWT

(aff.): affinity purified

R ZM - Hu: Human, Mo: Mouse, Rab: Rabbit, Hm: Hamster, Chi: Chicken, Mky: Monkey, Bov: Bovine, Zeb: Zebrafish
() REBRBL, (w): ZEMEFL

fERIE : WB: Western blotting, IP: Immunoprecipitation, FCM: Flow cytometry, IC: Immunocytochemistry,
IF: Immunofluorescence, IH: Immunohistochemistry, Immuno-EM: Immuno-electron microscopy

X THRESINTREDFT,

HRP-DirecT U —Xi&, HRP ZE#R#H L cBR T,

Alexa Fluor” (&, Life Technologies # D EFEIETI
MBL Tld. *[E Life Technologies #t & DRFFF 71 LY R EF1F TEUE - IRFFL THD T,




A—-rT77I—LiE

=77 —DEENF. PEREEESIRHICETHEILT DI ETRERZHERLU VWD E—RICIFIBBESINTVET, LHLENS,
BEOERETTHTOT Y —LRELAT, MBIEEDDORBICEHNTNSIENMDN>TVED,

TATTYV=LNIEFFALS NI VIV BERNEVGERNICABE T 2D L. A—~T 7Y —TERATIRDAALZEB LSS

BT B NILIDBREFEINTWE T, Efeo SFIAVRUTZPRIAFDY —LBEOHRNGEEZA—RNT 7 I —ICL>TERKIC
NFTHREDNFELE S, ZODBEBIERU TINBROA— NI 7Y —) EEEN. SRV RU 7 B RNICH BRI 2EBZ /I NI 7
V=i RIAFDY—LDBERNDERE TRFYT7I—) EFORY, MICHEEXSTBA—NT 7 I—EBOMEIEDSNTVET,

EFEHNZEHPTVSA—RT7I—TIH FiF 40 FULERICT TICBEFBEMBICIDEREINTVWE UL, LMLABDS, TDBIEIC
BRI BRFNIROKRATE ofcleth, A—RT7I—DEREBRITIZ DB EATEAT U,

AR (8 - ERITEAY) OABRHBEESIF, A= NI7TV—LOREYWE ST ELTERVBRREZMERL, A—~T7
Y —BEEETE (Autophagy related : APG/ATG) @7 O—=>7ICHKIILE LTz (Tsukada and Ohsumi, 1993), IRETIE. HZFER
ICRITD ATGC EETFIF 41 BEMS N (2016 &), hS5OEZEHABEPEYIICEVWTHREFESNTWET BERIOT I /BEFIOERMEE
BEOWESTID, IIEEENMUTNET),

NS APG/ATG BIcFRDHEBZZMEIC, |YV/I\VBOBERTANBANICTON, A—K7 7Y - DB EREDFENRLEHES
MEENTVET,

BRTRREINGC Atg YV BRIIE. KEE. RE. NI, BILECEYLE TEURESNTVWET A HREE CEFEnZhoETHREIC
ZRAELTVWBZEDN DD >TETWNWET, SSICRATIEHMATEDOA—NT 7 I —FHBHICEL T TR MEREE. FRER. Mg,
FE i, TUTEBERBECEEELTVWSZENHESNCEDDDHEDET, INSOEMBRREEHEI S LETEH, A—KTJ7I—0D
MREETEITEERERZFHOCVWDEVNZDZTLELD,

A=K7 7 I —HRDFRESEDER.
REKE KB & %4

Tb62/Sgstm1 : A—k 7 7 —& Keap1-Nrf2
JRATLEESRF
R VA HEER K4 - —# IS BE

TREREAFRRECRRIC & 1T B
FA—b 7 7 I—#I#H1ER Rubicon D#&El,

KREEE>Y Y — Hh BAE %4 Rirgasas
KRKF EHF R £E Web ~—/ 1D [1112]

Autoph_ag PAS nucleation in yeast
induction
in- —\

e G ‘ @
Atg12-Atg5-Atg16 : Atg?
multimeric complex % . Jgj.

% Atg7

Atg7
LC: csl LC3I LC3/
198 Atga A‘QB

Lysosome

Autophagosome Autolysosome

Inside:
Mitochondria, ER,
Virus, Other dots

Degradation of specific targets

Bulk degradation for nutrient recovery
MHC Il presentation
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Autophagy Watch
| for Autophagy Flux Assay and LC3 Immunostaining

| "Autophagy Flux Assay, Z£FBICEHETEET s HLC3 itk x 2 i

. . Loading ¥ k O—JL#iitk
Autophagy Watch |&. i LC3 HithkEA— NI 7Y —REEEEH O Y : V\;):FEI:['\?D':T-»{7:|) hO—

NRTYd, VXYY T7OvTa4>T (WB) Z{752&TA—NI7I—55 » A— TP U—EREER x 2 B
BDHEEZF D Autophagy Flux Assay NN TEET, > HBIERRINY 77—

| =

O WB A#iifld HRP ZEFZEHURET. 2 RRFZHELLLEWVWESH. 7Yy EAIBHOER. 2 RNFHARDOIEFERGH
BLIBBEVWSERADBDET,

O A—=h77Y—RBOMBEEARICIE. VYV —LHEERTHS Chloroquine & Bafilomycin Al hRHEIhTWET, EittT
1,000 {EHRET BT THEZED,

O flEEeAREIFYMIEFhTVWET, BRIEE 2 RIVFICLZMHBEEICED. HEROA— 77TV —LZRIELLT
BRIDIEDTEED,

| Autophagy Flux Assay &1& ?

LC3-Il (ZRBEIE A — 7 7OV —LBICBEULTWE T I BILICTIRY Y TOY T« Y7 IcH T2 LC3-Il D/ RDIEIDHTA—RT 7
V-BEOBEREERETHIEBFBTEEBA, VYV —LAEFOMIEET T FILE BT 5T &1d Autophagy Flux Assay &IFIETL,
INIEEDA—NT 7 —DFE M TEDLDICIRDET,

WB I£&1F% LC3 /Ny K DFEIR
> Bafilomycin A1
- VE ATP7 — B RIEER _— e TP e
o uvy-a ) ) ) 2
(" Atg5-Atg12 & .. . o - LC3l | I FEEFIDFMICK D,
K b~ oo Ne | ZPR N U LCall | — | | = | | mmm | > LC3-ItMEMTZ  — Yes
° »
¥ 0 » (O X(@.) K- S
. N RN COSNET ORI, - treatment — |, mEmommcss No
( mum L . . o ex) SURILE, ERLIES | = FENRSNEL
eLC3 A—b77IV—A A—RUYY—L
ARERAOTAS  A—RTFIV—LER | UYV-LEME | WEMOSER
) (&% 3¢k ) Mizushima, N. and Yoshimori, T. How to Interpret LC3 Immunoblotting.
> Chioroquine Autophagy 3, 542-545 (2007) (PMID:17611390)
VY —=LEA—NT7I—DREHEEH
| Autophagy Watch #RWieA— k77 I—igHifil : WB
S
. ra PEBABICLD, RERECLAT
@
& R @69 LC3-Il oA B 5nEd (Lane 1, 2),
\ S . N
&£ & &g & FURALER DA, HEHprc )Y Y —
X x>
\3\30 Q@éo Qg)%@ {b&%% ng Qo§® L&D A BEZE# T 2 Chloroquine,
(kDa) ; 5 3 4 5 6 Bafilomycin A1 #i1zx%&, LC3-I A&
20 — SCEMUET (Lane 3, 4), IHIIEE
AlICEDA—RT 7TV —LDDREINT
s - s i R LCaul EBLTWBTEERLTVET, NS0
L —-—y, BRZLERI D EICED, PR TA—
LesI NP U—hEEEN TR EERRT S
Detection: Anti-LC3 mAb-HRP-DirecT ZEMTEFTT,

75 — —

o ——| MR g e | c-Tubuin

37

Detection: Anti-a-Tubulin pAb-HRP-DirecT
Cell: MEF *MEF Atgs™ i 124t | RRKRF KB F K&



| Autophagy Watch ZBRWeA— k7 7 I—1gHifl - IC

Nutrient 3 h starvation 3 h starvation + Chloroquine 3 h starvation + Bafilomycin A1

Microscope: BZ-9000 Generation Il (Keyence), Cell : MEF

FEE D HBSS (Hank's Balanced Salt Solution) TH&ET2&A—NT7 7OV —LN Ry MRICER TS, EERZRINTZ2ETA—N
77V —LDMEIMLTWBZENDMDET,

| #RvRK~
Code No. KmB fiitg (HiRl)
8486 Autophagy Watch ¥85,000

| +v RS

mH s0—> FAVEIALT fER% 2k xEN

Anti-LC3 mAb-HRP-DirecT 8E10 Mo IgG2ax WwB 100 pL Hu, Mo, Rat, Hm
Anti-LC3 mAb 4E12 Mo IgG1k WB(weak), IC, IP, FCM, Immuno-EM 50 pL, 2 mg/mL Hu, Mo, Rat, Hm
Anti-o-Tubulin pAb-HRP-DirecT Polyclonal Rab IgG(aff.) WB Positive Control 100 L gﬁl Mo, Rat, Hm,
Positive control for anti-LC3 antibody 100 L (20 tests)

Chloroquine solution (x1000) 100 pL

Bafilomycin A1 solution (x1000) 100 pL

Cell lysis buffer (x5) 1 mL x2

| Autophagy Watch FAQ

Q1. EFERESThRRRVLWOTIH?

NRK #fif@ T (&, #FH#s% Hank's Balanced Salt Solution (fRILE) (CRHL T2 ~4 EIBEIT 5 & THBREBZFEL TWET,
MM;ED DMEM (Dulbecco's modified Eagle's medium) THFEEAGETI A, FI/BNEENDOFEENFIHRDET,

Q2. HEAUCDOWTE A TLEE L,
MY Z YU FEIEULTEAR Chloroquine &, EN5 YUY Y —LADFENREERIE U THVWSNTED, BESANAZIE L TOERMED
HFSINTWBERITY, Baflomycin Al [EA—K~ 77V —RHENBEFDVE DT ZLDA— N7 7Y —HRHFICALWSNTVLWEY,
BE. FYMTEEENTOWEEADL, KD ERTA—FT7 7 IV—DETEREET 2EE & LT Wortmannin A& <fEbnTWET,

Q3. LC3 il 2 BEA > TVWETH. ESEVWFITIIFRVWTLLSH?

20— 8E10 @ LC3 Hiifkid HRP AN EEZEHSI N TWVWS /s, WB TOFEAICKRETY, ICPIPREZDMORARICIEIO—
4E12 MBI IHTT,

Q4.LC3 %2V AYYTOYT A VI TRIET BIHDRBREMHZFH L HATLLES L,
21-22 R=YDFAQ ETERL & W,

uy Aess
xn|4 %ﬁeqd(\fmv
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NAKNT7I—&lE A—RT7 7Y =7 N U NV RUTPORIRK
DEHEETHD, H<BI NIV RUTFORBICESLTWET,
COBWBICL>TI NIV RUTHERENES I 2HRELN SEHFE
FFEILTWBEEZSNTVWEY, Y17 7Y —DETICEWVWTIE,
N—F VY URDOFEREBEEFELTHSNTWS Parkin (ZEFFY
UH—E) NEBELREREEZRLUTVWET, SFAVRYTZHIBRIEL
TRIEg2 &, Parkin iFZDAE EICEBLEY, ZDHE. Parkin
DAEFFYUA—EFERICEIDOARINIVRUPDAEICIEFTF
VIS EN, COAEFFUNRHEIND I EICIONANTFI—
METEIND, EEZSNTVET,

Pk
arkin YYY—1
GH) shavkuy

%) ()

Kl ardd= VTN

| >t 77y—EE=4Y Y IEARY % —. pMitophagy Keima-Red mPark2

A PIFENY /U E mKeima-Red (BEK, EXE—271E620 nm) OINIVRUFPEHBBERNIY—CTT, SFIVRUTZBEYTFIL
NRTIFREFZMIILTc mKeima-Red &, YA K77 V—DETFICEWTEERREZR T Parkin (ZEFFUUH—F) ZBROMEICE
SIRIFSE, BFNEBZEORHBRTOMREROZTIICED, XM7Y —%@H - At T 32 ENTEEXT,

| ##

O B—aYAFZ7 T mKeima-Red( SRV RUPRBES T FILT) & Parkin Z#3%

— cw IR IRES E

O Keima-Red D4R : pH N1 A&V 5 —
mKeima-Red |& 620 nm Q&= FKT 25 V/IVETT,
B0 pH [T LD pieE— o E{L LE T,

mKeima-Red ORIE - HHE AT ML

—— BRI
------- LEEANT I

440 nm
v

FEHEART MVRBEELERA.

FEE—Y DZE1k
& (>pH 6) B4 (<pH 5)
440 nm 586 nm

¥ Parkin BC3 D720, MT-mKeima-Red 5!
DHDRITIT—6HHDET,

O EZHVVIRBEBIRFE

RIS T CESMR 440 nm &, BERBE T CEZA 586 nm T
b U7z Bl % Ratio (586 nm/440 nm) LIEL. Ratio fEA'EW
HoziRte, BONEIZ2ETETRRASEET, FHRETO Keima
|& Ratio fENVEL< D BFETRREINET, —AH BERETO
Keima Tl&. Ratio Eld&E<RDFTETRRIN, A—rT77I—h
TTELTWBZEZRUED,

E=suvRE |
ZRLZR P
[P
~ —_
@ !
shavkyz X
A—b7rAI—n
Keima Ex. ! \\ //
1
586 nm ® ; '
(550DF30) 1
AN // :
440 nm ! PS
(440AF21) !
Ratio Score Low : High
BB
Ex: 550DF30 Ex: 440AF21 Ratio
Em: 610ALP Em: 610ALP (586/440)

High

Ratio

E=— 53
3 Image

Low



O Ratio 1X—Y 2T O EEMEHR

Ex: 550DF30 Ex: 440AF21 Ratio
Em: 610ALP Em: 610ALP (586/440) 08
[
8 06
E.) n
S £
& 04
o
— <
3t 2
02
g n
G| o
a|l n
=
[a]
o
[8]
(8]
(8]
=z
£
=
e
©
o
o
(7]
=
[a |

HelLaZREH#HH Kk, CCCPALE

DMSO = CCCP

- ol Dm
clone 3 clone 7 clone1 clone6
Parkin(+) Parkin(-)

CCCP: MP. E&H (BrofEAl)
DMSO: O ~E—JL

B REFRBEHK (Hela HiAd)
Parkin(+): MT-mKeima-Red-IRES-Park?2 % & A
Parkin(-): MT-mKeima-Red % & A

B 7yEe1hE
#BF2IC CCCP (10 uM) 33 \\d DMSO %L,
24 FERICERR,

24 hr after CCCP (10 M) B 7Ly —tvh
440 nm (Ex: 440AF21, Em: 610ALP, DM: 590DRLP)

Ratio (5686/440) (. 550DF307 1 )L%—, 440AF21 7 4L —FNZNT
FRUEBRICEON RV T HILREDHZRUE T, RatiohtmWE e, ¥+
N7 7I—DTTELTWE T,

| 2RV

Code No. L e

AM-V0259M pMitophagy Keima-Red mPark2 (Kan)

AM-V0259HM pMitophagy Keima-Red mPark2 (Hyg)

AM-V0251M CoralHue™ Mitochondria-targeted mKeima-Red (pMT-mKeima-Red)
AM-V0251HM CoralHue™ Mitochondria-targeted monomeric Keima-Red (Hyg)

| Anti-Parkin mADb

Code No. Haa 00—y TAIIALT 2k
M230-3 Anti-Parkin mAb Par6 Mouse IgG2ax 100 pg/100 pL

B Western blotting

(kDa) 1 2 3 4 5 &

250: Lane 1: Rat brain lysate, 20 ug
183_ Lane 2: Mouse brain lysate, 20 ng
75— Lane 3: PC12
Lane 4: HelLa
— Lane 5: HEK293T =
50 * a— Lane 6: Human Parkin/ HEK293T WBIC
37— BIITHTY
25—
20—

aE

20 ug
20 ug
20 nug
20 ug

RS
wB

RERIGE
Hu, Mo, Rat

586 nm (Ex: 550DF30, Em: 610ALP, DM: 590DRLP)

fiitg (Hial)
¥59,000
¥59,000
¥28,000
¥28,000

fiit (HiAl)
¥38,000

—GLL )2
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LC3 #ifk

| A—r77y—HEROI—ILERERYVF—R

R Atg8 DIEFFE/REO 1L, LC3. GABARAP (GABAA ZRAE
#5>)8). GATE-16 (Golgi-associated ATPase enhancer) ® 3 D
T

ZOHTH LC3 DIARDREEATED, BIAEOA—NT7I—T—
A—EUVTHREILERINTWED, LC3 IFH#IR%E (proLC3). I<IC
Atg4B 53U\ AtgdA IEEDZD CkETOEY YT &N, LC3- &7
DET, LC3- FA—KT7I—MNFEINDEET. E2ICEITESIN.
E & @ PE (Phosphatidylethanolamine) &#&& L% 9, LC3-PE %
LC3-l EFVE T, LCI-NIFLC3-H KD HRFEIFKEND TI N,
BOKMENE W26 SDS-PAGE Tl& LC3-l K DBEIENKELAD £,
28, GABARAP & GATE-16 bRAKRDBIEZRTCPE EEET S L
Noh>TWET,

Code No. s0—y RZEY

PM036 Polyclonal Rabbit

M186-3 8E10 Mouse

M186-7 8E10 Mouse

M152-3 4E12 Mouse

PDO14 Polyclonal Rabbit
Anti-LC3 pAb

Code No. sHA—> FAIVILT BR flitg (FBl)
PM036MS Polyclonal Rab IgG 20 uL ¥9,600
PM036 Polyclonal Rab IgG 100 pL ¥48,000

O WRRBF TV Tr—2avIcEATEE Y, EAXMESH!
[®ZR] YIYEF>hENLC3 (MAPILC3B:1-120 a.a)
[3#=1] Hu, Mo, Rat, Hm, Zeb*
[ K] PBS/50% glycerol, pH 7.2
[fEAA] WB: 1:1,000
IP: 2 ul/300 pL of cell extract from 1x107 cells
IC: 1:500-1:1,000
IH: 1:1,000-1:2,000 (/8Z 7 « YHIR IEELENRE TT)
FCM: 1:200
[ #] LC3 (MAPTLC3A. B, Q) lckIitL%Y,
GATE-16. GABARAP & ERIGUL EH Ao
< fEFSCRR >
1) Saitoh, T., et al., Nature 456, 264-268 (2008) [WB]
2) Guo, J.L., et al., J. Biol. Chem. 291, 13175-13193 (2016) [WB, IC]

B Immunocytochemistry

NRK (#E#IR58)

MEF (BE8IREE)

A549 (FEEIRRE)

B Western blotting

mos 12
T Lane 1: MEFAg-
= Lane 2: Wild-type MEF
MEF~ss- #ifF 124 RRKY KB 7 &4
15— — | L34
== LG
0=

3253 LI

LC3
Atg8  GABARAP E2 El
GATE-16
4
Atg3 \LC3 LC3% LC3 ) |LC3-I
S
>
>
>
Phosphatidylethanolamine

* RS H D
Anti-LC3 mAb
Code No. 40—y 7A4V9147 8% filiig (HiHl)
M186-3MS  8E10  MolgG2ax 20 ug/20 pl ¥9,600
M186-3 8E10  MolgG2ax 100 ug/100 L ¥48,000

O WB IERETY,

[®ZFR] YavE+r>Y ek LC3 (MAPTLC3B:1-120 a.a)
[3Z=M] Hu, Mo, Rat, Hm
[# K1 1 mg/mLin PBS/50% glycerol, pH 7.2
[fEAE] WB: 1 png/mL

IP*: XERRE 85 D
[ #] LC3BILRBULET,

LC3A, LC3C, GATE-16, GABARAP ICIFREL £ Ao
< R >
1) Margariti, A., et al., J. Biol. Chem. 288, 859-872 (2013) [WB]
2) Maegjima, VY., et al., Nat. Med. 19, 1478-1488 (2013) [WB]
3) Meng, XH., et al., Int J Biol Sci. 13(8), 985-995 (2017) [IP]

B Western blotting

(kDa) 1 2 3 4 5 (kDa) 6 7 8
37 37 7

25 —
20 —

- < LC3-l

— —
CLCS 15 - @ < Ci

< LC3-ll

10 —

Lane 1: HelLa Lane 6: MEFA9S--

Lane 2: NIH/3T3 Lane 7: MEF

Lane 3: PC12 Lane 8: MEF (6 hr. treatment with 50 1M Chloroquine)
Lane 4: CHO

Lane 5: Mouse brain tissue MEFASS/ #ifg T2t | RRKRZE KB & K4



Anti-LC3 mAb-HRP-DirecT HRPERH

Code No. 00— TPAVEIAT @R filitg (Hi5l)
M186-7MS 8E10 Mo IgG2ax 10 pL ¥9,600
M186-7 8E10 Mo IgG2ax 50 uL ¥48,000

O 2 RIAFEDFETTY,
[®EEFR] YIvEFr>r ek LC3 (MAPILC3B:1-120 a.a.)
[xZM] Hu, Mo, Rat, Hm
[1E ¥K] PBS/Preservative/Stabilizer
[fEFA] WB: 1:1,000
[ %] LC3BIRIGLET,

LC3A, LC3C, GATE-16, GABARAP [CIZRIGU F£H Ao
<SEXW >
1) Jia, W.,, and He, Y. W,, J. Immunol. 186, 5313-5322 (2011)
2) Tabata, K., et al., Mol. Biol. Cell 21, 4162-4172 (2010)

B Western blotting

(kba) 1 2 3 4 5 6 7 8 9 10 11
37 -
= —
25— -— -
20—
15 — -_— - e o || S e | < | C3-|
- — — ‘ < LC3-II
10
Lane 1: HeLa Lane 7: Mouse spleen
Lane 2: NIH/3T3 Lane 8: Mouse kidney
Lane 3: PC12 Lane 9: MEFA9S--
Lane 4: CHO Lane 10: MEF
Lane 5: Mouse brain  Lane 11: MEF (6 hr. treatment with 50 uM Chloroquine)
Lane 6: M li
ane o Touse ver MEF~e—-{iifa = 4 | A K& 57 Stk
Anti-LC3 mAb
Code No. ~0O— FAVEIAT a8 filitg (HiRl)
M152-3MS 4E12 Mo 1gG 1k 40 ng/20 pL ¥9,600
M152-3 4E12 Mo 1gG 1k 200 pg/100 pb ¥48,000
O HREREICRETY,

[®ZER] YaArvEFr> b~ LC3 (MAPTLC3B:1-120 a.a.)
[3X#ZM ] Hu, Mo, Rat, Hm
[% 48] 2 mg/mL in PBS/50% glycerol, pH 7.2
[fEA%&]  IP: 5 ug/300 ulL of cell extract from 1x10’ cells
IC: 40 png/mL
IH* SRR &5 0
FCM: 40 pg/mL
Immuno-EM: 20 ng/mL
Image-based FCM*: SCEk#R& 8 D
[f8 #] LC3 (MAPILC3A, B) IcRIGLET,
< (EAXH >
1) Moreau, K., et al., Cell 146, 303-317 (2011) [IC]
2) McKnight, N.C., et al., EMBO J. 31, 1931-1946 (2012) [IC]

B Immunocytochemistry B Immuno-EM

7 ¥ | AP: Autophagosome
“%  N: Nucleus

(x] 5 000)

MEF (BlE%iR%E)
Immuno-EM F—% it RRKE KB & K4t

MEF (ENE8IRRE)

e

LBS

] o\ P. 76/\
5(;}@(%/“?’ ‘ Go!
g

Anti-LC3 pAb
Code No. /70— TAII4T BR flitg (H5l)
PD014MS  Polyclonal  Rab IgG 20 pL ¥8,400
PDO14 Polyclonal ~ Rab IgG 100 pL ¥42,000

[BER] YayE+r>hZwv hLC3(1-142 a.a)
[2X#] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fERE] WB: 1:1,000
IC* SCHRERE & D
IH* SCRkER & & D
< {EFASCHR >
1) Tsuchiya, Y., et al., Mol. Cell. Biol. 33, 3461-3472 (2013) [WB]
2) Kobayashi, S., et al, PNAS 112, 7027-32 (2015) [IC]

B Western blotting

(kDa) 1 2 3 4 5
30— 7 =
20—
— e e <— | C3-| Lane 1: Hela
Lane 2: A431
— | < LC3 | 5ne 3: NIHBT3
14— Lane 4: PC12
Lane 5: CHO

Positive control for anti-LC3 antibody

Code No. 2 filitg (FAY)
PM036-PN 100 pL (10 tests) ¥5,000
O EbREE LC3 EAUVMEBIRHESNE T,

[EEA] LC3mAED WBARY 7« 7 a2 hO—)L

[f8 E] Z7=2FMLTWRWE K LC3 ZFERL TV, REKELC3 &
AFENELTT,

< fEFASCHR >

1) Zadra, G., et al., EMBO Mol. Med. 6, 519-538 (2014) [WB]

W Western blotting
(kDa) 1 2 3 4 5

75
50 Sample: PM036-PN (10 plL/lane)
37
25
20
15 - <— | C3-|
< |C3-ll

Lane 1: Anti-LC3 pAb (Code No. PM036), 1:1,000

Lane 2: Anti-LC3 pAb (Code No. PD014), 1:1,000

Lane 3: Anti-LC3 pAb (Code No. PM046), 1:1,000

Lane 4: Anti-LC3 mAb (clone: 8E10) (Code No. M186-3), 1 ug/mL
Lane 5: Anti-LC3 mAb (clone: 4E12) (Code No. M152-3), 10 ng/mL

LC3 #ifkIcEi9 % FAQ I3 P.21, 22 N

HUEDT
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p62 ik

| aex7> . 7077V —L(SBR) LA—FT77I—DREEL

p62/SQSTMI (& TRAF6, RIP, aPKC RED VT FIVERERBS LRGN FREBEERT2RIEY V/WEELTHS N TWET (TRA).
F/c LC3 LOBEHREMIZRF DI EN S, A—NIFI—ICIoTERNICHBINZEBELTEZISNTVWEY, SSICIEFFVHEEETDH
fZBL, RUIEFFUALSNIY VIR VEDRERCRAMBUICI NIV R TP REZA—NT 7V —ICBEE T (BIRWA—NT 7 — DI
T R=IN), R FREFLEIMEENA—N 7Y —RIETYICEVWTE, pb2 [HBHICEREL. 1EFFY - pb2 BHEOFHAKIFEHR TN
79 (THA), EEARIEIC, AEFFY - pb2 BIERAKIE, FILWYI\AX—RH, /S—F2V VR, SEBEERIRECER EDHREERE®
FILA—IVIERF 2. BERART. FHEERERBICEVLWTHEREINTVWEY, BE. INSHEREBEOREEA—RNT7I—ICLD p62 KB DBEEICTE
BENEF->TVETD,

B p62/SQSTM1 DK X1 Uiz | Immur\ohistochemistry

NF-Bi&E L BRWA—FT77Y— O
1% A N , A
, P 3 &
(aPKC ) (RIP) (TRAF6) LC3 Ay’

| 1 1 leeel

(PB1 domain)  ( Raptor ) [ Keap]
244 mTORC &1L Keap1-Nrf2 i

A ZANIHURAT IV HERR B — N BIE BECEEEEEX U !

Hifk: Anti-p62 pAb (Code No. PM045)

Human Liver Carcinoma
(Female, age 48, Grade 1)

b MFRERRICE VW Tpe 2Bt A FD RIS N E U,

fERE .
Code No. o0—-y | GEEY GRER REM TR
WB IP IC IH FCM Immuno-EM
£k p62
M162-3 5F2 Mouse (120-440 a.a) Hu Jokok | dokok | dokok | kokok ok
E bk p62 Alexa
M162-A48 5F2 Mouse (120-440 a.a) Hu 2. 2.0.0.¢ 0. 8.8.¢ 488
E bk p62 Alexa
M162-A59 5F2 Mouse (120-440 a.a) Hu Jkk 594
M162-A64 | 5F2 Mouse ek p62 Hu Jhk *hKk Alexa
(120-440 a.a.) 647
) £k p62 Hu, Mo, N
PM045 Polyclonal | Rabbit (120-440 a.a) Rat, Hm Yok k b 0. 0.¢ Yok k b 0.0 ¢ *
PMO066 . . Py Hu, Mo,
et Polyclonal | Guinea Pig | & b p62 CKim#Eis Rat, Hm *kkk | kkk Jkk *kk
Anti-p62 (SQSTM1) (Human) mAb
Code No. v0O—Y 7ZAYV9147 8% ffit& (FiBU)
M162-3MS  5F2 Mo lgGik 20 ug/20 ul ¥9,600
M162-3 5F2 Mo IgG1x 100 pg/100 pL ¥48,000
[%&EE] UdYEF Y ek p62 (120-440 a.a)
[ZZEM] Hu, Mo(-), Rat(-), Hm(-) B Immunohistochemistry B Immunoprecipitation
[# K1 1 mg/mLin PBS/50% glycerol, pH 7.2 i - B (kDa) 1 2
[fER%] WB: 1 ug/mL I
IP: 2 ug/250 uL of cell extract from 2.5x10° cells 75
IC: 5 ng/mL 62
IH: 2-10 pg/mL. (/85 7+ VK ERMVBD R ETT) 50| o -
FCM: 2 ug/mL - < IgG heavy chain
<{EFXCER >
1) Janda, E,, et al., Autophagy 11, 1063-80 (2015) [IC] 37 -
2) Matsumoto, G., et al., Mol. Cell. 44, 279-89 (2011) [WB] Human liver carcinoma Sample: Hela

Lane 1: Isotype control (Code No. M075-3)
Lane 2: Anti-p62 mAb (Code No. M162-3)
Immunoblotted with Anti-p62 pAb (Code No. PM045)



Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 488

Alexa Fluor®488
Code No. s0O-—Y TAVEIALT @R flig (Hisl)
M162-A48MS 5F2 Mo IgG1k 20 ug/20 uL ¥11,600
M162-A48 5F2 Mo IgG1k 100 pg/100 uL ¥58,000

[®ER] UVIvEFY LN p62 (120-440 a.a)
[ZRZEMW] Hu
[# 4R1 1 mg/mLin PBS/1% BSA/0.09% NaNs
[fER%]  IC: 2 pg/mL
FCM: 1 ng/mL
<SEXM >
1) Ichimura, Y., et al., J. Biol. Chem. 283, 22847-22857 (2008)
2) Komatsu, M., et al., Cell 131, 1149-1163 (2007)

B Immunocytochemistry

A549 (ENEEIRAE) A549 (RERE)

Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 594
Alexa Fluor®594

Code No. ¥0O-Yy 7AV947 8% fiidg (Hisl)
M162-A59MS 5F2 Mo IgGiik 20 pg/20 ul ¥11,600
M162-A59  5F2 Mo IgGlk 100 pug/100 pl ¥58,000

[®ER] YIYEF>Y RN p62 (120-440 a.a)
[ZRZEME] Hu

[# K] 1 mg/mLin PBS/1% BSA/0.09% NaNs
[fEAE] 1C: 5 ng/mL

<SEXH >

1) Ichimura, Y., et al, J. Biol. Chem. 283, 22847-22857 (2008)
2) Komatsu, M., et al., Cell 131, 1149-1163 (2007)

B Immunocytochemistry

A549 (EEERRER) A549 (RERRE)

Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 647

Alexa Fluor®647
Code No. #¥0O-Yy 7AV947 8% fiidg (Hisl)
M162-A64MS 5F2 Mo IgG1x 20 ug/20 pl ¥11,600
M162-A64 5F2 Mo IgG1x 100 pug/100 pL ¥58,000

[#ER] VavEF>YhE b p62 (120-440 a.a)
[ZRZEM] Hu
[ K1 1 mg/mLin PBS/1% BSA/0.09% NaNs
[fEA%]  IC: 5 ug/mL
FCM: 1 ng/mL
<SEXH >
1) Ichimura, Y., et al., J. Biol. Chem. 283, 22847-22857 (2008)
2) Komatsu, M., et al., Cell 131, 1149-1163 (2007)

B Immunocytochemistry

A549 (ENEEIRAE) A549 (REIRAE)

Anti-p62 (SQSTMT1) pAb

Code No. 7O—Y FAVIALT BER filit& (Fi51)
PM045MS Polyclonal Rab Ig (aff.) 20 uL ¥7,600
PM045 Polyclonal Rab Ig (aff.) 100 uL ¥38,000
O ERAXmZH!
[®RER] YIYEF> RN p62 (120-440 a.a)
[3#=1] Hu, Mo, Rat, Hm, Zeb*
[ K] PBS/50% glycerol, pH 7.2
[fEFA%] WB: 1:1,000
IP: 2 uL/300 uL of cell extract from 1x10” cells
IC: 1:500
IH: 1:1,000 (U5 7 « YY) F (EEBLIBEDINETT )
< fEFASHR >
1) Hasegawa J., et al., EMBO J. 35, 1853-1867 (2016) [WB]
2) Chen, H,, et al., J. Cell Biol. 211, 795-805 (2015) [IH]
3) Takasaka, N., et al., J. Immunol. 192, 958-968 (2014) [WB]
W Western blotting
(kba) 1 2 3 4 5 6
100
75
D e - —| < 62
50—
Lane 1: HelLa
37— Lane 2: HEK293T
Lane 3: MEF
Lane 4: NIH/3T3
25 Lane 5: PC12
Lane 6: CHO
Anti-p62 C-terminal pAb
CodeNo. ~0O—-Y FAVIA4T o= filitg (51)
PM066MS Polyclonal  Guinea Pig Ig (aff.) 20 uL ¥7,600
PM066 Polyclonal  Guinea Pig Ig (aff.) 100 pL ¥38,000
[&R] kb p62 CRIRFEE (AHRRTFR)
[ZZME] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fERE] WB: 1:1,000
IP: 5 ul./300 pL of cell extract from 3x10° cells
IC: 1:500
IH: 1:100
<SEXM >

1) Komatsu, M., et al., Cell 131, 1149-1163 (2007)
2) Moscat, J., et al., Mol. Cell 23, 631-640 (2006)

B Western blotting B Immunohistochemistry

(kbay 1 2 3 4 5 6 7 8 9 10 '
100 — :
75 —
-_—_—T — -
o
37—
25—

Lane 6: CHO
Lane 7: Mouse brain

Lane 1: HelLa
Lane 2: HEK293T

Human liver carcinoma

Lane 3: MEF Lane 8: Mouse liver
Lane 4: NIH/3T3 Lane 9: Mouse spleen
Lane 5: PC12 Lane 10: Mouse kidney

10
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) Vit p62 ik

| mETHREOHADHETER

P62 [FEER BREBAIN ) VERIL I ND I ENESMNERD ., ZNZNOEPADO Y VLI ERMICKE 2 2 & TRIRMNA—NT7 7Y -1 &
DEFRBGEICED > TWET,

p62 @ Serd407 (£ k) /Serd09 (W R) @ VEELICHE=. Serd03 (b k) /Serd05 (WU R) MY VE{kEhz &, RUIEF
FUBEEDOHRMIEN LR LVET, NICED, AEFFUEEINLERGY VNV BEORER. RABLLI NIV R T AN
BALENIFIUTRENY VL p62 [k > THIREINET, T5ICMTORCT [Tk > T Ser349 (k) /Ser351 (WU X)) iUV
Bitand &, p62 & Keapl & DFMMEIE L, Nrf2 ¥ Keapl hSEEN TRZICBITTESR LS ICHRDET (p62-Keap1-Nrf2 ),
ANLRASEBEERFE L TASNS Nrf2 3L B S L AMEBEFOHRZTESEET, JDEE pb2 DECTFHRELFEEND
CETIRIT AT 70— RNy VHENMBIEE T, —H. Keapl &fEG LR VB p62 &, LIR (LC3 Interacting Region) Z/ L
LC3 EMEERATZIETA— R 77V —RBICTHBEINET, COXSICANLATICHZMAEIE. p62 DY VE{EENLT2DD
S R T L BB S YR I E THENICBREEZEIBI TVWSEEZISNET,

BIRWA— N7 7 I — OBIRIEHRARIREBEREL £9, & AEREE/\—F VY VREOHBRMBTE. ¥ Y/ BEDRERYCRS
MU NAYRUTZORENEFDONT, HREMHENT A —I ZZ T TIHOEEINMET UET, FHEENATIFEENIC p62 O
Ser349 MU Vb, Nrf2 D FEHERINISEE LU TWES, LichioT, p62 DU VEE{b») Vgl p62 & Keapl EDIHAER%ZEET 2
EHIDF UV ADBERICRDZEHIREINTWEYT (BEM : Saito, T, et al, Nat. Commun. 7, 12030 (2016) PMID: 27345495),

Damaged Protein % BIROA—FT7 79—

Ub Ub Ub

EZAZE =10 737N Ub mTORC17x & Ub

a1EFF AL Ub
E ﬁ

BABUIEI NIV RYUT Ser403/405 /

(EMRDR) Ser349/351 $
(EM(RYZR)
[ Nrf2 ] o2 |
® Ser407/409 /
ULK1 \ (EM(XDR) Nucleus
BAUIRIRE LK - )
TBK1 [ Nrf2 i
P /Stl’ess resistant gene 1 pGZ&
ULK1 .

p62-Keap1-Nrf2#%i&
4T NEFRKRZ IR R St — 1 &S TECEEBZESE U,

Anti-Phospho-p62 (SQSTM1) (Ser403) mAb

Code No. ¥0-Y 7AV947 8% flig (Hisl)
D343-3MS  4F6 RatlgG2ax 20 ug/20 ulL ¥9,600
D343-3 4F6 RatlgG2ax 100 pg/100 ul ¥48,000

[BZR] Ebp62(396-410 aa) (BERTFR)

[ZRZEM] Hu, Mo

[ K1 1 mg/mLin PBS/50% glycerol, pH 7.2

[fR%] WB: 5 pg/mL

IH: 10 ng/mL

< EFXHA >

1) Kurosawa, M., et al., Hum. Mol. Genet., 24, 1092-1105 (2015) [IH]
2) Matsumoto, G,, et al.,, Mol. Cell 44, 279-289 (2011) [WB, IH]

B Western blotting B Immunohistochemistry

(kDa) 1 2 3 4
150
100
75

<— GFP-tagged Phospho-p62

<€— Phospho-p62

50 Lane 1: GFP-tagged human p62/Neuro2a
Lane 2: GFP-tagged human p62/Neuro2a,
37 Bafilomycin A1-treated (1 uM, 24 hr.)
Lane 3: MEFA®S”
Lane 4: MEF LRy !
25 GFP-tagged human p62%#iNeuro2aififig Atg5 conditional knockout mouse brain Wild type mouse brain
TR IERERY BE 517 K& 0K K k&
20 MEFAss-- R 184t B A KB 8 %k Brown: Anti-Phospho-p62 (SQSTM1) (Ser403) mAb (Code No. D343-3)

Blue: Hematoxylin

YU TR IERERT: BR (51T Sk - A % B4



Anti-Phospho-p62 (SQSTM1) (Ser403) mAb

Code No. 0O—Y 7AV9147 &K filit& (F51)
D344-3MS 4C8 Rat IgG2ak 20 pg/20 pb ¥9,600
D344-3 4C8 Rat IgG2ak 100 pg/100 uL ¥48,000
[®ZER] Ebpb62 (396-410 a.a) (BEANRTFR)
[3Z=M] Hu, Mo
[ K1 1 mg/mLin PBS/50% glycerol, pH 7.2
[f$R%] WB: 5 pg/mL
IH: 5 ng/mL
<SEXH >
1) Matsumoto, G, et al., Mol. Cell 44, 279-289 (2011)
B Immunohistochemistry
» 5 iy el -
B . n
- N -
oy R ;
& =
gt " e
Atg5 conditional knockout mouse brain Wild type mouse brain
Brown: Anti-Phospho-p62 (SQSTM1) (Ser403) mAb (Code No. D344-3)
Blue: Hematoxylin
YU 7Rt IRREKRY B 517 K4 - 0K K k&
Anti-Phospho-p62 (SQSTM1) (Ser351) mAb
CodeNo. ~0O—-Y 7AVY9147 G% filit& (51)
M217-3MS 5D5 Mo IgG1x 20 pg/20 pb ¥9,600
M217-3 5D5 Mo IgG1x 100 pg/100 pL ¥48,000
[®ER] YR p62 (346-359 aa) (AEHNRTFR)
[&ZM] Hu, Mo, Rat*
[ &1 1 mg/mLin PBS/50% glycerol, pH7.2
[fER%] WB: 0.5 pg/mL
IC: 0.1 pg/mL
IH: T pg/mL
< SEXH >
1) Kageyama, S., et al., J. Biol. Chem. 289, 24944-55 (2014)
2) Ichimura, Y., et al., Mol. Cell 51, 618-31 (2013)
B Western blotting
(kDa) 1 2 3 4 5
150
100
75
ey . - Phospho-p62 (Ser351)
50 Lane 1: MEF, sodium arsenite-treated
(10 uM, 12 hr.)
a7 Lane 2: MEF i
Lane 3: MEFA9®
Lane 4: huH-1

Lane 5: huH-1, A-phosphatase-treated
Lane 6: p62-knockout huH-1
sodium arsenite-treated MEF #if2 p62-knockout huH-1 #ifg & 324t :
FORKSE VA JEEA 4 - —N BB K&
MEFAS fifg 212 M | RRKZE KB & %4

B Immunohistochemistry
R B TR Yo

Human liver carcinoma

Brown: Anti-Phospho-p62
(SQSTM1) (Ser351) mAb (Code No. M217-3)
Blue: Hematoxylin

Anti-Phospho-p62 (SQSTM1) (Ser351) pAb

Code No. sO—> TAVIALT K filitg (F5U)
PM074MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PM074 Polyclonal Rab Ig (aff.) 100 pL ¥48,000
[®ER] YU p62 (346-359 a.a) (BEANRTFR)
[&ZEM] Hu, Mo
[1E J4R] PBS/50% glycerol, pH7.2
[fERE] WB: 1:500
IP: 2 uL/sample
IC: 1:500
[H: 1:1,000
<SEXH >
1) Kageyama, S., et al., J. Biol. Chem. 289, 24944-55 (2014)
2) Ichimura, Y., et al., Mol. Cell 51, 618-31 (2013)
B Immunoprecipitation
(kDa) 1 2 3 4 5 6 7 8
75 ™
: . & |« Phospho-p62 (Ser351)
50 = <4— 1gG Heavy chain
379 E:rr:epflz: huH-1
e Lane 3, 4: p62-knockout huH-1
Lane 5, 6: MEFA9>-
Lane 7, 8: MEF

Immunoblotted with Anti-Phospho-p62
(Ser351) pAb (Code No. PM074) IP:
Lane 1, 3, 5, 7: Normal Rabbit IgG
(Code No. PM035)
Lane 2, 4, 6, 8: Anti-Phospho-p62
(SQSTM1) (Ser351) pAb (Code No. PM074)

B Immunocytochemistry

(@)

(a) MEF, sodium arsenite-treated (20 uM, 6hr.)

a
(b) MEF
(c) huH-1

sodium arsenite-treated MEF #ifg. p62-knockout huH-1 #lifg 2124t :
FORAKEE VA JEEA K4 - —H B/IE kA&
MEF">" #ifa = f24f : R KB 8 %4

HYZANHE <N
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p62, V(L p62 ELISA ¥ b

| =

O Lysis buffer HFEfFEhTVSDT, p62DIREFRTIIHUWHIRBFROAREELA!
O ERDRYI)—=27JIcH!
O EbBZWITIRDOMIRERER THRIEREE

W RIES]

H eLa cel I S Phospho-p62 (Ser349/Ser403)
Total p62 1,200
8,000 ’
O - mSer349
g £ 1,000 oDSer403
-~ 6,000 ;
L) 3 0
E o
© 4,000 S 600
(=] -
- -
-~ " 400
o 2,000 =
c c
S5 200
0 0
00 04 08 16 31 63 125 250|125 25.0 50.0 100.0 00 04 08 16 6.3 125 250|125 250 50.0 100.0
Bafilomycin A1 (nM) Rapam\icln (nM) Bafilomycin A1 (nM) Rapamycin (nM)
. . *
25 nM Bafilomycin 25 nM Bafilomycin
Total p62 Phospho-p62 (Ser351/Ser405)
a 4
-l £ 35 l mSer351
-
€ » 30 o Ser405
- =
Q
% o 25
©
8 S 20
© -
o -~ 15
-~ 7]
-~ = 10
o [=
c D 5

0.0 16 31 6.3 125 250 | 500  100.0 0.0 16 3.1
Bafilomycin A1 (nM) Rapamycin (nM) Bafilomycin A1 (nM)
25nM Ba;ilomycin
| #2URR<ELISAFv k>
Code No. REA 2k
CY-7055 CycLex® Total p62 ELISA Kit 96 Assay
CY-7056 CycLex® Phospho-p62 Ser349 ELISA Kit 96 Assay
CY-7057 CycLex® Phospho-p62 Ser403 ELISA Kit 96 Assay

wREAZOES WAL
ELISAEBOEUS(CEL

—>EABBEIHEwebFNIBTFT VY |

ELISADRIBEAE WebX—YID[1007]
https://ruo.mbl.co.jp/bio/support/method/elisa.html

25.0 50.0 100.0
Rapamycin (nM)

+
25 nM Bafilomycin

fiitg (Hi5l)
¥98,000
¥98,000
¥98,000




') V(L p62 BES FHE

Anti-NRF2 mAb

CodeNo. 0—-Yy 7ZAVHIA47 8% flitg (FHBl)
M200-3MS  1F2 Mo lgG1x 20 ug/20 uL ¥9,600
M200-3 1F2 Mo IgG1x 100 ng/100 ub ¥48,000

[®ER] YIrYEF>hkkNRF2 (1-605 a.a)

[ZZME] Hu, Mo, Rat, Hm

[ K1 1 mg/mLin PBS/50% glycerol, pH 7.2

[f$R%E] WB: 1 png/mL
IP: 5 ng/300 ul of cell extract from 3x10° cells
IC: 0.5 ng/mL
IH: T ug/mL (/857 « Y417)

<SEXH >

1) Nguyen, T., et al., J. Biol. Chem. 284, 13291-13295 (2009)

B Western blotting
(kDa) 1 2 3 4 5

150
100
75

50

37

Human lung carcinoma

Lane 1: NRF2 transfectant (HEK293T)
Lane 2: HelLa

Lane 3: PC12

Lane 4: CHO

Lane 5: NIH/3T3

Brown: Anti-NRF2 mAb (Code No. M200-3)
Blue: Hematoxylin

Anti-NRF2 pAb

Code No. O0—> FAVIAT B filit& (H51)
PMO069MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PM069 Polyclonal Rab Ig (aff.) 100 uL ¥48,000

[®ZR] JIYEF>hENNRF2 (1-605 a.a)

[2ZZM ] Hu, Mo(w), Rat(w), Hm(w)

[ IR] PBS/50% glycerol, pH 7.2

[fEAA] WB: 1:1,000
IP: 5 ul/300 ul of cell extract from 3x10° cells
IC: 1:1,000
IH: 1:1,000

<SEXH >

1) Taguchi, K., et al., Genes Cell 16, 123-140 (2011)

2) Komatsu, M., et al., Nat. Cell Biol. 12, 213-223 (2010)

3) Nguyen, T, et al., J. Biol. Chem. 284, 13291-13295 (2009)

B Western blotting
kpay 1 2 3 4

150
<—NRF2
100
75
Lane 1: NRF2 transfectant (HEK293T)
Lane 2: HEK293T
Lane 3: HeLa
50 Lane 4: A549

Human cancer tissue

Upper: Lung carcinoma (different fields)
Lower: Colon carcinoma (different fields)

Anti-KEAP1 mAb

Code No. s0O—Y 7PAVYIALT aE filikg (#5Y)
M224-3 KP1 Mo IgG2ax 100 ug/100 pl ¥48,000
O WB THEEI B RIGEDSBWIRETT,

[®&ER] YVIYEF> ke KEAP]

[2#=M] Hu, Mo, Rat, Hm

[ 4R]1 1 mg/mL in PBS/50% glycerol, pH7.2

[fERR] WB: 1 ug/mL

B Western blotting
kDa i 2 3 4 5 6 7 8 9

250 —
150 7
100 —
751
- - T — —— | KEAP1
50 — .
37 Lane 1: HelLa Lane 6: NIH/3T3
Lane 2: HEK293T Lane 7: Rat1
_ Lane 3: A549 Lane 8: NRK
25 Lane 4: HepG2 Lane 9: CHO
20 — Lane 5: MEF

Anti-Ubiquitin mAb

CodeNo. 0—-Y F7AYHIAL4T7 aE
MK-11-3 1B3 Mo 1gG1 100 pg/100 uL
[RER] VYRMIRIEFFY
[2#M] Hu, Mo*, Bov*
[ K] 1 mg/mL in PBS/50% glycerol, pH7.2
[fEf%] WB: 5 pg/mL
IC* XEkERE 5 D
IH* SCEERE 5 D
Immuno-EM*: SCRk#R & & D
[ %] ©0—>2C5 (Code No. MK-12-3) &IFTE N—TMNRRD £,
< fEFSCHR >
1) Hara, T, et al., Nature 441, 885-889 (2006) [IH]
2) Yamanaka, A., et al., Mol. Biol. Cell 11, 2821-2831 (2000) [WB]

fiitg (%eRl)
¥56,000

B Western blotting

(kpa) 1.2 38
Lane 1: Raji cell
67 1 Lane 2: free ubiquitin
43 Lane 3: PPUb4*
30 A *PPUb4: partially purified
multi ubiquitin chains in
204 ubiquitin-protein conjugates
14 o

Anti-Ubiquitin mAb

CodeNo. s0—-ry 7AV9A47 a%
MK-12-3 2C5 Mo IgG1 100 pg/100 pL

[RER] YYRMRIEFFY
[3#M%] Hu, Mo, Rat, Bov
[ K1 1 mg/mLin PBS/50% glycerol, pH7.2
[fEAA] WB: 5 png/mL
IP* XEREREH D
IC*: X E 5 D
[f8 #] 20— 1B3 (Code No. MK-11-3) &IFIZERN—TNEKRDET,
< fEFSCHR >
1) Sutovsky, P, et al., Biol. Reprod. 63, 582-90 (2000) [WB, IC]
2) Hiyama, H., et al., J. Biol. Chem. 274, 28019-25 (1999) [IP]

fiitg (%250)
¥56,000

B Western blotting

1 2 3 4
20~
15+ W = =
-
Lane 1: Raji cell
10~ Lane 2: Hela cell
Lane 3: HL-60
Lane 4: ubiquitin purified protein

14
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Anti-Multi Ubiquitin mAb

CodeNo. v0O-Y 74AV947 a%
D058-3 FK2 Mo IgG1x 100 pg/100 L

O YIFLEFFUEE/AEXFUIERIELET,

[ER] HEBRORYIEFF YV F—LA
[RRZEM] Hu, Mo*, Mky*, Yeast*, Fruit fly*
[ K] 1 mg/mLin PBS/50% glycerol, pH7.2
[fR%E] WB: 1-5 ng/mL
IC* XEkREH D
IH* XEkE#REH D
ELISA* XH@t#R&EdH D
[ £] 73 /BEEK29, K48, K63 TEMET 2R AL FF by VU E,
T/ ACFF YNNI BERHUET,
Free ubiquitin ICI&RIGUL EE Ao
< fEFSCHR >
1) Sin, Y., et al., J. Biol. Chem. 291, 1387-1397 (2016) [WB]
2) Choi, U.Y., et al., Exp. Mol. Med. 47, e159 (2015) [IC]

fiitg (BiAl)
¥48,000

W Western blotting

Code No. Code No.
MK-11-3 D058-3

kba 1 2 3 4 5 6

67 - .
Lane 1: Raji cell
43 Lane 2: free ubiquitin
30 Lane 3: PPUb4*
-
20 - = *PPUb4: partially purified
14 - f=—— multi ubiquitin chains in
ubiquitin protein conjugates

O 70— FK2D7HA—A, BIE—XRHER.
IP TEIITHTY,

Code No. 1Z# fERE K filit& ( Hisl )
D058-8 Agarose P Gel: 200 uL ¥48,000
D058-11 Magnetic Beads IP 20 tests (Slurry: 1 mL) ¥48,000
Anti-Multi Ubiquitin mAb

Code No. 70—y 74AY9147 8% filitg (FiAl)
D071-3 FK1 Mo IgM 100 ng/100 pL ¥48,000

O VIFIEXFFURENTY

[RZER] HEEHORYIEFF YV F—LA

[RZEH] Hu, Mo*

[ ¥R] 1 mg/mLin PBS/50% glycerol, pH7.2

[f$RE] WB: 1-5 ng/mL

[ £] 73 /BEE K29, K48, K63 TERT ZRYIEFF by v/\vE
ERHLUET,
E/AEFF Y VIR EN® Free ubiquitin ICIFRIE U EE A

< fEEFASCRR >

1) Zhou, L., and Yang, H., PLoS One 6, e23936 (2011) [WB]

2) Ledda, F, et al., J. Neurosci. 28, 39-49 (2008) [WB]

B Western blotting

kDa 1 2 3
2124 )
1704
94+ Lane 1: Raji cell
Lane 2: free ubiquitin
53+ Lane 3: PPUb4*
304 = . "
*PPUb4: partially purified
204 multi ubiquitin chains in
144 ubiquitin protein conjugates

Atg itk > —X

Anti-Atg2A pAb

Code No. s[A—> FAVILT B filitg (F5l)
PD041MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PD041 Polyclonal Rab Ig (aff.) 100 pL ¥48,000
[®FR] UIdvEF Y hE K Atg2A (700-1,400 a.a)

]

1 Hu, Mo, Rat, Hm

[ 4R] PBS/50% glycerol, pH 7.2

1 WB: 1:1,000
IP: 5 ul/300 ul of cell extract from 3x10° cells
IC: 1:400

<SEXW >

1) Velikkakath, A. K., et al., Mol. Biol. Cell 23, 896-909 (2012)

B Western blotting

B Immunocytochemistry

(kDa) 1 2 3 4

250 - - <Atg2A

150 =

100

Lane 1: HEK293T

Lane 2: MEF
Lane 3: PC12
Lane 4: CHO Hela (BLERRAS)

Anti-Atg3 mAb

Code No. J0—Y 7AVY59147 @& filitg (F5Y)
M133-3MS 3E8 Mo 1gG2bx 20 pg/20 pL ¥9,600
M133-3 3E8 Mo 1gG2bx 100 pg/100 pL ¥48,000
[®RER] YarvEF>hER Atg3
[3ZM%] Hu, Mo, Rat, Hm
[ 4R] 1 mg/mL in PBS/50% glycerol, pH 7.2
[fERE] WB: 1 ug/mL
IP: 2.5 ng/300 L of cell extract from 3x10° cells
IC: 0.5 pg/mL
< fERACHR >
1) Metlagel, Z., et al., PNAS 110, 18844-18849 (2013) [WB]
B Western blotting
kpa) 12 38 4 5 6 7 8
50—
357‘--- = e w— aw= | |ane 1: HEK293T
Lane 2: HelLa
30— Lane 3: Jurkat
Lane 4: NIH/3T3
Lane 5: WR19L
Lane 6: Rat1
Lane 7: PC12
Lane 8: CHO
Anti-Atg4B mAb
Code No. 00—y 7AVIA(47 8% filit& (F5U)
M134-3MS 9H5 Mo 1gG1 20 ng/20 pL ¥9,600
M134-3 9H5 Mo 1gG1 100 pg/100 pl ¥48,000
[®ER] JVavEF>Ybhe b AtgdB (1-393 a.a)
[3ZM] Hu, Mo, Rat, Hm
[ ¥R] 1 mg/mLin PBS/50% glycerol, pH 7.2
[EAE] WB: 1 pg/mL
< FEFSCHER >
1) Maejima, Y., et al., Nat. Med. 19, 1478-88 (2013) [WB]
2) Kang, Y.A, et al., Mol. Cell. Biol. 32, 226-239 (2012) [WB]
B Western blotting
(kDa) 1 2 3 4 5 6 7
97 —
66 — Lane 1: HEK293T
Lane 2: HelLa
- Lane 3: Raji
- - e —
45 ] - e Lane 4: NIH/3T3
Lane 5: Rat1
Lane 6: PC12
Lane 7: CHO




Anti-Atg5 mAb

CodeNo. s0O-Y 7AVIAL7 S%
M153-3MS  4D3 Mo lgGix 20 ug/20 ul

fiitg (BiAl)
¥9,600

Anti-Atg8 (Filamentous fungi) pAb

M153-3

4D3 Mo IgG1k

100 pg/100 L

¥48,000

[RER]
[REE]
[ K]

Uavervhek Atgs (1-275 a.a)

Hu, Mo, Rat(-), Hm

1 mg/mL in PBS/50% glycerol, pH 7.2
[ERE] WB: 2-5 pg/mL

[ %] Atgb-Atgl2E&1E (55 kDa) ICRIGL &Y,

< A >

1) Liu, Y., et al., Sci. Rep. 6, 20453 (2016) [WB]

2) Katagiri, N., et al., Sci. Rep. 5, 8903 (2015) [WB]

B Western blotting

KDa) 1 2 3 4 5 6
105
75 —

50 —

TS s e < Atg5-Atg12 complex

Lane 1: MEFAes
Lane 2: MEF
Lane 3: NIH/3T3
- Lane 4: CHO
Lane 5: HelLa
Lane 6: HEK293T

30 —|
25 —|

15 —|

MEFASS/ R 2 R4t | RRAF K& F &4

Anti-Atg5 pAb
Code No. 70—Y
PMO50MS Polyclonal
PMO050 Polyclonal

[ RRR ]

FAVIAT B&
Rab Ig (aff.) 20 uL
Rab Ig (aff.) 100 pL

b~ Atgh O CHRIREE (BRATFR)

flitg (#50)
¥7,600
¥38,000

[ZZM] Hu, Mo, Rat, Hm(-)

[ K] PBS/50% glycerol, pH 7.2

[fEA%E] WB: 1:500

8 %] Atg5-Atgl2 Atk (55 kDa) ICRIGL £ 7.
< fEFASCHR >

1) Maejima, Y., et al., Nat. Med. 19, 1478-88 (2013) [WB]

2) Myeku, N., and Figueiredo-Pereira, M.E., J. Biol. Chem. 286, 22426-40
(2011) [WB]

B Western blotting

(kDa) 1 2 3 4 5 6 7

100 — —
75—
50 — T . — €— Atg5-Atg12 complex
37 Lane 1: MEFAS
Lane 2: MEF
Lane 3: NIH/3T3
Lane 4: HelLa
Lane 5: HEK293T
MEFAtg5-/-4 TR Lane 6: NRK
0 = 5 Lane 7: PC12

RRKF KE 7 K4

Anti-Atg7 (Human) pAb

Code No. 70— FAVIALT SR ffit& (Fi5U)
PM090 Polyclonal Rab Ig (aff.) 100 uL ¥48,000
[EFR] YaAvEFY b A1 XVWEERE MGG_01062 (Atg8) (1-116 a.a)
[3X#ZM ] Filamentous fungi

[ K1 PBS/50% glycerol, pH7.2

[fEMAE] WB: 1:1,000

B Western blotting
(kDa) 1 2 3

75 Lane 1: WT (NSRku70-1-1A)
Lane 2: Disrupted Atg8
50— Lane 3: Disrupted Atg4
37 — . —
YTV TR | RRAR B EE ik
25
20 —
o <« pro-Atg8
15 —J I - Atg8
+= Atg8-PE

Anti-Atg9A pAb

Code No. #0O-— FAVIALT BEK filitg (Fi51)
PD042MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PDO042 Polyclonal Rab Ig (aff.) 100 uL ¥48,000
[%ZR] YIYEFYRhTTXAtg9A (506-839 a.a)
[Z#Z¥] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fEAE] WB: 1:500

IP: 2.5 ulL./300 pL of cell extract from 3x10° cells

IC: 1:400

IH* >R 5 D
<SEXM >

1) Itakura, E., et al., J. Cell Sci. 125, 1488-1499 (2012)
B Immunoprecipitation
(kDa) 1 2

150

100 ..}AIQQA Sample: HEK293T
75 Lane 1: Isotype control (Code No. PM035)
Lane 2: Anti-Atg9A pAb (Code No. PD042)

Immunoblotted with Anti-Atg9A pAb (Code No. PD042)
50— =< IgG

B Immunocytochemistry

A549
Green: Anti-Atg9A pAb
(Code No. PD042)

Anti-Atg10 (Human) mAb

Code No. Q00— FAVIALT ax fiitg (Bial)
PMO039MS Polyclonal Rab Ig (aff.) 20 uL ¥7,600
PM039 Polyclonal Rab Ig (aff.) 100 uL ¥38,000
[®RER] £ Atg7 CRIgEE (BT FR)

[REE]
REN|
[ ]

Hu, Mo(-), Rat(-), Hm(-)
PBS/50% glycerol, pH 7.2
WB: 1:1,000-1:2,000

IP: 5 ul/300 uL of cell extract from 3x10° cells
< AR >
1) Maejima, Y., et al., Nat. Med. 19, 1478-88 (2013) [WB]
2) Fujita, K., et al., PNAS 108, 1427-1432 (2011) [WB]

B Western blotting

Code No. 20— TAVILT g g (His)
M151-3MS  5A7 MolgGlx 20 nug/20 ul ¥9,600
M151-3 5A7 MolgGlx 100 ug/100 ul ¥48,000
[®EE] YavEF>r bbb Atgl0 (1-220 a.a.)
[ZZ=H] Hu
[ 48] 1 mg/mL in PBS/50% glycerol, pH 7.2
[EA%E] WB: 2 ug/mlL
IH* stk 3 0
< {EFASCER >

1) Jo, YK, et al., PLoS One 7, €52705 (2012) [IH]
2) Jiang, H., et al., J. Virol. 85, 4720-9 (2011) [WB]

B Western blotting

(kDa)

1 2 3 4 5

75 —

50 —

D R
Lane 1: HEK293T
Lane 2: HeLa
Lane 3: Raji

Lane 4: HL-60
Lane 5: Jurkat

(kDa)

1 2 3 4

50 —

35—

30 —
25 —

Lane 1: Hela

Lane 2: HEK293T

Lane 3: A431

Lane 4: Myc-tagged Atg10

- <— Myc-tagged Atg10
W o ~ | < Atgl0

16
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Y—nayYbly
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Anti-Atg12 (Human) mAb

Code No. 0O—Y 7AV9147 &K filit& (F51)
M154-3MS  6E5 Mo lgGix 20 ug/20 ul ¥9,600
M154-3 6E5 Mo IgGix 100 ug/100 pL ¥48,000
[®ZER] kb Atgl2 @ internal region (BE~RXTF R)
[XZEM] Hu, Mo(-), Rat(-), Hm(-)
[ &1 1 mg/mLin PBS/50% glycerol, pH 7.2
[f$RE] WB: 1 png/mL
IP: 5 ug/250 uL of cell extract from 1x10 cells
IC: 10 pg/mL
[ %] bk Atg5-Atgl2 a1k (55 kDa) ICRIGL £9. Atgl2 ldAkh
Atgh EEATREFR L THEEL TWATzs, Atgl2 B/ Y —IiFE
AEREBENEE Ao
<SEXH >

1) Mizushima, N., et al, J. Cell Sci. 116, 1679-1688 (2003)
2) Mizushima, N., et al., FEBS Lett. 532, 450-454 (2002)

B Immunoprecipitation

1 2 83 4 5
(kDa)

Mouse IgG
75—
50— <«— Atg5-Atg12 complex
K2-XIWHT KLY /—ILFED
35 BTNy 7 7 —%ER.
30— Lane 1: Hela + mouse IgG1

Lane 2: HeLa + Anti-Atg12 (Code No. M154-3)
Lane 3: HEK293T + mouse IgG1

Lane 4: HEK293T + Anti-Atg12 (Code No. M154-3)
Lane 5: HeLa (WB positive control)

Immunoblotted with Anti-Atg12 mAb (Code No. M154-3)

Anti-Atg13 mAb

CodeNo. s0-—Y 7AVIA4T @R flitg (F5l)
M183-3MS 5G4 Mo IgG2ax 20 pg/20 b ¥9,600
M183-3 5G4 Mo IgG2ax 100 ng/100 pL ¥48,000
[ZR] VIYEFYREb Atgl3

[2#Z] Hu, Mo, Rat, Hm
[# K] 1 mg/mL in PBS/50% glycerol, pH 7.2
[fERAE] WB: 1 ug/mL

IP: 2 ng/300 plL cell extract from 3x10° cells
<EEXMH >

1) Ganley, I. G., et al, J. Biol. Chem. 284, 12297-12305 (2009)
2) Hosokawa, N., et al., Mol. Biol. Cell 20, 1981-1991 (2009)

B Western blotting
(kDa) 1 2 3 4 5 6

100 —

75—
] S S S @R (— Atg13  Lane 1: Hela
Lane 2: HEK293T
Lane 3: NIH/3T3

Lane 4: MEF
50 —| Lane 5: Rat1
Lane 6: CHO
Anti-Atg14 (Human) mAb
Code No. 0-Y 7AY9147 8% flitg (F5l)
M184-3MS 4H8 Mo IgG2ax 20 pg/20 uL ¥9,600
M184-3 4H8 Mo IgG2ax 100 ng/100 pb ¥48,000
[®RER] YarEF> bbb Atgl4 (167-404 aa)
[RZEM] Hu, Mo(-), Rat(-)
[# 4R] 1 mg/mL in PBS/50% glycerol, pH 7.2
[EFE] WB: 1 png/mL
IP: 2 ug/300 uL cell extract from 3x10° cells
<SEXH >

1) Zhong, Y., et al., Nat. Cell Biol. 11, 468-476 (2009)
2) Matsunaga, K., et al., Nat. Cell Biol. 11, 385-396 (2009)

M Western blotting
(kba) 1 2 3 4 5

100 —
757 e e e < Atg 14
50 —
Lane 1: Atg14 transfectant (HEK293T)
37 — Lane 2: HeLa
Lane 3: HEK293T
25| Lane 4: A549
Lane 5: Jurkat

Anti-Atg14 pAb

Code No. s0O-—Y FPAIVILT BER filikg (FRY)
PD026MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PD026 Polyclonal Rab Ig (aff.) 100 pL ¥48,000
[®FR] YIdvEFYhEN Atgl4 (167-404 a.a.)

[3#M ] Hu, Mo, Rat, Hm(-)

[ 3R] PBS/50% glycerol, pH 7.2

[fER%A] WB: 1:500

IP: 5 ul/300 L of cell extract from 3 x10° cells
IC* XEkREH D

< fEFSCHR >

1) Nemazanyy, ., et al., Nat. Commun. 6, 8283 (2015) [IP]

2) Bejarano, E., et al., Nat. Cell Biol. 16, 401-14 (2014) [WB, IC]

B Immunoprecipitation

(kpa) 12

75
< Atgl4

50 < |gG heavy chain
Sample: HeLa

Lane 1: Isotype control (Code No. PM035)
Lane 2: Anti-Atg14 pAb (Code No. PD026)
Immunoblotted with Anti-Atg14 pAb (Code No. PD026)

37

Anti-Atg16L mAb

Code No. o0—y FPAVILT K flitg (HiHY)
M150-3MS  1F12 MolgGlx 20 ug/20 ul ¥9,600
M150-3 1F12 MolgGlx 100 ng/100 ul ¥48,000
[RZER] YavEFr ek ATGI6L] TV2 (85-588 a.a.)

[x&#=M ] Hu, Mo, Rat

[ 4R] 1 mg/mLin PBS/50% glycerol, pH 7.2

[ERE] WB: 1 pug/mL

IH* XRS5 D
FCM*: XXEt#R&E &5 D
< fEFXCH >
1) Boada-Romero, E., et a/., Nat. Commun. 7, 11821 (2016) [WB]
2) Morozova, K., et al., Nat. Commun. 6, 5856 (2015) [FCM, IF]
3) Adolph, T.E., et al., Nature 503, 272-6 (2013) [IH]

W Western blotting
(kDa) 1 2 3 4 5 6 7

97 + Atg16L
Lane 1: HeLa
o6 DD S =W ] | > HEkeosT
—— Lane 3: Jurkat
45 — Lane 4: Raji
Lane 5: NIH/3T3
Lane 6: WR19L
30 Lane 7: Rat1
Anti-Atg16L pAb
Code No. 70— FAVIAT R filitg (FEY)
PM040MS Polyclonal Rab Ig (aff.) 20 uL ¥7,600
PMO040 Polyclonal Rab Ig (aff.) 100 uL ¥38,000
[®&ER] JVavEF>YhEe N ATGI6LT TV2 (85-588 a.a.)
[3#Z=M] Hu, Mo, Rat, Hm
[# 4R] PBS/50% glycerol, pH 7.2
[fERA] WB: 1:1,000
IP: 2.5 ul./300 L of cell extract from 3x10° cells
IC: 1:200-1:500
Image-based FCM*: XXEk#R & & D
< EAXHER >

1) Erbil, S., et al., J. Biol. Chem. 291, 16753-16765 (2016) [WB]
2) Murthy, A., et al., Nature 506, 456-62 (2014) [IP, Image-based FCM]

B Immunoprecipitation

(kDa) 1 2
75 — <—Atg16Lp Sample: HelLa
<_Atg16ch Lane 1: Isotype control
Lane 2: Anti-Atg16L pAb
(Code No. PM040)
50 <—1gG heavy chain  Immunoblotted with Anti-Atg16L

pAb (Code No. PM040)



A=k 77 V—-BEDFHE

Anti-GABARAP mAb

Code No. 70—y 74AV947 8% filitg (FiAl)
M135-3MS 1F4 Mo IgG1 20 pg/20 b ¥9,600
M135-3 1F4 Mo IgG1 100 ng/100 pb ¥48,000
[RZE] £k GABARAP NAKIHHEE (SHATF R)
[Z&Z¥% ] Hu, Mo, Rat, Hm, Chi*
[# K] 1 mg/mLin PBS/50% glycerol, pH 7.2
[fEA%E] WB: 1 ug/mL
IC* XEkiREH D
IH* XEka#REH D
< {EFASCHR >

1) Zhang, Z., et al., J. Immunol. 190, 3517-24 (2013) [WB]
2) Colecchia, D., et al., Autophagy 8, 1724-40 (2012) [IC]

B Western blotting

O 1 2 3 4 5 6 U L 1: HEK293T
ane 1:
gg : Lane 2: HelLa
Lane 3: Raji
Lane 4: NIH/3T3
- - Lane 5: Rat1
15 — 5 & : e <= GABARAP-I Lane 6: PC12
- == | <= GABARAP-Il Lane 7: CHO
10 —|
Anti-GABARAP pAb
Code No. 70O—Y FAVILT BEK filitg (F5l)
PM037MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PMO037 Polyclonal Rab Ig (aff.) 100 pL ¥48,000
[%ZF] GABARAP NEKIHHEE (BT FR)
[2X#] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fER%] WB: 1:1,000
IC: 1:100
[ %] GATE-16, LC3 &IFRIEUEE Ao
< R >
1) Polletta, L., et al., Autophagy 11, 2563-70 (2015) [WB]
2) Marifio, G,, et al., J. Clin. Invest. 120, 2331-44 (2010) [WB]
B Western blotting
(kDa) 1 2 3
50 —
37 —
25 —
20 —
. Lane 1: LC3 transfectant
Lane 2: GABARAP transfectant
15 Lane 3: GATE-16 transfectant
Anti-GATE-16 pAb
Code No. sA—> TAVIALT R filit& (51)
PMO038MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PM038 Polyclonal Rab Ig (aff.) 100 pL ¥48,000
[%&R] GATE-16 NEKiHEE (BERTFR)
[ZZME] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fERA] WB: 1:1,000
IH* SCERERE 3 D
[l #&] LC3. GABARAP &IERIGUL FH Ao
< {EFACHER >

1) Niso-Santano, M., et a/., EMBO J. 34, 1025-1041 (2015) [WB]
2) Taniji, K., et al., Neurobiol. Dis. 43, 690-7 (2011) [WB, IH]

B Western blotting

(kDa) 2 38
50 —
37 —
25—
20 —
- Lane 1: LC3 transfectant
Lane 2: GABARAP transfectant
15— Lane 3: GATE-16 transfectant

Anti-UVRAG mAb

Code No. s0O—Y 7AVIA(47 8% filig (F5U)
M160-3MS 1H4 Mo 1gG1x 20 ng/20 pL ¥9,600
M160-3 1H4 Mo 1gG 1k 100 pg/100 pL ¥48,000
[#®ZER] JIavEF> hE N UVRAG (389-699 a.a)
[3#Z=M] Hu, Mo, Rat, Hm
[ ¥R] 1 mg/mLin PBS/50% glycerol, pH 7.2
[EM%] WB: 1 ug/mL
IP* XRS5 D
IC*: XEERE 5 D
< fEFXCHR >
1) Nemazanyy, I, et al., Nat. Commun. 6, 8283 (2015) [IP]
2) Niso-Santano, M., et al., EMBO J. 34, 1025-1041 (2015) [WB]
B Western blotting
(kDa) 1 2 3 4 5 6
100 —
75 | e 0 s @
Lane 1: HelLa
Lane 2: Jurkat
Lane 3: NIH/3T3
50— Lane 4: WR19L
Lane 5: Rat1
37 —| Lane 6: CHO
Anti-Beclin 1 pAb
Code No. s@O—> TAVILT B filitg (FEY)
PD017MS Polyclonal Rab Ig (aff.) 20 uL ¥7,600
PDO17 Polyclonal Rab Ig (aff.) 100 pL ¥38,000
[®&ER] JVaAvEF>Y N Beclin 1 (1-450 a.a)
[3#M] Hu, Mo, Rat, Hm
[ 4R] PBS/50% glycerol, pH 7.2
[fER%] WB: 1:1,000
IP: 2.5 ul./200 ul of cell extract from 5x10° cells
IC: 1:100
IH* XXE#®EH D
< {E SRR >

1) Munson, M.J,, et al., EMBO J. 34, 2272-2290 (2015) [WB]
2) Hamasaki, M., et al., Nature 495, 389-93 (2013) [WB]

W Western blotting
(kDa) 1 2 3 4 5 6 7

Lane 1: HEK293T
75

Lane 2: HelLa
50 © s | Lane 4: NIH/3T3
o — Lane 5: WR19L
Lane 6: PC12
35 Lane 7: CHO
Anti-Rubicon (Human) pAb
Code No. 0—> FAVIALT SR filit& (#E1)
PD027MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
PD027 Polyclonal Rab Ig (aff.) 100 uL ¥48,000
[®&R] UIdvEF> ke N Rubicon (722-972 a.a.)
[ZZEM] Hu, Mo(-)
[ 4R] PBS/50% glycerol, pH 7.2
[fEFA] WB: 1:1,000
IP: 5 uL/300 plL of cell extract from 3x10° cells
< fEFSCHR >

1) Bejarano, E., et al., Nat. Cell Biol. 16, 401-14 (2014) [WB]
2) Maejima, Y., et al., Nat. Med. 19, 1478-88 (2013) [WB]

B Western blotting
(kpa) 1 2 3 4

150*

g <— Rubicon
—- <€ Nonspecific band

100 —
Lane 1: Rubicon transfectant (HEK293T)
75 — Lane 2: HEK293T
Lane 3: A549
Lane 4: Hela

18
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Anti-Rubicon (Human) mAb Anti-Syntaxin-17 (Human) pAb

Code No. 70—y 7AVIA4T 3K flis (Hisl) Code No. sO0-—Y FPAIVILT R flitg (FAY)
M170-3MS 1H6 Mo IgG2ak 20 ng/20 pL ¥9,600 PM076MS Polyclonal Rab Ig (aff.) 20 uL ¥9,600
M170-3 1H6 Mo IgG2ax 100 ug/100 ul ¥48,000 PM076 Polyclonal  Rab g (aff) 100 uL ¥48,000
[®&ER] YOarEF> bk b Rubicon (722-972 a.a) [®ZER] JIavEF>bhE b Syntaxin-17 (1-302 a.a.)

[ZZEM] Hu, Mo(-) [RXZEM] Hu, Mo(-), Rat(-)

[ 4R] 1 mg/mL in PBS/50% glycerol, pH 7.2 [ IR] PBS/50% glycerol, pH 7.2

[fERE] WB: 1 pg/mL [EFRA] WB: 1:1,000

<BEXM > IP: 2.5 pg/sample

1) Matsunaga, K., et al., Nat. Cell Biol. 11, 385-396 (2009) IC: 1:2,000

2) Zhong, Y., et al., Nat. Cell Biol. 11, 468-476 (2009) <SE X >

1) Itakura, E., et al, Cell 151, 1256-1269 (2012)
B Western blotting

(kDa) 1 2 3 B Immunocytochemistry

”- <€—Rubicon

Lane 1: Rubicon transfectant

150

100

75 ,1 Lane 2: HelLa
Lane 3: A549
Anti-VMP1 pAb
Code No. O—Y FAVIALT BER filitg (F51)
PM072MS Polyclonal Rab Ig (aff.) 20 uL ¥7,600
PMO072 Polyclonal Rab Ig (aff.) 100 uL ¥38,000 A549
FER] VAYEFVHRERVMPI(131-217 aa) Green: Anti-Syntaxin-17 (Human) pAb (Code No. PMO76)

% 4R] PBS/50% glycerol, pH 7.2
fERE] WB: 1:500
IP: 5 ul/2x10° cells/sample

[
[RZEM] Hu, Mo, Rat, Hm Blue: DAPI
[
[

<SEXMH > . .
1) Itakura, E., et al., Autophagy. 6, 764-76 (2010) Anti-Syntaxin-17 (Human) mAb
2) Itakura, E., et al., J. Cell Biol. 192, 17-27 (2011) CodeNo. 00—y 7A4Y9147 @K fiitg (HiRl)
. M212-3MS 2F8 Mo IgG2ax 20 ng/20 uL ¥9,600
W Western blotting M212-3 2F8 Mo IgG2ax 100 pg/100 pl ¥48,000
(kba) 1 2 3 4 5 6 7 8 . )
188: Lane 1: VMP1 transfectant (HEK293T) [%&E] JA¥EF R ER Syntaxin-17
e ' Lane 2: HEK293T [3XEE] Hu, Mo(), Rat(), Hm()
Lane 3: A431 [ 4R] PBS/50% glycerol, pH7.2
501 Lane 4: NIH/3T3 [fERA] WB: 1 pg/mL
a7 e W | Lane 5: MEF IP: 2 ng/sample
Lane 6: NRK IC* XEERES 35 D
Lane 7: PC12 s '
25 Lane 8: CHO <z >
20— 1) Hamasaki, M., et al., Nature 495, 389-93 (2013)
2) Itakura, E., et al., Cell 151, 1256-69 (2012)
W Western blotting B Immunoprecipitation
(kpa) 1 2 3 (kpa) 1 2
75=
50 <— |gG Heavy chain
50—
37
37+ <— Syntaxin-17
T —
25 < IgG Light chain
25—
Lane 1: Jurkat Sample : HelLa
Lane 2: A549 Lane 1: Mouse IgG2a (Code No. M076-3)
Lane 3: HeLa Lane 2: Anti-Syntaxin-17 (Human) mAb

(Code No. M212-3)
Immunoblotted with Anti-Syntaxin-17 mAb
(Code No. M212-3)



BrHLAEEY

| Autophagy Ab Sampler Set

ARD MBL A#— 7 7 I —E&EHilk %z

Anti-LC3
vy bMcUTCRRH x 3EH
0 A—FI7 7 I—HREBDSNBS
O MBL #—h77 =R ERLTHIEWNS Anti-Beclin 1

O YEEDHFEZLEI HATWAIKETIHTY

LC3 positive
control

Anti-Atg5

Code No. ®& 2 it (Hihl)
Autophagy Ab Antibodies: 25 ulL each,
4 ¥80,
8485 Sampler Set  Positive control: 10 tests 80,000
B
Code No. #m# yA—-ry  FAVIAL4T  EREE 2
PMO036Y Anti-LC3 pAb Polyclonal  Rabbit IgG WB, IP, FCM, IC, IH 25 uL
M186-3Y Anti-LC3 mAb 8E10 Mouse IgG2ax ~ WB 25 uL
) WB, IP, FCM, IC, IH*,

M152-3Y Anti-LC3 mAb 4E12 Mouse IgG1k Immuno-EM, Image-based-FCM* 25 ul
PDO17Y Anti-Beclin 1 pAb Polyclonal  Rabbit Ig (aff.) WB, IP, IC 25 uL
PMO040Y Anti-Atg16L pAb Polyclonal  Rabbit Ig (aff.)  WB, IR, IC 25 ul
PMO045Y Anti-p62 (SQSTM1) pAb Polyclonal  Rabbit Ig (aff.)  WB, IR, IC, IH 25 uL
PMO50Y Anti-Atg5 pAb Polyclonal  Rabbit Ig (aff.) WB 25 uL
PMO036-PNY  Positive control for anti-LC3 antibody WB 100 uL
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Q1 HEFERESTNIERVWOTIH?
NRK #if2 T, #E#iz Hank's Balanced Salt Solution (#EME) ICRHL T2 ~ 4 KEEE T 5 E THHREBEZFEL TWEI,
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Q2 vxR9r7AvT4a4rY (WB) TLC3 ZRHTBRDTIVEEIFIENS SVHEHTIH ?
15% Z&3THLET, 10% TIE LC3H & LC3I O/8 K& D, BEDEHEICZD HT,

Q3 vxR¥v70vT7T14>%Y (WB) TLC3D/N\YRhEETEXEA.
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@ WB @ Positive control & LT, & k LC3B i&#flFIRME DA R (Code No. PMO36-PN) ZEXDKk>THED £7,
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UTo@mX eSSBS0, LC3 D WB T—5 OMIRICEIL TRHlRBHRIHD £,
Mizushima, N. and Yoshimori, T., How to interpret LC3 immunoblotting. Autophagy 3 (6), 542-545 (2007) PMID:17611390
Klionsky, DJ., et al., Guidelines for the use and interpretation of assays for monitoring autophagy in higher eukaryotes,
Autophagy 4(2), 151-175 (2008) PMID: 18188003
Klionsky, DJ., et al., Guidelines for the use and interpretation of assays for monitoring autophagy, Autophagy 8(4), 445-544
(2012) PMID: 22966490
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8% CodeNo. ME:#
P4 8486 Autophagy Watch
P20 8485 Autophagy Ab Sampler Set
7573
B%  CodeNo. mES =R FAVILT R
P15 PD041 Anti-Atg2A pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC
P15 M133-3 Anti-Atg3 mAb 3E8 Mouse IgG2bk WB, IR, IC
P15 M134-3 Anti-Atg4B mAb 9H5 Mouse IgG1 wWB
P16 M153-3 Anti-Atgs mAb 4D3 Mouse IgG1x WB
P16 PM050 Anti-Atg5 pAb Polyclonal Rabbit Ig (aff.) WB
P16 PM039 Anti-Atg7 (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IP
P16 PM090 Anti-Atg8 (Filamentous fungi) pAb Polyclonal Rabbit Ig (aff.) WB
P16 PD042 Anti-Atg9A pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC, IH*
P16 M151-3 Anti-Atg10 (Human) mAb 5A7 Mouse IgG1k WB, IH*
P17 M154-3 Anti-Atg12 (Human) mAb 6E5 Mouse IgG1k WB, IR, IC
P17 M183-3 Anti-Atg13 mAb 5G4 Mouse IgG2ax WB, IP
P17 M184-3 Anti-Atg14 (Human) mAb 4H8 Mouse IgG2ax WB, IP
P17 PD026 Anti-Atg14 pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC*
P17 M150-3 Anti-Atg16L mAb 1F12 Mouse IgG1x WB, IH*, FCM*
P17 PM040 Anti-Atg16L pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, Other*
P18 PDO17 Anti-Beclin 1 pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC, IH*
P18 M135-3 Anti-GABARAP mAb 1F4 Mouse IgG1 WB, IC*, IH*
P18 PM037 Anti-GABARAP pAb Polyclonal Rabbit Ig (aff.) WB, IC
P18 PM038 Anti-GATE-16 pAb Polyclonal Rabbit Ig (aff.) WB, IH*
P14 M224-3 Anti-KEAP1 mAb KP1 Mouse IgG2ax WB
P8 Mi52:3 Anti-LC3 mAb 4E12 Mouse IgG1 ‘gzelp IC, IH", FCM, Other",
P7 M186-3 Anti-LC3 mAb 8E10 Mouse IgG2ax WB, IP*
P8 M186-7 Anti-LC3 mAb-HRP-DirecT 8E10 Mouse IgG2ak WB
P7 PMO036 Anti-LC3 pAb Polyclonal Rabbit IgG WB, IP, IC, IH, FCM, Other*
P8 PDO14 Anti-LC3 pAb Polyclonal Rabbit IgG WB, IC*, IH*
P15 D071-3 Anti-Multi Ubiquitin mAb FK1 Mouse IgM WB
P15 D058-3 Anti-Multi Ubiquitin mAb FK2 Mouse IgG1k WB, IC*, ELISA*, IH*
P15 D058-8 Anti-Multi Ubiquitin mAb-Agarose FK2 Mouse IgG1x P
P15 D058-11 Anti-Multi Ubiquitin mAb-Magnetic Beads FK2 Mouse IgG1x IP
P14 M200-3 Anti-NRF2 mAb 1F2 Mouse IgG1k WB, IR, IC, IH
P14 PMO069 Anti-NRF2 pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, IH
P9 Mi623 Anti-p62 (SQSTM1) (Human) mAb 5F2 Mouse IgG1x WB, IP, IC, IH, FCM
P10 M162-A48 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 488  5F2 Mouse IgG1x IC, FCM
P10 M162-A59 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 594 ~ 5F2 Mouse IgG1x IC
P10 M162-A64 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 647  5F2 Mouse IgG1x IC, FCM
P10 PM045 Anti-p62 (SQSTM1) pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC, IH, Other*
P10 PM066 Anti-p62 C-terminal pAb Polyclonal Guinea pig Ig (aff.) WB, IR, IC, IH
P6 M230-3 Anti-Parkin mAb Par6 Mouse IgG2ax WB
P.12 M217-3 Anti-Phospho-p62 (SQSTM1) (Ser351) mAb 5D5 Mouse IgG1x WB, IC, IH
P12 PM074 Anti-Phospho-p62 (SQSTM1) (Ser351) pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, IH
P12 D344-3 Anti-Phospho-p62 (SQSTM1) (Ser403) mAb 4C8 Rat IgG2ax WB, IH
P11 D3433 Anti-Phospho-p62 (SQSTM1) (Ser403) mAb 4F6 Rat IgG2ax WB, IH
P19 M170-3 Anti-Rubicon (Human) mAb 1H6 Mouse IgG2ax WB, IH
P18 PD027 Anti-Rubicon (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IP, IH
P19 M212-3 Anti-Syntaxin-17 (Human) mAb 2F8 Mouse IgG2ak WB, IP, IC*
P19 PMO076 Anti-Syntaxin-17 (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC
P14 MK-12-3 Anti-Ubiquitin mAb 2C5 Mouse IgG1 WB, IP*, IC*
P14 MK-11-3 Anti-Ubiquitin mAb 1B3 Mouse IgG1 WB, IC*, IH*, Other*
P18 M160-3 Anti-UVRAG mAb 1H4 Mouse IgG1x WB, IP*, IC*
P19 PM072 Anti-VMP1 pAb Polyclonal Rabbit Ig (aff.) WB, IP
P8 PM036-PN Positive control for anti-LC3 antibody WB
ELISA ¥
,;\E_if Code No. ®@m%
P13 CY-7055 CycLex® Total p62 ELISA Kit
P13 CY-7056 CycLex® Phospho-p62 Ser349 ELISA Kit
P13 CY-7057 CycLex® Phospho-p62 Ser403 ELISA Kit
~yy—

,’\E_ig Code No. H@#&
P6 AM-V0259M pMitophagy Keima-Red mPark2 (Kan)
P6 AM-V0259HM  pMitophagy Keima-Red mPark2 (Hyg)
P6 AM-V0251M CoralHue™ Mitochondria-targeted mKeima-Red (pMT-mKeima-Red)
P6 AM-V0251HM  CoralHue™ Mitochondria-targeted monomeric Keima-Red (Hyg)

I@% (Code No. DFREHA MS) HZNET, FHUBEHRBHBRN—IZBEILEZW,
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1 kit

Antibodies: 25 pL each, Positive control: 10 tests
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20 tests (Slurry: 1 mL)
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