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(aff.): affinity purified

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

fERIE : WB: Western blotting, IP: Immunoprecipitation, FCM: Flow cytometry, IC: Immunocytochemistry,
IF: Immunofluorescence, IH: Immunohistochemistry, Immuno-EM: Immuno-electron microscopy
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BEORETTHTOT Y —LRELAT, MBIEEDORBICEHNTNSIENM DN >TVED,

TATTYV=LNIEFFALS NI VIV BERNELUCERNICABE T 2DICH L. A—~T 7Y —TIERATIRDAALZEB LSS
BT B INILIDBREFEINTVWET, feo SFIAVRUTZPRIIAFDY —LBEOHRNGEEZA NI 7 I —ICL>TERKIC
NFTHREDNFELE S, ZODBEBIERU TIBROA— NI 7Y —) EEEN. SRV RU 7 2B RNICH BRI 2EBZ /I NI 7
V=i RIAFDY—LDERNDERE TRFYT7I—) EFORY, MICHESXSTBA—NT 7 I—EBOMEIEDSNTVET,

HERNEHVTNSA—RT7I—TIH EiF 40 FLULEHFNICT TICEFEMRICEIDERINTOELI, LHLAEDS, ZDBIEIC
BRI BARFNROKRATE ofcleth, A—RT7 I —DEREBRITIZ DB EATEAT U,

EREYSPMER R - ERIEAS) OKBRELLESIE, A—T77TV—LOREWESECH L TERVWERKE/EREL, A—T 7
Y —BEEETEE (Autophagy related : APG/ATG) @7 O—=>7ICHKIILE LTz (Tsukada and Ohsumi, 1993), IRETIE, HIZFER
IL&H113 ATC EEFid 41 BEMSN (2016 ). InSOEEMIABPEYICEVWTERESNTWEY (BBROF7 S /BENDERIE G
BEOWESTID, IIEEENMUTNET),

NS APG/ATG ELFRDFERZREIC, &7 V/IVBOEERTABANIICITON, A—K7 7Y —DRBEREDFHENRLESHES
MTSNTVET,
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FE i, TUEBERBECEEELTVWRZENHESNCEDDDHEDET, INSOEMBRREEHEIZLETH, A—KT77I—0D
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Autophagy Watch
| for Autophagy Flux Assay and LC3 Immunostaining

| "Autophagy Flux Assay, Z#FBICERTEET s HLC3 itk x 2 i

» Loading ¥ kO—ILiiifk

Autophagy Watch |&. i LC3 FitkEA— NI 7Y —REEEEH O Y R

NRTYd, VIXY>T7OvTa4>T (WB) Z{752&TA—NTI7I—55 » A— TP U—EREER x 2 B
BDHEHEZF D Autophagy Flux Assay B TEET, > HERIERRINY 77—
| 5%

O WB A#iifld HRP ZE#FIZEHULRET. 2 RRFZHELLEWVWESH. 7Yy EAIBHOER. 2 RNFHRDOIEFERGH
BLIRBEVWSERADHBDET,

O A—=h77Y—RBOMBEEARICIE. YV —LHEEARTHS Chloroquine & Bafilomycin Al ARSI TWET, EithT
1,000 {EHRET BT THEZET,

O flEeRREIFYMIEFhTVWET, BRIEE 2 RIVFICLZMHEBEEICED. HEROA— 77TV —LZARIELT
BRIDIEDTEED,

| Autophagy Flux Assay &1& ?

LC3-Il (ZFRBEIE A — 7 7OV —LBICBEULTWE T BILICTIRY Y TOY T4 Y7 H T2 LC3-Il D/ ROEINDHTA—RT 7
I—BEOBREERETHIEBFBTEEBA. VYV —LBAEFOMIRET T TILE BT %2 &1d Autophagy Flux Assay &IFIETL,
INIEEDA—NT 7 —DFE M TEDLDICRDET,

WB I£&1F% LC3 /Ny K DEEIR
> Bafilomycin A1
R VE ATPP—ERENEEA —— TP e
YYy—i ) tr ) ) e
L.Atgs-Atglzt;E - : L3 [ | 1 T FREFDFRMICE D
o o7 ~ N, 7\ SN LC3ll | — | | = | |mmm | —> LC3lInMEMTE —> Yes
o4 { { i
¢ » L@ *_K:O R ¢ (& ¢ \" treatment — ] mEmommicss N
( mnm = . = ° ox) MBIE, FAmES | — | BESRSAmL O
eLC3 A—b77IV—A A—RUYY—L
FREBRHOWAS  A—hTFIV—LEE | UYY—LERE | HENONR
) ( &%k ) Mizushima, N. and Yoshimori, T. How to Interpret LC3 Immunoblotting.
> Chioroquine Autophagy 3, 542-545 (2007) (PMID:17611390)
YUY LEA— R TP I~ ORATEES
| Autophagy Watch Z#RWieA— k77 I—igHifil : WB
N
- ra PUERMIBICED, REREICHAT
& R @69 LC3-Il oA E5nEd (Lane 1, 2),
N S . N
& & &g & BURALER DA, HEHprc )Yy —
X x>
6\30 &@% Q?’%% &6% @(3‘” Qo§\® L&D & BEZE# T 2 Chloroquine,
N\ X K
(kDa) ; 5 3 4 5 6 Bafilomycin A1 #izx%&, LC3-II A&
20— SICEMUET (Lane 3, 4), IHIFEE
Bllck DA =T 7Y —LDDREINT
s W, - o . L EBLTVBTEERLTVET, Th50
o —— -_—, BRZLERI D EICED, PR A —
LesI NP ABEEENTVBI L ERRT S
Detection: Anti-LC3 mAb-HRP-DirecT ENTEFT,

75  —

P ——ERGENENS GE» e | oTubuin

37

Detection: Anti-a-Tubulin pAb-HRP-DirecT
Cell: MEF *MEF Atg5™ i C1Rft | RRKRF KB 7 K&



| Autophagy Watch ZBWeA— 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

FEZ D HBSS (Hank's Balanced Salt Solution) THE&ET2&A—NT7 7OV —LNRY MRICER TS, EEFZRINT S TA—N
77V —LDMEILTWBZENDMDET,

| vk
Code No. REA
8486 Autophagy Watch

| #vrERS

fmH s0—> FAIVIALT fER% =2t REN

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 pL (":'EI Mo, Rat, Hm,
Positive control for anti-LC3 antibody 100 L (20 tests)

Chloroquine solution (x1000) 100 pL

Bafilomycin A1 solution (x1000) 100 uL

Cell lysis buffer (x5) 1 mL x2

| Autophagy Watch FAQ

Ql. AEFERESTNIERVLWOTIH ?

NRK i@ T (&, #HH#s% Hank's Balanced Salt Solution (fRILE) (CRHL T2 ~4 KEBEIT 5 & THBREBZFEL TWET,
B35 D DMEM (Dulbecco's modified Eagle's medium) THEFEBAEETIN. FI/BHAIEENDIcHFENFZED £,

Q2. BEHNICOVWTHATLEE W,
x5 UZHEE LTHB Chloroquine (3, EN5YY Y —ADEMREAE LTAVNSNTE D, RESHNAAIE LTOERMEN
RSN TWSEAITY, Bafilomycin Al 34— 7 7 Y—REMLBEFOVE DT 2L DA—h 77 I—FIRBLCBLSNTVET,
B, FvMIBEENTOWELAD, KD ERTA— 77— 0ETEBEY 254 £ LT Wortmannin hik <EbhTWET,

Q3. LC3 il 2 BEA>TVWETH. ESEVWFITIIFRVWTLLSH?

20— 8E10 @ LC3 fiifkid HRP A EEZEH SN TWVWS /e, WB TOFEAICKRETY, ICPIPREZDMORARICIEFIO—?2
4E12 MBI IHTT,

Q4.LC3%ZVxR7y7Av T4V TRET I EHDRBRFHBEZFHULSHBATLLEZ WL,
21-22 =YD FAQ & ZSBLL 20,
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DREETHD, H ARSIV RUTZORBICBEELTWET, @ Spavky VI=h O

COBBICESTINIVRUPBERENES T 2HRENSERFE

FFEIL TWBEEZSNTVWEY, YA N7 7Y —DETICEWVWTIE,
I—F Y VEORRBEERFELTHSNTWS Parkin (ZEFF>
UH—E) NEBELQEREEZRLUTVWET, SFAVRYTZIBRIEL
TRIEI2 &, Parkin (FZDAE EICEBLE Y, ZDHE. Parkin
DLIEFFUUA—EFERICEIDOARINIVRUFPDAEICIEFTF
VIS EN, COAEFFUNRBHEIND I EICIONANTFI—

MEFTEIND, EEZSNTVETD, RGP = N

| 1 77y—EE=9V) Y IEARY % —. pMitophagy Keima-Red mPark2

A PIFENY /U E mKeima-Red (BEK, EXE—71E620 nm) OINIVRUFPEHBBARNIY—TT, SRIVRUTZBEITFIL
NRTIFREFZMIILTc mKeima-Red &, YA K77 V—DETFICEWTEELRREZR T Parkin (ZEFFUUH—F) ZBROHEICE
SIRIFSE, BFNEBZEORHEBRTOMREROZTIICED, XM7Y —%@H - At T 32 ENTEEXT,

|
O B—aYZh5% T mKeima-Red( 2 hAYKUFPRESYFIU) & Parkin 55

- ¥ Parkin FEc7l D720\, MT-mKeima-Red F27!l
— CMV LULEulCl Rl IRES E DHONYH—bHDET,

O Keima-Red %R : pH N1 A&V — O E=YVIVIRBEBIRFiE
mKeima-Red [& 620 nm O®ENEFKT 25 V/IETT, FRERIE T CERR 440 nm &, BERIE FTEZR 586 nm T
JE pH I KO E— 7 N ELLE T, LUz E{&R%Z Ratio (586 nm/440 nm) 4LEEL. Ratio fENEW
MAzERE, BOBAZEETRRITET, FHERETO Keima
mKeima-Red ORI » #HEZAY kL |$ Ratio [EMNEL DB ETRRINET, —AH. BERETOD
Keima Tld. Ratio fElE@<BDhRETRRIN, A—rT77I—H
— TEERRI I TLELTWSZEERUET,
------- AN R
440 nm 620 nm EZSIVIRE |
v v .
AT
ZRLZ R
PRI !
sShavkuy X
F il b dn VRN :
Keima Ex. ! \\ //
. 586 nm ® :
(550DF30) '
5 < // !
440 nm ! ®
*HEZRT MLEZERLEEA. (440AF21) '
Ratio Score Low : High
e —2 DEfL
fiiE (>pH 6) % (<pH 5)
Ex: 550DF30 Ex: 440AF21 Ratio
440 nm 586 nm Em: 610ALP Em: 610ALP (586/440)

High

bl Ratio
-

Image: |

Low




O Ratio 1X—Y 2T

Ex: 550DF30 Ex: 440AF21 Ratio
Em: 610ALP Em: 610ALP (586/440)
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24 hr after CCCP (10 pM)

Ratio (586/440) i&. 550DF3071)L¥—. 440AF2174)LF—ZFNnZENnT

O EEMmIF
HelLaZRE Rk, CCCPALE
0.8
e
g 06 DMSO m CCCP
]
2
& 04
[=)
<
s
]
802
= B sl Dl
clone 3 clone 7 clone1 clone6
Parkin(+) Parkin(-)

CCCP: MP. FE&H (Bro @A)
DMSO: A ~BE—JL

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

B 7yvEe1hE
#EF2IC CCCP (10 uM) 33\ & DMSO %L,
24 KA ICERR,

B 71—t vhb
440 nm (Ex: 440AF21, Em: 610ALP, DM: 590DRLP)
586 nm (Ex: 550DF30, Em: 610ALP, DM: 590DRLP)

FRRURIC/SN2EEY T FILEBEDLZRUET, Ratioh mWLE e v

N7 —DTTELTWET,

| 2RV
Code No. @A 2k
AM-V0259M pMitophagy Keima-Red mPark2 (Kan) 20 ng
g
AM-V0259HM pMitophagy Keima-Red mPark2 (Hyg) 20 ug
AM-V0251M CoralHue™ Mitochondria-targeted mKeima-Red (pMT-mKeima-Red) 20 nug
AM-V0251HM CoralHue™ Mitochondria-targeted monomeric Keima-Red (Hyg) 20 ng
| Anti-Parkin mAb
Code No. Kmb 70—y FAIIALT =2t ERAE RERGE
M230-3 Anti-Parkin mAb Par6 Mouse IgG2ax 100 pg/100 pL WB Hu, Mo, Rat
B Western blotting
(kDa) 1 2 3 4 5 6
250_ Lane 1: Rat brain lysate, 20 ug
188— Lane 2: Mouse brain lysate, 20 ng
75— Lane 3: PC12
Lane 4: HelLa
— Lane 5: HEK293T =
S0 -— Lane 6: Human Parkin/ HEK293T WBIc
37| - BTTHTT
25— .
20—
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LC3 #ilk

| A—r77y—HEROT—ILRERYVF—R

R Atg8 DIFEFFE/REO 1L, LC3. GABARAP (GABAA ZR(AE
#5>)8E). GATE-16 (Golgi-associated ATPase enhancer) d 3 D
T

ZOHTH LC3 DIARDVREEATED, BAEOA—NT7I—T—
A—EUVTHREICERINTWEY, LC3 IF#R%E (proLC3). I<IC
Atg4B 53U\ AtgdA IEEDZD CRETOEY YT EN, LC3- &7
DET, LC3-l FA—KT7I—MNFEINDEEN. E2ICEITESIN.
E & @ PE (Phosphatidylethanolamine) &#&& L% 9, LC3-PE %
LC3-l EMFVE T, LCI-NIFLC3-H KD HRFEIIKEND TI N,
BOKMENE Wz SDS-PAGE Tld LC3-l K DBEIENKELAD £,
28, GABARAP & GATE-16 HbRAKDBIEZR TCPE EEET S L
Noh>TVWET,

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. 70O0—> FAVIALT 2
PMO036MS Polyclonal Rab IgG 20 uL
PMO036 Polyclonal Rab IgG 100 pL

O HJRRBFPTVr—2avIicERATERY, ERANMSH!

[&&R] YavEF>Yhe b LC3 (MAPTLC3B:1-120 a.a)
[ZZME] Hu, Mo, Rat, Hm, Zeb*
[ K] PBS/50% glycerol, pH 7.2
[fER%] WB: 1:1,000

IP: 2 ul/300 uL of cell extract from 1x10” cells

IC: 1:500-1:1,000

IH: 1:1,000-1:2,000 (/8Z 7 « V40 [FRILBIHETT)

FCM: 1:200
[ #] LC3 (MAPTLC3A. B, Q) IckIitL%Y,
GATE-16. GABARAP & lERIGUL FH 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#IR7E) MEF (BE8IREE) A549 (EEEIRRE)

B Western blotting

(kDa) 1 2
28 -— Lane 1: MEFAs
20— . Lane 2: Wild-type MEF

MEFAss il C12f - RRAE KB J %4k

15 <« LC34
<« LC34I

5253 LI

E3BARAP
Atg8  EATES

Phosphatidylethanolamine

* XEREREH D
Anti-LC3 mAb
Code No. sAO—Y FAVEIALT ar
M186-3MS  8E10 Mo IgG2ax 20 pg/20 pl
M186-3 8E10 Mo IgG2ak 100 pg/100 L

O WB ICRETY,
[®ZEFR] YIavE+r>Y ek LC3 (MAPTLC3B:1-120 a.a)
[&ZH ] Hu, Mo, Rat, Hm
[# K] 1 mg/mLin PBS/50% glycerol, pH 7.2
[fEAE] WB: 1 png/mL
IP*: XEREREH D
[f8 #] LC3BIcRIGULETY,
LC3A, LC3C, GATE-16, GABARAP [CIERIE U £t A,
< R >
1) Margariti, A., et al., J. Biol. Chem. 288, 859-872 (2013) [WB]
2) Maejima, Y., 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
25 25 —
20 20 —
o == | <« [C3-
15 2 < LC3-l 15_|] :
e < | o] - @ < C3
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 MEFAWS /48 & 1244 © BasIASE KE 8 %64



Anti-LC3 mAb-HRP-DirecT HRPHRH

Code No. 00—
M186-7 8E10

2 RFDBARETY,
[®EEFE] YIvE+rv ek LC3 (MAPILC3B:1-120 a.a.)
[%Z] Hu, Mo, Rat, Hm
[1E ¥K] PBS/Preservative/Stabilizer
[fEFA] WB: 1:1,000
[ %] LC3BIRIGLET,

LC3A, LC3C, GATE-16, GABARAP [CIZRIt LU £ 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)

FAIILT ax
Mo IgG2ax 50 uL

B Western blotting

(kba) 1 2 3 4 5 6 7 8 9 10 11
37 -~
- & 4
25 | .- -
20—
15,‘—-‘-.—--—- - e |« (C3
—— — e . < LC3-II
10
Lane 1: HelLa 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: Mouse liver
MEFAsS--Rf 2124 1 JRRKE KB & &

Anti-LC3 mAb
CodeNo. s0— FAVEIAT 2k
M152-3MS  4E12 Mo IgG1x 40 pg/20 pL
M152-3 4E12 Mo IgG1k 200 ug/100 ul
O HHRBICRETY,

[®FFE] YIvEFrr ek LC3 (MAPILC3B:1-120 a.a)
[z ] Hu, Mo, Rat, Hm
[# 4K] 2 mg/mLin PBS/50% glycerol, pH 7.2
[#EfA%] 1P 5 ug/300 ul of cell extract from 1x107 cells
IC: 40 pg/mL
IH* X5 0
FCM: 40 pg/mL
Immuno-EM: 20 ng/mL
Image-based FCM*: SCER#R& 8 D
[f8 #&] LC3 (MAPILC3A. B) IERIGL&E T,
< (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

AP: Autophagosome
| N: Nucleus

(x15,000)

MEF (B1E%iR%E)
Immuno-EM 7 —% ZiRft : R K5 7 ik

MEF (ENE8IR1RE)

T

L9BS

= P 1 61
x):%/xtg ‘ Go!
s

/// 7¥§

Anti-LC3 pAb
Code No. /00— FAVILT ar
PD014MS  Polyclonal Rab IgG 20 uL
PDO14 Polyclonal Rab 1gG 100 pL

[BER] YayE+r>hZwv hLC3(1-142 a.a)
[R#] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fERE] WB: 1:1,000
IC* SCHRERE & D
IH* SCRkER & & D
< {EFASCER >
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 —|R—— i
20—
- - e | <— [ C3-| Lane 1:Hela
= Lane 2: A431
— < L3l | ane 3: NIH/3TS
14— Lane 4: PC12
Lane 5: CHO

Positive control for anti-LC3 antibody

Code No. 2k

PM036-PN 100 pL (10 tests)
O EMAEH LC3 EAUVMEBIRHESNE T,

[EEE] LC3mAED WBARY 7« 7y hO—)L

8 E] #7%=FMLTWRWE 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 discontinued), 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(HBR) EA—F77I—DREEL

p62/SQSTM1 (& TRAF6, RIP, aPKC RED YT FIUVREZIBS L AN TR EBEERTZEEY Y/ WBEL TSN TWEYS (TRIA),
F LC3 LOFEEEMMIZI/HOIEN S, A—RT7I—ICF>TEIRNICHRINDZEBLLTEISNTWET, ISICIEFFVHEEESTDED
NEBL, RUIEFFUA LIS VI VEDRERCHRMELCS NIV RU P REEA NI 7Y —ICBE2ET (BIRWA -7 7Y — D5
11 R—IN), EBE, FFEEEBERNA— NI 7 V—RIBYIRICEWTIE, pb2 [BBFICEREL. 1EFF - p62 BHDOEHAGITESh
7 (THA), EEARIEIC, AEFFY - pb2 BIEHAKIE, FILWYI\AX—RH, /S—F2V VR, SEBEEAIRECER EDHREERE®
FILO—ILHERF, PSR, FRESEEBICEVTHERSINTVETY, RE. INSEBOREEA—NI7I—IC &3 p62 RETLDEEICT
BENEF->TVET,

M p62/SQSTM1DRX A VigE

p62

NF-«xBi&E1L
A

!

!

(PB1 domain)  ( Raptor )

B

mTORC1:EAL

BROA—NT77I— g
A (Ub)
PE m.@

Keap1-Nrf2 i

A ZANIFURAT IV HERR B — N BIE BECEEEEEX U

B Immunohistochemistry

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

#ifk: Anti-p62 pAb (Code No. PM045)

b MR RICE VW Tpe 2Bt AFD RIS N E LT,

CodeNo. |/O—> B | %R e B

M162-3 5F2 Mouse | 550 es0 aa) Hu *kk | kkk | dkk | kkk | kK

Mi62-A48 | 5F2 Mouse (':]501‘_’250 aa) Hu N *kk hxa
M162-A59 | 5F2 Mouse 550‘_’250 a) Hu *kk Pioxa
M162-A64 | 5F2 Mouse (':150?220 aa) Hu Kok k *kk o
PM045 Polyclonal | Rabbit | 55 PS2) Ru o | dokk | okk | kkk | kkk *

PMo66 Polyclonal | Guinea Pig | £ h p62 CREETEL | oy 1on | KAKK | dokk | dokk | ok

Anti-p62 (SQSTM1) (Human) mAb

Code No. 00—y FAVIAT ar
M162-3MS 5F2 Mo IgG1x 20 pg/20 pl
M162-3 5F2 Mo IgG1k 100 pg/100 L
[®@EE] UaYEFY ek p62 (120-440 a.a)

1

[ZZ=M] Hu, Mo(-), Rat(-), Hm(-) B Immunohistochemistry B Immunoprecipitation
[ %1 1 mg/mLin PBS/50% glycerol, pH 7.2 (kpa) 1 2
[fER%] WB: 1 ug/mL

IP: 2 ug/250 uL of cell extract from 2.5x10° cells 75

IC: 5 ng/mL

IH: 2-10 pg/mL (X5 7 ¢ VIH EEIEAHETT ) < p62 .

FCM: 2 pg/mL 50— < IgG heavy chain

<{EFXCE >
1) Janda, E,, et al., Autophagy 11, 1063-80 (2015) [IC] 37
2) Matsumoto, G., et al., Mol. Cell. 44, 279-89 (2011) [WB] 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 TAIVEIALT 2k
M162-A48 5F2 Mo IgG1k 100 pg/100 ul

[®RER] VIaYEF>YREk p62 (120-440 a.a)
[RZEMW] Hu
[ $£1 1 mg/mLin PBS/1% BSA/0.09% NaNs
[fEAE]  IC: 2 pg/mL
FCM: 1 png/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 (SQSTM1) (Human) mAb-Alexa Fluor™ 594
Alexa Fluor™594

Code No. s0O—Y FAVEILT 2E
M162-A59  5F2 Mo IgG1x 100 pg/100 L

[#ER] VavEF>YhE b p62 (120-440 a.a)
[ZRZEM] Hu

[ 4R] 1 mg/mLin PBS/1% BSA/0.09% NaNs
[fERAE] 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 (EEERRE) A549 (RERE)

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

Code No. 7A—Y FAVIALT aE
M162-A64  5F2 Mo IgG1x 100 pg/100 L
[@®E] UdYEFY ek p62 (120-440 aa)
[ZRZEME] Hu
[ %K1 1 mg/mLin PBS/1% BSA/0.1% ProClin 150
[fEA%]  IC: 5 ug/mL
FCM: T 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) AB49 (RIEIRAE)

Anti-p62 (SQSTMT) pAb

Code No. 70O—Y FAIILT &
PM045MS Polyclonal Rab Ig (aff.) 20 ub
PMO045 Polyclonal Rab Ig (aff.) 100 pL
O ERANXHZH!
[®RZER] YIYEF> RN p62 (120-440 a.a)
[3#=1] Hu, Mo, Rat, Hm, Zeb*
[ K] PBS/50% glycerol, pH 7.2
[fEFAE] WB: 1:1,000

IP: 2 uL/300 uL of cell extract from 1x10” cells

IC: 1:500

IH: 1:1,000 (U5 7 « VYR [EEBLIBEDINETT )
<{EFECER >
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
(kDa) 1 2 3 4 5 6

100

75—
D - —| < 62
50—
Lane 1: HeLa
37— Lane 2: HEK293T
Lane 3: MEF
Lane 4: NIH/3T3
25 Lane 5: PC12
Lane 6: CHO

Anti-p62 C-terminal pAb

Code No. 7Q—Y FAIILT aE
PM066MS Polyclonal Guinea Pig Ig (aff.) 20 uL
PMO066 Polyclonal Guinea Pig Ig (aff.) 100 pL
[&R] kb p62 CRIRFEE (AHRTFR)
[ZZME] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fERE] WB: 1:1,000

IP: 5 ul/300 ul 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

(kba) 1 2 3 4 5 6 7 8 9 10
100 — :
75—
e - !— -—
37 —
25—
Lane 1: HelLa Lane 6: CHO WO I ALK o e
Lane 2: HEK293T  Lane 7: Mouse brain H I' o
Lane 3: MEF Lane 8: Mouse liver uman fiver carcinoma
Lane 4: NIH/3T3 Lane 9: Mouse spleen
Lane 5: PC12 Lane 10: Mouse kidney
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) Vit p62 ik

| mETHREOHADHETER

P62 [FEER BEBAIN ) VEEIL I ND I ENESMNERD . ZNZNOEMDO Y VBRI ERMICKE 2 2 & TRIRMA—NT7 7Y -1 &
DEFRBGEICED > TWET,

p62 @ Serd407 (k) /Serd09 (W R) @ VEELICHE=. Serd03 (b k) /Serd05 (XU R) MY VE{kEhz &, RUIEF
FUHEOBMENERLUE T, ChICED, AEFFUMSNEEERY VIV BDRER. BABRULALI NIV RU T &icllgAIC
BALENIFIUTREN) VL p62 [Tk > THIRINET, T5ICMTORCT ITX > T Ser349 (k) /Ser351 (WU X)) MUY
B{itand &, p62 & Keapl & DFMMEIE L, Nrf2 M Keapl hSEEN TRKICBITTED LS ICHRDET (p62-Keap1-Nrf2 ),
ANLRSEBEERFE L TANSNS Nrf2 [FERLZ B S L AMEBEFOHRZTESEET, JDEE pb2 DEECFHRELFEEND
CETRITAT T4 — RNy IERENEEET, —AH. Keapl &fEE LY VL p62 1E. LIR (LC3 Interacting Region) =/ L T
LC3 LHEAEEAT R ETA— RN T 7Y —RBREICTHEINET, COLDICAMLATICHDMAEIE. pb2 D) VE{tEZNLT2DD
S AT L BB S YR I E THENICBREEZEIBI VWS EEZISNET,

BIRWA— N7 7 I — OBFRIEHRARREBEREL £9, & AEREE/—F VY VREOHBRMBTE. 7Y/ BDRERYCRS
MU NAYRUTZORENEFDOMNT, HEMHENT A —IZZ T TIHOBEEIMET UET, FHEENATIFEENIC p62 O
Ser349 MU VB {bE . Nrf2 NEHIISEH L TWET, Lich>T. p62 DU VER{EPY VL p62 & Keapl EOREEREHEET S
EHIDF LW ADBERICRDZEABRESINTWEYT (3EM : Saito, T, et al, Nat. Commun. 7, 12030 (2016) PMID: 27345495),

Damaged Protein

Ub Up — L S
53N B DR Ub Uo  mTORCI%E Ub P

1EFF A Ub v u

BAELS haVRU 7 Ser403/405 z Ser349/351

o
SN ® Ser407/409 tone /
Ukt N\ (ERFYR)
BALTRRE CK2 p62
TBK1
~— /Stress resistant gene 1

ULK1

p62-Keap1-Nrf2#%i&
4T NEFRKZ IR HR St — 1 RS TECEEBZESE U,

e
S5
BN
E Anti-Phospho-p62 (SQSTM1) (Ser403) mAb
g Code No. s0—-v FAIEIALT ar
w D343-3MS 4F6 Rat IgG2ak 20 pg/20 b
T_ D343-3 4F6 Rat IgG2ak 100 pg/100 pb
. [£BE] £~ pb2 (396-410 a.a) (BEATF K)
=y [RZEM] Hu, Mo
fg'-l. [ K1 1 mg/mLin PBS/50% glycerol, pH 7.2
«y [BEFAE] WB: 5 ug/mL
ETEV: IH: 10 pg/mL
' < GEAICAR >
§ 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
I 100 < GFP-t
-tagged Phospho-p62
&\‘ 75
¥ <€— Phospho-p62
g; 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 L
25 GFP-tagged human p62%¥iNeuro2afflifiz Atg5 conditional knockout mouse brain Wild type mouse brain
TR IERERY BE 517 £4E 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: B4 (51T 54k - A % B4
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Anti-Phospho-p62 (SQSTM1) (Ser403) mAb

Code No. 70— TAVIALT 2k
D344-3MS 4C8 Rat IgG2ak 20 pg/20 pb
D344-3 4C8 Rat IgG2ak 100 pg/100 uL
[®ER] &b pb62 (396410 aa) (BERTFR)
[3#=M] Hu, Mo
[ K] 1 mg/mL in 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

] % % W R 3 3

R TP e 8 s
Atg5 conditional knockout mouse brain Wild type mouse brain

Brown: Anti-Phospho-p62 (SQSTM1) (Ser403) mAb (Code No. D344-3)
Blue: Hematoxylin

YU TR IRRERS BR 517 K% - 8 K %4k

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

Code No. Q- TAVIALT o
M217-3MS  5D5 Mo IgG1x 20 pg/20 ul
M217-3 5D5 Mo IgG1x 100 pg/100 pL
[2%R] Y2 p62 (346-359 a.a) (BRI F )
[ZZEH] 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 6

150 —
100
75—
- —an l— Phospho-p62 (Ser351)
50— Lane 1: MEF, sodium arsenite-treated
(10 uM, 12 hr.)
374 Lane 2: MEF
Lane 3: MEFA9S-
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 & 124t :
FORKSE VA JEEA K4 - — N BRIE K&
MEFAwS #fifg 2124 | RRKZE KB & %4

B Immunohistochemistry

R

Human liver carcinoma

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

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

Code No. s@O—> PAYIAT =2t
PM074MS Polyclonal Rab Ig (aff.) 20 uL
PM074 Polyclonal Rab Ig (aff.) 100 pL
[RFR] YU pb62 (346-359 aa) (BEHNRTFR)
[ZZEM] Hu, Mo
[1E 48] PBS/50% glycerol, pH7.2
[fERE] WB: 1:500

IP: 2 uL/sample

IC: 1:500

[H: 1:1,000
< SEH >

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
75

2 3 456 7 8

<4— Phospho - p62 (Ser351)

50 <4— 1gG Heavy chain

Sample:

Lane 1, 2: huH-1

Lane 3, 4: p62-knockout huH-1

Lane 5, 6: MEFA9>-

Immunoblotted with Anti-Phospho-p62 Lane 7, 8: MEF

(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)

37

B Immunocytochemistry

(@

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

a
(b) MEF
(c) huH-1

sodium arsenite-treated MEF #ifd. p62-knockout huH-1 flifg 2124k -
FORAKEE VA JEEA 4 - —H ®/IE K4
MEF">" #ifa = 524 : R KB 8 %4

12
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p62 ELISA *v k

| =

O Lysis buffer BFEfFEhTVSDT, p62DIREFRTIIHU WHIRFFROAREELA!
O F#HDRIIV—=2TIcH!

O EFBHBWEYVRDIMISERR TRIERTAE

W RIES]

Hela cells
Total p62

8,000
-
€

-~ 6,000
0
©

:;’ 4,000
o
-
<

o 2,000
c

0

00 04 08 16 31 63 125 250|125 250 50.0 100.0

Bafilomycin A1 (nM) Rapamycin (nM)

+
25 nM Bafilomycin

MEF cells

Total p62
300

250

200

ng/108cells / mL

Bafilomycin A1 (nM) Rapamycin (nM)

+
25 nM Bafilomycin

Code No. BHWEE 2k
CY-7055 CycLex® Total p62 ELISA Kit 96 Assay

wREAzZoEE WAL
ELISAEBOEUS(CEL

—>EARBEIHEwebFNBTFT VY |

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




') V(L p62 BESFHE

Anti-NRF2 mAb
Code No. 0O-—Y FAIVILT 2B

M200-3 1F2 Mo IgG1k 100 pg/100 pl

[&&FR] YavEF>Y bbb NRF2 (1-605 a.a.)

[3#=1E] Hu, Mo, Rat, Hm

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

[fEA%E] WB: 1 ug/mL
IP: 5 ug/300 ul of cell extract from 3x10° cells
IC: 0.5 ng/mL
IH: 1 pg/mL (/857 ¢ > 41F)

<SEXH >

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

B Western blotting B Immunohistochemistry

(kDa) 1 2 383 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. 0O—Y FAIVILT 2B

PM069 Polyclonal Rab Ig (aff.) 100 uL

[®ZR] JIYEF>hENNRF2 (1-605 a.a)

[3ZZ=1E] Hu, Mo(w), Rat(w), Hm(w)

[ 3R] 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
(kDay 1 2 3 4
50

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

Lane 3: HelLa

| Lane 4: A549

Human cancer tissue

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

Anti-KEAP1 mAb

Code No. sO0-—> FAIIALT 2k

M224-3 KP1 Mo IgG2ax 100 pg/100 L
O WB TIHFEI G RIEEDEWIREFETT,

[®ZR] YIvEFv ek KEAPT

1
[22#=M] Hu, Mo, Rat, Hm
[ K] 1 mg/mLin PBS/50% glycerol, pH7.2
[fERR] WB: 1 ug/mL
B Western blotting

kDa 1 2 3 4 5 7 8 9

] KEAP1

Lane 1: HeLa Lane 6: NIH/3T3
Lane 2: HEK293T Lane 7: Rat1
Lane 3: A549 Lane 8: NRK
Lane 4: HepG2 Lane 9: CHO

Lane 5: MEF

Anti-Ubiquitin mAb

Code No. s0—>
MK-11-3 1B3

PAVEIAT ak
Mo IgG1 100 pg/100 pl

[BER] DVYRIERIEFF>
[22#M] Hu, Mo*, Bov*
[ 4R]1 1 mg/mL in PBS/50% glycerol, pH7.2
[fEMAE] WB: 5 pg/mL
IC* Xt H D
IH* kR 5 D
Immuno-EM*: SCRk#R & & D
[f8 &] 20— 2C5(Code No. MK-12-3) & IFTE RN —THEKRD £T,
< fEFXCHR >
1) Hara, T, et al., Nature 441, 885-889 (2006) [IH]
2) Yamanaka, A., et al., Mol. Biol. Cell 11, 2821-2831 (2000) [WB]

B Western blotting

(kpa) 1.2 3
Lane 1: Raji cell
67 7 Lane 2: free ubiquitin
43 = Lane 3: PPUb4*
30 A *PPUb4: partially purified
- multi ubiquitin chains in
20+ ubiquitin-protein conjugates
14 -

Anti-Ubiquitin mAb
Code No. sO0-—>
MK-12-3 2C5

FAIILT o
Mo IgG1 100 pg/100 pl

[ER] YYRMRIEFF>
[ZX#ZM] Hu, Mo, Rat, Bov
[ K1 1 mg/mLin PBS/50% glycerol, pH7.2
[{E/R] WB: 5 ng/mL
IP* CHkERE 3 D
IC*: XS5 D
[ %1 20— 1B3(Code No. MK-11-3) &IFTEN—THREIRD FT,
< 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]

W Western blotting

Lane 1: Raji cell

Lane 2: Hela cell

Lane 3: HL-60

Lane 4: ubiquitin purified protein

—Gar—k
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xn|4 %ﬁeqdomv
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Anti-Multi Ubiquitin mAb

Code No. s0O—Y TAVEILT 2

D058-3 FK2 Mo IgG1x 100 pg/100 L
O YIFIAEFFUEE/AEFFUICRIBLET,

[%BR] ERORYIEFF LYY F—h

[ZZEE] Hu, Mo*, Mky*, Yeast*, Fruit fly*
[ K] 1 mg/mLin PBS/50% glycerol, pH7.2
[fR%E] WB: 1-5 ng/mL

IC* XEk#RE 3 D
IH*: XXE$R & b D
ELISA* XBREREH D

[ E] 73 /HBEEK29, K48 K63 TERFI 2R IEFF ULy VI E,

F/ACFFUMI N BEERHLET,

Free ubiquitin ICI&RIGUL £ E Ao
< FEFASCH >
1) Sin, Y., et al., J. Biol. Chem. 291, 1387-1397 (2016) [WB]
2) Choi, U.Y,, et al., Exp. Mol. Med. 47, €159 (2015) [IC]

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 - P *PPUb4: partially purified
Lt multi ubiquitin chains in
14- ubiquitin protein conjugates

O 70—y FK2 D7 HA—A, BIE—XR#ER.
IP T&EIITHTY,

Code No. =% fERE =2k
D058-8 Agarose IP Gel: 200 L
D058-11 Magnetic Beads P 20 tests (Slurry: 1 mL)

Anti-Multi Ubiquitin mAb
Code No. s0—Y TAVEIALT
D071-3 FK1 Mo IgM

O VIFIEXFFURENTY

(2B
100 ug/100 L

[RER] HBEORYIEFF IV F—L

[2ZEM] Hu, Mo*

[ K1 1 mg/mLin PBS/50% glycerol, pH7.2

[ERE] WB: 1-5 ug/mL

[F &) 73 /BAREK29, K48 K63 TElEdT M IEFF Uy /(0 E

ZRaLET,

E/AEFF Y VIR ENP Free ubiquitin ICIFRIEU EE A
< fEFSCRR >
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 b
1704
94+ Lane 1: Raji cell
Lane 2: free ubiquitin
534 Lane 3: PPUb4*
30 & *PPUb4: partially purified
20- = multi ubiquitin chains in
144 ubiquitin protein conjugates

Atg itk > —X

Anti-Atg2A pAb

Code No. sHA—> FAIIALT R
PD041 Polyclonal Rab Ig (aff.) 100 uL
[®&FR] UIdvEFYhE N Atg2A (700-1,400 a.a)
[3ZM%] Hu, Mo, Rat, Hm
[t K] PBS/50% glycerol, pH 7.2
[fER%] WB: 1:1,000
IP: 5 ulL/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

(@a) 1 2 3 4
2507 - . e | <Atg2A
150 -

S o
100

Lane 1: HEK293T
Lane 2: MEF
Lane 3: PC12
Lane 4: CHO

HelLa (BLERIREE)

Anti-Atg3 mAb

Code No. s0O—> FAIIALT aE
M133-3 3E8 Mo IgG2bx 100 pg/100 uL
[ZR] YIYEF>Y bk Atg3

Hu, Mo, Rat, Hm

]
[RZEE]
]
]

[ 4R]T 1 mg/mLin PBS/50% glycerol, pH 7.2
[fER%] 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--- = wwm s wmw | |ane 1: HEK293T
Lane 2: HeLa
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. s@O—> FAIYIAT ax
M134-3 9H5 Mo IgG1 100 pg/100 pL
[®ZE] YavEF Y bhe bk Atg4B (1-393 aa)
Hu, Mo, Rat, Hm

]
[REK]
[ K]
[ERE]

1 mg/mL in PBS/50% glycerol, pH 7.2

WB: 1 ng/mL

< {ERACHR >
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

2 3

(kDa) 1
97 —
66 —
-
45 —

- D —

Lane 1: HEK293T
Lane 2: HelLa

e Lane 3: Raji

Lane 4: NIH/3T3
Lane 5: Rat1
Lane 6: PC12
Lane 7: CHO




Anti-Atg5 mAb

Code No. #0O-— FAIILT =2k

M153-3 4D3 Mo IgG1x 100 ng/100 pL
[BZFR] YavEF>YhE b Atgs (1-275 aa)

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

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

[ERE] WB: 2-5 ug/mL

[ #&] Atgb-Atgl2 &K (55 kDa) ICRIGL £,
< FEFSCHR >

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
kba) 1 2 3 4 5 8

105
75 —
50 TS e S (< Atg5-Atg12 complex
Lane 1: MEFAes
| Lane 2: MEF
o Lane 3: NIH/3T3
- o Lane 4: CHO
Lane 5: HelLa
Lane 6: HEK293T
15 —

MEFASS/ R 2 R4t | RRAF K& F 54

Anti-Atg5 pAb

Code No. 7O0-—> FAVIALT aE
PMO050 Polyclonal Rab Ig (aff.) 100 L
[SER] b Atgb O CRIBMER (EBXTFR)
[ZZMX] Hu, Mo, Rat, Hm(-)
[ K] PBS/50% glycerol, pH 7.2
[fEA%E] WB: 1:500
[ &1 Atg5-Atgl2 &k (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 e e — <— Atg5-Atg12 complex
37 Lane 1: MEFAS
Lane 2: MEF
- Lane 3: NIH/3T3
Lane 4: HelLa
Lane 5: HEK293T
MEFAtS/- R = 3243t Lane 6: NRK
BmEAY KE R &4 Lane 7: PC12
Anti-Atg7 (Human) pAb
Code No. 70— TAVIALT 2k
PM039 Polyclonal Rab Ig (aff.) 100 pL
[&R] kb Atg7 CRIRERE (BT FR)
[RZEM] Hu, Mo(-), Rat(-), Hm(-)
[ k] PBS/50% glycerol, pH 7.2
[f$R%] WB: 1:1,000-1:2,000
IP: 5 ul./300 uL of cell extract from 3x10° cells
< A >

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

(kDa) 1 2 3 4 5
75 oo csmwe — —
Lane 1: HEK293T
Lane 2: HeLa
50 — Lane 3: Raji
Lane 4: HL-60

Lane 5: Jurkat

Anti-Atg8 (Filamentous fungi) pAb

Code No. #0O-— FAIILT aE
PM090 Polyclonal Rab Ig (aff.) 100 pL
[fEFR] YaAYEFY b A1 XVWEERE MGG_01062 (Atg8) (1-116 a.a)
[3X#ZM ] Filamentous fungi
[1E JR] PBS/50% glycerol, pH7.2
[fER%] 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 - i
YU TIVTRM  RRASR i EE Kt
25
20—
ro-Atg8
15 . - Rth 9
<+ Atg8-PE
10—

Anti-Atg9A pAb

Code No. 70— FAIVILT =2t
PD042 Polyclonal Rab Ig (aff.) 100 pL
[BEFR] YVIAYESFYEY TR Ag9A (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* Xk =5 D
<SEXM >
1) Itakura, E., et al., J. Cell Sci. 125, 1488-1499 (2012)

B Immunoprecipitation

(kDal
150
100

75

50

B Immun

)12

'}AIQQA Sample: HEK293T

Lane 1: Isotype control (Code No. PM035)
Lane 2: Anti-Atg9A pAb (Code No. PD042)
Immunoblotted with Anti-Atg9A pAb (Code No. PD042)

- <|gG

ocytochemistry

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

Anti-Atg10 (Human) mAb

Code No. 00— FAIVIALT aE
M151-3 5A7 Mo IgG1x 100 pg/100 L
[BEFE] YaYEF>YhE b Atgl0 (1-220 a.a.)
[ZREM] Hu
[ K1 1 mg/mLin PBS/50% glycerol, pH 7.2
[fEAR] WB: 2 ug/mL
IH* stk 5 D
< fEFSCHR >
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

50 —

35—

30 —
25 —

Lane 1: Hela

Lane 2: HEK293T

Lane 3: A431

Lane 4: Myc-tagged Atg10

- <— Myc-tagged Atg10
< Atg10

16
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Anti-Atg12 (Human) mAb

Code No. 7Q0O—Y> FAIILT =2k
M154-3 6E5 Mo IgG1x 100 pg/100 L
[®ZER] kb Atg12 @ internal region (BE~RXTF R)
[ZZEM] Hu, Mo(-), Rat(-), Hm(-)
[ K] 1 mg/mL in PBS/50% glycerol, pH 7.2
[f$RE] WB: 1 png/mL
IP: 5 ug/250 ul of cell extract from 1x107 cells
IC: 10 pg/mL
[ %] bk Atg5-Atgl2 #atk (55 kDa) IKRIGL £9. Atgl2 ldk¥kh
Atgh EEAHER U THFEEL TWSIcs, Atgl2 B/ Y —IFIFE
AEREENE R A,
<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 3 4 5

(kDa) Mouse IgG
75—
50 <— Atg5-Atg12 complex
K2-X)ATNITY /—ILRED
35 —| YU TNy 77 —%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-Atg14 (Human) mAb

Code No. 7A—Y FAVILT aE
M184-3 4H8 Mo IgG2ax 100 ng/100 pb
[®ZER] JVIvEF> RN Atgl4 (167-404 a.a)
[ZZEM] Hu, Mo(-), Rat(-)
[ K] 1 mg/mLin PBS/50% glycerol, pH 7.2
[fEA%E] WB: 1 ug/mL
IP: 2 ng/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)

B Western blotting
(kba) 1 2 3 4 5

100 —
757‘.-— - < Atg14
50 —| ——
Lane 1: Atg14 transfectant (HEK293T)
37 — Lane 2: HelLa
Lane 3: HEK293T
25| Lane 4: A549
Lane 5: Jurkat

Anti-Atg14 pAb

Code No. 7O0—Y FAVIALT 2k

PD026 Polyclonal Rab Ig (aff.) 100 pL

[®ER] UdvEF> ek Atgl4 (167-404 aa)

[3#=1] Hu, Mo, Rat, Hm(-)

[ K] PBS/50% glycerol, pH 7.2

[fEAE] WB: 1:500
IP: 5 ul./300 pL of cell extract from 3 x10° cells
IC* XEkiREH D

< fEFASCHR >

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

< IgG 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)

Anti-Atg16L mAb

Code No. 0O-—Y FAIIALT ax

M150-3 1F12 Mo IgG1x 100 pg/100 pl
[RZER] YavEFr ek ATGI6L] TV2 (85-588 a.a.)

[3ZM%] Hu, Mo, Rat

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

[EAE] WB: 1 ug/mL

IH* XERERE 5 D
FCM*: XEt#R&E 5 D
< fEFSCHR >
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

DRL T D o e e

- = Lane 3: Jurkat
45 — Lane 4: Raji
Lane 5: NIH/3T3
Lane 6: WR19L
30 + Lane 7: Rat1

Lane 1: HeLa

Anti-Atg16L pAb

Code No. s@O—> FAIILT =2t
PM040 Polyclonal Rab Ig (aff.) 100 pL
[ZFR] YIdvEFr>Yheh ATGI6LT TV2 (85-588 a.a.)
[x#=M ] Hu, Mo, Rat, Hm
[ 3R] PBS/50% glycerol, pH 7.2
[fEE%A] WB: 1:1,000
IP: 2.5 ul./300 ul of cell extract from 3x10° cells
IC: 1:200-1:500
Image-based FCM*: SCik#R e 8 D
< fEFSCHR >

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: HeLa
< Atg16Lo Lane 1: Isotype control
Lane 2: Anti-Atg16L pAb
50 (Code No. PM040)

<—1gG heavy chain  Immunoblotted with Anti-Atg16L

pAb (Code No. PM040)




A=k 77V —-BEDFHE

Anti-GABARAP mAb

Code No. s0O-—Y TAIVIALT 2L
M135-3 1F4 Mo 1gG1

[&&R] b b GABARAP NARIHHELE (AR TFR)
[xZZM] 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* XEk#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
(kDa) 1 2 3 4 5 6 7

gg : Lane 2: HelLa
Lane 3: Raji
Lane 4: NIH/3T3
@ amemem - - e= |<GapARAPd e SRl
15 —| == @ =~ @B == == == < GABARAP-l Lane7: CHO
10 —

Anti-GABARAP pAb

Code No. O0-—-Y TAIVEIALT 2k
PM037 Polyclonal Rab Ig (aff.) 100 pL
[%ZR] GABARAP NEKIHMEE (BT FR)
[&ZM%] Hu, Mo, Rat, Hm
[ K] PBS/50% glycerol, pH 7.2
[fER%] WB: 1:1,000
IC: 1:100
[f& %] GATE-16. LC3 &iFRIGU £t Ao
< R >
1) Polletta, L., et al., Autophagy 11, 2563-70 (2015) [WB]
2) Marino, G., et al., J. Clin. Invest. 120, 2331-44 (2010) [WB]

M Western blotting
(kDa) 1 2 3

50 —
37 —
25 —
* .
Lane 1: LC3 transfectant
Lane 2: GABARAP transfectant
15 Lane 3: GATE-16 transfectant

Anti-GATE-16 pAb

Code No. 7A—Y> FAVILT aE
PM038 Polyclonal Rab Ig (aff.) 100 uL
[%ZR] GATE-16 NKintEE (BERTFR)
[ZZME] Hu, Mo, Rat, Hm
[ JR] PBS/50% glycerol, pH 7.2
[fEAA] WB: 1:1,000
IH* >CEERE 3 D
[ #&] LC3. GABARAP &IERIGUL FH Ao
< {EFECHR >
1) Niso-Santano, M., et al., EMBO J. 34, 1025-1041 (2015) [WB]
2) Tanji, K., et al., Neurobiol. Dis. 43, 690-7 (2011) [WB, IH]

B Western blotting

(kDa) 23
50 —
37—
25—
20 Lane 1: LC3 transfectant
Lane 2: GABARAP transfectant
15— Lane 3: GATE-16 transfectant

100 ug/100 L

Lane 1: HEK293T

Anti-UVRAG mAb

Code No. s0O-—Y FAVEIALT 2E:
M160-3 1H4 Mo IgG 1k 100 pg/100 L
[RZER] YarvEF+> kel UVRAG (389-699 a.a.)

[ ¥R] 1 mg/mLin PBS/50% glycerol, pH 7.2
[EF%] WB: 1 pg/mL
IP* XRS5 D
IC*: XERERE 5 D
< fEFSCHR >
1) Nemazanyy, I, et al., Nat. Commun. 6, 8283 (2015) [IP]
2) Niso-Santano, M., et al., EMBO J. 34, 1025-1041 (2015) [WB]

]

[xZMH] Hu, Mo, Rat, Hm
1
1

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

100 —|
75— — — L
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. 0O—> FAVILT ar
PDO17 Polyclonal Rab Ig (aff.) 100 pL
JavEF> ke b Beclin 1 (1-450 a.a.)

[%ZMH] Hu, Mo, Rat, Hm

[ &R ]
]

[ IR] PBS/50% glycerol, pH 7.2
1

[fER%] WB: 1:1,000
IP: 2.5 ul./200 ul of cell extract from 5x10° cells
IC: 1:100
IH* X & 5 D
< fEFSCHR >

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
Lane 3: Raji
50 - S [ Lane 4: NIH/3T3
——— Lane 5: WR19L

Lane 6: PC12

35 Lane 7: CHO

Anti-Rubicon (Human) pAb

Code No. O—Y FAIVIALT R
PD027 Polyclonal Rab Ig (aff.) 100 uL
[$EFE] YaYEF >k kK Rubicon (722-972 a.a)

PBS/50% glycerol, pH 7.2
WB: 1:1,000

IP: 5 ul/300 uL 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]

]
[ZZEM] Hu, Mo()

K]

]

B Western blotting
(kpa) 1 2 3 4

150 M. <« Rubicon
' <€ Nonspecific band

100 — 4
| = ] Lane 1: Rubicon transfectant (HEK293T)
757 e — Lane 2: HEK293T
Lane 3: A549
Lane 4: HelLa

18
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Anti-Rubicon (Human) mAb

Code No. 70O—Y FAIILT aE
M170-3 1H6 Mo IgG2ax 100 pg/100 pL

[®ZER] 'JI>YEF >k b Rubicon (722-972 a.a)
[ZZEH] Hu, Mo(-)

[ 4R] 1 mg/mL in PBS/50% glycerol, pH 7.2
[ERAE] WB: 1 ug/mlL

<SEXM >

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

B Western blotting
(kDa) 1 2 3

150
- <€—Rubicon
100
Lane 1: Rubicon transfectant
75 Lane 2: HelLa
Lane 3: A549

Anti-VMP1 pAb
Code No. 7O—Y FAVILT =2k
PMO072 Polyclonal Rab Ig (aff.) 100 pL

(@@E] UavEFY ek VMPI(131-217 aa)
[3#Z1] Hu, Mo, Rat, Hm
[ JR] PBS/50% glycerol, pH 7.2
[fERA] WB: 1:500

IP: 5 ul/2x10° cells/sample
<SEXM >
1) Itakura, E., et al., Autophagy. 6, 764-76 (2010)
2) ltakura, E., et al., J. Cell Biol. 192, 17-27 (2011)

B Western blotting
(kba) 1 2 3 4 5 6 7 8

188: s Lane 1: VMP1 transfectant (HEK293T)
75| Lane 2: HEK293T
Lane 3: A431
50 1 Lane 4: NIH/3T3
a7 . - s= s = Llane 5:MEF
Lane 6: NRK
Lane 7: PC12
25— Lane 8: CHO
20 —

Anti-Syntaxin-17 (Human) pAb

Code No. s@0O—> FAIILT 2k
PMO076 Polyclonal Rab Ig (aff.) 100 pL

[®ER] JIavEF>bhE b Syntaxin-17 (1-302 a.a.)
[RXZEM] Hu, Mo(-), Rat(-)
[ K] PBS/50% glycerol, pH 7.2
[EFRA] WB: 1:1,000
IP: 2.5 uL/sample
IC: 1:2,000
<SEXH >
1) Itakura, E., et al, Cell 151, 1256-1269 (2012)

B Immunocytochemistry

A549

Green: Anti-Syntaxin-17 (Human) pAb (Code No. PM076)
Blue: DAPI

Anti-Syntaxin-17 (Human) mAb

Code No. s0O—Y TAVEIALT ar
M212-3 2F8 Mo IgG2ak 100 pg/100 pl

[®ZR] UIdvEF Y bhEb Syntaxin-17
[RZEM] Hu, Mo(-), Rat(-), Hm(-)
[ K] PBS/50% glycerol, pH7.2
[fERE] WB: 1 ug/mL
IP: 2 ng/sample
IC* @& 5 D
<SEXH >
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

D — e

25 < IgG Light chain

25—

Lane 1: Jurkat
Lane 2: A549
Lane 3: Hela

Sample : HelLa

Lane 1: Mouse IgG2a (Code No. M076-3)
Lane 2: Anti-Syntaxin-17 (Human) mAb
(Code No. M212-3)

Immunoblotted with Anti-Syntaxin-17 mAb
(Code No. M212-3)
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| Autophagy Ab Sampler Set

ARD MBL A#— 7 7 I —E&EHik%Z

vy McUT R

O A—=b77Y—MRZHOSNDS
O MBL A—h77Y—HkEH UTHTEWS

O BEEDOHFEELEI HMATWAIKETITHTY

Code No. & R
8485 Autophagy Ab Antibodies: 25 plL each,
Sampler Set Positive control: 10 tests

B

Code No. H®&E#& 70—y
PMO036Y Anti-LC3 pAb Polyclonal
M186-3Y Anti-LC3 mAb 8E10
M152-3Y Anti-LC3 mAb 4E12
PDO17Y Anti-Beclin 1 pAb Polyclonal
PMO040Y Anti-Atg16L pAb Polyclonal
PM045Y Anti-p62 (SQSTM1) pAb Polyclonal
PMO50Y Anti-Atg5 pAb Polyclonal

PMO036-PNY  Positive control for anti-LC3 antibody

FAIILT
Rabbit IgG
Mouse IgG2ax

Mouse IgG1k

Rabbit Ig (aff.)
Rabbit Ig (aff.)
Rabbit Ig (aff.)
Rabbit Ig (aff.)

Anti-LC3

Anti-Beclin 1

R
WB, IP, FCM, IC, IH
WB

WB, IP, FCM, IC, IH*,
Immuno-EM, Image-based-FCM*
WB, IP, IC

WB, IP, IC

WB, IR, IC, IH

wWB

WB

Anti-Atg5

LC3 positive
x 31EFE control

Anti-Atg16L

2k
25 ul
25 ul

25 ul

25 ul
25 ul
25 uL
25 ul
100 uL

REM
Hu, Mo, Rat, Hm
Hu, Mo, Rat, Hm

Hu, Mo, Rat, Hm

Hu, Mo, Rat, Hm
Hu, Mo, Rat, Hm
Hu, Mo, Rat, Hm
Hu, Mo, Rat

20
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&< %% ZHF (LC3 #iik)

Q1 HEFERESTNIERVWOTIH?
= NRK #ifg Tld. ##%Z Hank's Balanced Salt Solution (#EIE) (XML T2 ~ 4 KEHEET 5 & THBIREEFEL TWET,
&5 D DMEM (Dulbecco's modified Eagle's medium) THEBARETIA. FI/BHIEENDCHFENHFHBDET,
o, HROBERICL > (RBELREHFRS LI THIARMELEV YD, SEBICHRBZMIETORERNZ+AICE IR TR
=W\,

Q2 vxR9v7AvT4a4rY (WB) TLCIZRHTBRDTIVEEIFENS SVHEHTIH ?
=+15% ZHTTHLET, 10% TIE LC3- & LC3-I O/W K& D, BEDEHEICD F T,

Q3 vxAR%#>v7AvT7T14>Y (WB) TLC3D/NNYRHRHETEEzEA,
= TF—FI—RITBR> T, RORE SHERILEE L,
@ TYTIARNY 77 —F SDS ZEL/\y 77 —&EFERLUTFI L,
SDS-PAGE sample buffer (Laemmli's sample buffer) OFERZHITIHLET,

@ T/ /0—FIHAERAVWTIRETS5EF. Oy IROFSTIRENATT,
Ffc, TDEE0.05% Tween-20/PBS ZAWTHEE G X 3[E) 92&, LCHI DT FIDNBHICRZIZDLIICBEDFTT,

@ WB @ Positive control & LT, & k LC3B s&#lFIRME DA A (Code No. PMO36-PN) ZEXDiKk->THED £,

Q4 DvxR¥v7AvTa>Y (WB) TSNz LC3-1 & LC3-ll ®/\Y RDBRRICDOWT,

BEIFHOEITH ?

= UT DRSBTS\, LC3 D WB F—4 DRFIRICEIL TEHMBBHRNH DX,
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

Q5 MREREZLEVWOTID, AMNEFEIRERIVKNEHBDEITH?
= [EZB LI F Digitonin (Sigma, D141) Z#ERL TWE T, AEICIEPBS ZERAL TWEY (BRHAR KEE 100 ng/mbL).
Triton X-100 Ic & 2EEBELIBIZHB T I HEHEKET A,



Q6

Q7

Q8

Q9

ffaRe (IC) Z92RDEEREDLSBHENRVLOTIN?
= 49 PFA/PBS £EALTWET, X4/ —LP7E hYEEEBT T ORI Ao

HfRe (H) 29 3BR0BREREDLSBAENRVDTIH?
=10% ALY UVER (RILYYU VB 37%). U< IF 4% PFA/PBS £EALTTE W,

FIEIR ZREBTEEITH?

= B TIRIGT R TOERBIREI L TR D EE A

BIIOhEiEENTIH?
=S BENDOT7 7 )Tr—avIicE->TRITITHT IMENERDET,
UTFHZSEICLTLIEE W,

WB :

Code No

- Code No

- Code No

- Code No

. Code No

. M186-3.

. M152-3,

. M152-3,

. M152-3,

. PM036

Zof. CEFDERIE
X=ILHULIF

MBL S 71TV A A kD5
BRWEDETI L,

PMO036

PM036

PMO036

PM036

@ | [ mBL s79czoz [[ =
——— https://ruo.mbl.co.jp/

8 support@mbil.co.jp
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Fv bk
,’?_’5 Code No. &% G
P4 8486 Autophagy Watch 1 kit
P20 8485 Autophagy Ab Sampler Set Antibodies: 25 L each, Positive control: 10 tests
ik
B%  CodeNo. HEF = FAVIAT A% % wEH
P15 PD041 Anti-Atg2A pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC 100 pL Hu, Mo, Rat, Hm
P15 M133-3 Anti-Atg3 mAb 3E8 Mouse IgG2bk WB, IR, IC 100 pg/100 pL Hu, Mo, Rat, Hm
P15 M134-3 Anti-Atg4B mAb 9H5 Mouse 1gG1 wB 100 pg/100 pL Hu, Mo, Rat, Hm
P16 M153-3 Anti-Atg5 mAb 4D3 Mouse IgG1x wB 100 pg/100 pL Hu, Mo, Rat, Hm
P16 PM050 Anti-Atg5 pAb Polyclonal Rabbit Ig (aff.) WB 100 pL Hu, Mo, Rat, Hm
P16 PM039 Anti-Atg7 (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IP 100 pL Hu, Mo, Rat, Hm
P16 PM090 Anti-Atg8 (Filamentous fungi) pAb Polyclonal Rabbit Ig (aff.) WB 100 pL Filamentous fungi
P16 PD042 Anti-Atg9A pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, IH* 100 pL Hu, Mo, Rat, Hm
P16 M151-3 Anti-Atg10 (Human) mAb 5A7 Mouse IgG1x WB, IH* 100 pg/100 pL Hu
P17 M154-3 Anti-Atg12 (Human) mAb 6E5 Mouse IgG1k WB, IR, IC 100 pg/100 pL Hu, Mo, Rat, Hm
P17 M184-3 Anti-Atg14 (Human) mAb 4H8 Mouse IgG2ax WB, IP 100 pg/100 pL Hu, Mo, Rat
P17 PD026 Anti-Atg14 pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC* 100 pL Hu, Mo, Rat, Hm
P17 M150-3 Anti-Atg16L mAb 1F12 Mouse IgG1k WB, IH*, FCM* 100 pg/100 pL Hu, Mo, Rat
P17 PM040 Anti-Atg16L pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC, Other* 100 pL Hu, Mo, Rat, Hm
P18 PDO17 Anti-Beclin 1 pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, IH* 100 pL Hu, Mo, Rat, Hm
P18 M135-3 Anti-GABARAP mAb 1F4 Mouse IgG1 WB, IC*, IH* 100 pg/100 pL Hu, Mo, Rat, Hm, Chi*
P18 PM037 Anti-GABARAP pAb Polyclonal Rabbit Ig (aff.) WB, IC 100 pL Hu, Mo, Rat, Hm
P18 PM038 Anti-GATE-16 pAb Polyclonal Rabbit Ig (aff.) WB, IH* 100 pL Hu, Mo, Rat, Hm
P14 M224-3 Anti-KEAP1 mAb KP1 Mouse IgG2ak WB 100 pg/100 pL Hu, Mo, Rat, Hm
P8 M152:3 Anti-LC3 mAb 4E12 Mouse IgGixc gielp IC.IH", FCM, Other”, 500 /100 L Hu, Mo, Rat, Hm
P7 M186-3 Anti-LC3 mAb 8E10 Mouse IgG2ax WB, IP* 100 pg/100 pL Hu, Mo, Rat, Hm
P8 M186-7 Anti-LC3 mAb-HRP-DirecT 8E10 Mouse IgG2ax WB 50 uL Hu, Mo, Rat, Hm
P7 PMO036 Anti-LC3 pAb Polyclonal Rabbit IgG WB, IR, IC, IH, FCM, Other* 100 pL Hu, Mo, Rat, Hm, Zeb*
P8 PDO14 Anti-LC3 pAb Polyclonal Rabbit IgG WB, IC*, IH* 100 pL Hu, Mo, Rat, Hm
P15 D071-3 Anti-Multi Ubiquitin mAb FK1 Mouse IgM WB 100 pg/100 pl Hu, Mo*
P15  D058-3 Anti-Multi Ubiquitin mAb FK2 Mouse IgG WB, IC*, ELISA*, IH* 100 pg/100 pl Erl:;it’\:llfl: Miky", Yeast’,
P15 D058-8 Anti-Multi Ubiquitin mAb-Agarose FK2 Mouse IgG1x IP Gel: 200 pL Hu
P15 D058-11 Anti-Multi Ubiquitin mAb-Magnetic Beads FK2 Mouse IgG1k IP 20 tests (Slurry: 1 mL)  Hu
P14 M200-3 Anti-NRF2 mAb 1F2 Mouse IgG1k WB, IR, IC, H 100 pg/100 pL Hu, Mo, Rat, Hm
P14 PMO069 Anti-NRF2 pAb Polyclonal Rabbit Ig (aff.) WB, IP,IC, IH 100 pL Hu, Mo(w), Rat(w), Hm(w)
P9 M162-3 Anti-p62 (SQSTM1) (Human) mAb 5F2 Mouse IgG1k WB, IR, IC, IH, FCM 100 pg/100 pl Hu, Mo, Rat, Hm
P10 M162-A48 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 488 5F2 Mouse IgG1k IC, FCM 100 pg/100 pL Hu
P10 M162-A59 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 594 5F2 Mouse IgG1k IC 100 pg/100 pL Hu
P10 M162-A64 Anti-p62 (SQSTM1) (Human) mAb-Alexa Fluor® 647 5F2 Mouse IgG1x IC, FCM 100 pg/100 pL Hu
P10 PMO045 Anti-p62 (SQSTM1) pAb Polyclonal Rabbit Ig (aff.) WB, IP, IC, IH, Other* 100 pL Hu, Mo, Rat, Hm, Zeb*
P10 PM066 Anti-p62 C-terminal pAb Polyclonal Guinea pig Ig (aff.) WB, IR, IC, H 100 pL Hu, Mo, Rat, Hm
P6 M230-3 Anti-Parkin mAb Paré Mouse IgG2ax wB 100 ug/100 pL Hu, Mo, Rat
P12 M217-3 Anti-Phospho-p62 (SQSTM1) (Ser351) mAb 5D5 Mouse IgG1k WB, IC, IH 100 pg/100 pL Hu, Mo, Rat*
P12 PM074 Anti-Phospho-p62 (SQSTM1) (Ser351) pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC, IH 100 pL Hu, Mo
P12 D344-3 Anti-Phospho-p62 (SQSTM1) (Ser403) mAb 4C8 Rat IgG2ax WB, IH 100 pg/100 uL Hu, Mo
P11 D343-3 Anti-Phospho-p62 (SQSTM1) (Ser403) mAb 4F6 Rat IgG2ax WB, IH 100 pg/100 pl Hu, Mo
P19 M170-3 Anti-Rubicon (Human) mAb 1H6 Mouse IgG2ak WB, IH 100 pg/100 pL Hu, Mo
P18 PD027 Anti-Rubicon (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IP, IH 100 pL Hu, Mo
P19 M212-3 Anti-Syntaxin-17 (Human) mAb 2F8 Mouse IgG2ax WB, IR, IC* 100 pg/100 pl Hu, Mo, Rat, Hm
P19 PM076 Anti-Syntaxin-17 (Human) pAb Polyclonal Rabbit Ig (aff.) WB, IR, IC 100 pL Hu, Mo, Rat
P14 MK-12-3 Anti-Ubiquitin mAb 2C5 Mouse IgG1 WB, IP*, IC* 100 pg/100 pL Hu, Mo, Rat, Bov
P14 MK-11-3 Anti-Ubiquitin mAb 1B3 Mouse IgG1 WB, IC*, IH*, Other* 100 pg/100 pL Hu, Mo*, Bov*
P18 M160-3 Anti-UVRAG mAb 1H4 Mouse IgG1x WB, IP*, IC* 100 pg/100 pL Hu, Mo, Rat, Hm
P19 PMO72 Anti-VMP1 pAb Polyclonal Rabbit Ig (aff.) WB, IP 100 pL Hu, Mo, Rat, Hm
P8 PM036-PN Positive control for anti-LC3 antibody WB 100 pl (10 tests)
ELISA v ~
,’?_’5 Code No. HR# ax
P13 CY-7055 CycLex® Total p62 ELISA Kit 96 Assay
5=
B%  CodeNo. m&ES 2
P6 AM-V0259M pMitophagy Keima-Red mPark2 (Kan) 20 ug
P6 AM-V0259HM  pMitophagy Keima-Red mPark2 (Hyg) 20 ug
P6 AM-V0251M CoralHue™ Mitochondria-targeted mKeima-Red (pMT-mKeima-Red) 20 ug
P6 AM-V0251HM  CoralHue™ Mitochondria-targeted monomeric Keima-Red (Hyg) 20 ug
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