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Description

Autophagy has been suggested to have an important role in development, differentiation,
neurodegeneration, infection and cancer. Autophagy is a process of intracellular bulk degradation
in which cytoplasmic components including organelles are sequestered within double-membrane
vesicles. As shown in Fig. 1, a flat vesicle called an isolate membrane appears in the cytoplasm (1).
Subsequently, the membrane extends while taking in the cytoplasm (2), its edges fusing to
compose an AP (Autophagosome) (3). Mitochondria and other large organelles are also contained
within the AP. When the AP fuses with a lysosome (4), its contents are degraded (5).
Autophagosomes deliver the contents to the lysosome/vacuole for degradation. This process aids
in cell survival during starvation periods by eliminating nutrients being needed for unnecessary
cellular processes. .

Detecting LC3 protein by using Western blotting application is widely used for monitoring
autophagic activity. LC3 is most actively studied and frequently used as a mammalian autophagy
marker. Shortly after translation (proLC3), LC3 is processed at the C-terminus into LC3-I. Upon
induction of autophagy, LC3-I is conjugated to the substrate phosphatidylethanolamine (PE). The
PE-LC3-I conjugate is referred to as LC3-11. Despite having a higher molecular weight than LC3-1,
LC3-IT is more hydrophobic and shows a higher mobility in sodium dodecyl
sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). Although the amount of LC3-II is
correlated with the number of autophagosomes, it can be difficult to interpret LC3 immunoblot
analysis.

Autophagy Watch is a combination of antibodies and lysosomal inhibitors that can detect
autophagy flux in Western blotting, and visualize autophagosomes in Immunocytochemistry.
Autophagy Watch is ready to use for the rapid and quantitative monitoring of autophagic activity.

Fig. 1. Autophagy pathway and lysosomal inhibitors



Features of Autophagy Watch
1. Anti-LC3 antibody and lysosomal inhibitors that detect autophagy flux in Western blotting are

included.

* About autophagy flux assay

Autophagy flux can be measured by comparing the amount of LC3-II in the presence and absence of

lysosomal inhibitors (Fig. 2).

LC3-II will be higher in the presence of the inhibitor.

If the enhancement of autophagy flux is occurring, the amount of

(Reference) Mizushima, N. and Yoshimori, T. Autophagy 3, 542-545 (2007)

Fig. 2. Interpretation of autophagy flux

2. This kit includes HRP conjugated antibodies for Western blotting application of the autophagy flux
assay [Anti-LC3 mAb HRP-DirecT (code no. M186-7Y), Anti-a-Tubulin pAb HRP-DirecT (code
no. PM054-7Y)]. These antibodies are time saving and easy to use.

3. Inhibitors included with the kit are diluted 1,000-fold.

4. This kit includes Anti-LC3 antibody for Immunocytochemistry [Anti-LC3 mAb (code no.
M152-3YY)]. This antibody is used to visualize autophagosomes.

Kit Components

Code No. Products Clone Isotype Quantity Application Crossreactivity
M186-7Y Anti-LC3 mAb-HRP-DirecT 8E10 Mo IgG2ak 100 b WB Hu, Mo, Rat, Hm
50 ul. WB (weak),
M152-3YY |Anti-LC3 mAb 4E12 Mo IgG1k e IC, IP, FCM,  |Hu, Mo, Rat, HmM
2 mg/mL
Immuno-EM
PMO054-7Y | Anti-a-Tubulin pAb-HRP-DirecT Polyclonal |Rab IgG (aff.) [100 uL WB Hu, Mo, Rat, Hm, Chi
Positive  control  for anti-LC3 100 pL
PMO36-PNY antibody (20 tests)
Chloroquine solution (x1000) 100 ub
Bafilomycin Al solution (x1000) 100 ub
Cell lysis buffer (x5) 1 mLx2

WB: Western Blotting, IC: Immunocytochemistry, IP: Immunoprecipitation, FCM: Flow Cytometry, Immuno-EM: Immuno-
electron microscopy, Hu: Human, Mo: Mouse, Rab: Rabbit, Hm: Hamster, Chi: Chicken
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Formulation
M152-3YY, PM036-PNY, PM054-7Y: PBS containing 50% Glycerol (pH 7.2). No preservative is
contained.

M186-7Y: PBS containing 50% Glycerol (pH 7.2)/ Preservative /Stabilizer

PMO036-PNY: human LC3B overexpressed 293T 1x10° cells were suspended with 100 uL of
Laemmli sample buffer. This product contains 5% 2-mercaptoethanol. Handle with care.

Chloroquine solution (x1000): 50 mM Chloroquine/PBS

Bafilomycin A1 solution (x1000): 100 uM Bafilomycin A1/DMSO

Cell lysis buffer (x5): 0.25 M Tris-HCI (pH 7.5), 0.75 M NacCl, 0.25% Nonidet P-40

Storage

This kit is stable for one year from the date of purchase when stored at -20°C.

Example of protocols using this kit
1. Autophagy flux assay by Western blotting
The following protocol is an example of LC3 autophagy flux assay detected by Western blotting
under starvation conditions of mammalian cells (MEF cells).

Materials required but not provided
* Nutrient medium [RPMI-1640 (Sigma; code no. R8787), 10% FCS, 100 U/mL Penicillin, 50
pg/mL Streptomycin]
+ Starvation medium [HBSS- Hanks’ Balanced Salt solution (Sigma; code no. H9269)]
+ 0.25% trypsin/l mM EDTA solution (Wako; code no. 201-16945)
- PBS
+ Laemmli sample buffer
* Protein concentration assay kit (e.g,.Bio-Rad; code no. 500-001JA)
+ Skimmed milk
+ PBS-T (0.05% Tween-20/PBS)
+ Chemiluminescent substrate (GE Healthcare; code no. RPN2106)
+ Culture dish (90 mm) (Thermo Scientific; code no. 172931)
+ Cell scraper (Sumitomo Bakelite; code no. MS-93170)
+ PVDF membrane (Merck Millipore; code no. IPVH00010)

*The product name/manufacturer name is reference information.
For details on each product, please check with the respective manufacturer.



Method
a) Preparation of loading samples
Preparation of reagents
Cell lysis buffer
Dilute Cell lysis buffer (x5) with 5 times its volume with distilled water. Store at 4°C.
(e.g., dilute 1 mL of Cell lysis buffer (x5) with 4 mL of distilled water.)

1) (First day)
Maintain MEF cells in a 90 mm culture dish in nutrient medium (10% FCS/RPMI-1640) until
70~80% confluence at 37°C with 5% CO,.

2) (Second day)
Detach MEF cells from the dish using trypsin/EDTA solution and count the cells. Seed 5x10°
cells per dish with 10 mL nutrient medium. (Prepare eight dishes.)
3) Incubate cells at 37°C with 5% CO, overnight.
4) (Third day)
Prepare four types of medium in 50 mL tubes as shown in Table 1.

Table 1. Preparation of culture medium for Autophagy flux assay

Medium Inhibitor
a 10%FCS/RPMI-1640 20 mL (-)
b | HBSS CoomL | ()
C HBSS 20 mL Chloroquine solution 20 uL
d HBSS 20 mL Bafilomycin A1 solution 20 uL

5) To wash the cells, remove medium supernatant from the culture dishes, add 10 mL of PBS gently,
and remove PBS.
6) Add 10 mL of medium prepared in step 4 (a, b, ¢, d in Table 1) to each two dishes, respectively.
7) Incubate at 37°C with 5% CO- for 3 hours. (Autophagy induction)
8) Wash the cells like step 5.
9) Add 5 mL PBS and detach the cells from the dish using cell scraper.
10) Place cell suspension of a, b, ¢ and d into 15 mL tubes and centrifuge at 700 x g at 4°C for 5
minutes.
11) Carefully remove and discard the supernatant. *Cell pellet can be stored at -80°C.
12) Add 100 pL of ice-cold Cell lysis buffer to each cell pellet and vortex for 5 seconds.
13) Transfer the samples to 1.5 mL sampling tubes and centrifuge at 15,000 x g at 4°C for 5 minutes.
14) Transfer supernatants from step 13) into new 1.5 mL sampling tubes and measure total protein
concentration. (e.g., Bradford method).
(Protein concentration of the sample will be approximately 1~2 mg/mL. If concentration is low,
increase the starting culture dishes. )
15) Add Laemmli sample buffer until final protein concentration 0.5 mg/mL and boil the samples for
5 minutes. *Prepared samples can be stored at -20°C.
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b) Western blotting
Reagents Preparation

* Membrane blocking buffer (10% skimmed milk/PBS)
Dissolve 5 g skimmed milk in 50 mL PBS.

+ Antibody dilution buffer (1% skimmed milk/PBS)
Dissolve 0.5 g skimmed milk in 50 mL PBS.

* Antibody reaction reagent
Dilute Anti-LC3 mAb-HRP-DirecT (code no. M186-7Y) (1:1,000) with 1% skimmed
milk/PBS.
(e.g., dilute 5 pL antibody with 5 mL 1% skimmed milk/PBS.)

*In the case of detecting loading control, dilute Anti-a-Tubulin pAb-HRP-DirecT (code no.

PM054-7Y) (1:1,000) with 1% skimmed milk/PBS.

1) Load 20 pL of the sample per lane in 15% SDS-polyacrylamide gel.
*In the case of using positive control, load 5 uL. of the PM036-PNY per lane.

2) Run the gel electrophoresis at 15 mA for 2 hours.

3) Blot the protein to a PVDF membrane at 1 mA/cm? for 1 hour in a semi-dry transfer system. (See
the manufacturer’s manual for precise transfer procedure.)

4) To reduce nonspecific binding, soak the membrane in 50 mL of 10% skimmed milk/PBS
overnight at 4°C.

5) Wash the membrane with PBS-T (0.05% Tween-20/PBS) for Sminutes. Repeat 3 times.

6) Incubate the membrane with antibody diluted with 1% skimmed milk for 1 hour at room
temperature. *Do not allow the membrane to dry during incubation.

7) Wash the membrane as described in step 5.

8) Detect LC3 band using chemiluminescence substrate.

To detect loading control using PMO054-7Y (Anti-a-Tubulin pAb-HRP-DirecT), soak the used
membrane in 50 mL 10% skimmed milk/PBS for 1 hour at room temperature or overnight at 4°C
and repeat procedures step 5 to step 8.



Results

Fig. 3 shows the results of autophagy flux assay by Western blotting using the above protocol.
Starvation (HBSS culture) induces increasing the amount of LC3-1I (Lane 1 vs. Lane 2).

Additionally, the amount of LC3-II increases in the presence of Chloroquine or Bafilomycin Al
(Lane 2 vs. Lane 3, 4). These results suggest the accumulation of LC3-II under starvation condition

indicates the enhancement of the autophagic flux.
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Fig. 3. Results of autophagy flux assay (Cells: MEF)

*MEF Atg5” was kindly provided by Dr. Noboru Mizushima. (Department of Biochemistry and
Molecular Biology, Graduate School and Faculty of Medicine, The University of Tokyo)




2. Immunocytochemistry
The following protocol is the example of observing autophagosomes by LC3 Immunocytochemistry
under starvation conditions of mammalian cells (MEF cells).

Materials required but not provided

* Nutrient medium
[RPMI-1640 (Sigma; code no. R8787), 10% FCS, Penicillin 100 U/mL, Streptomycin 50 pg/mL]

+ Starvation medium [HBSS- Hanks’ Balanced Salt solution (Sigma; code no. H9269)]

+ 0.25% trypsin/l mM EDTA solution (Wako; code no. 201-16945)

* PBS

*+ 4% Paraformaldehyde (PFA)/PB Solution (Wako; code no.163-20145)

+ Digitonin (e.g. Sigma; code no. D141-100MG)

* DAPI solution (e.g. Dojindo; code no. 340-07971 diluting 1000-fold in PBS)

* Mounting medium (Life Technologies; code no. P36930)

+ Secondary antibody [Anti-Mouse IgG Alexa Fluor® 488 conjugate (Life Technologies; code no.
A11001)]

+ 8 wells chamber slide (Thermo Scientific; code no. 154941)

*The product name/manufacturer name is reference information.
For details on each product, please check with the respective manufacturer.

Preparation of reagents

+ Cell permeabilization solution
Prepare 100 pg/mL Digitonin/PBS just before use.
(e.g., dissolve 1 mg Digitonin in 10 mL PBS.)

* Primary antibody reaction solution
Dilute anti-LC3 mAb (code no. M152-3YY) (1:50) with PBS.
(e.g., dilute 20 pL antibody in 1 mL PBS.)

* Secondary antibody reaction solution
Dilute anti-Mouse IgG Alexa Fluor® 488 conjugate (1:500) with PBS.
(e.g., dilute 2 pL antibody in 1 mL PBS.)

Method
1) (First day)
Maintain MEF cells in a 90 mm culture dish in nutrient medium (10% FCS/RPMI-1640) until
70-80% confluence at 37°C with 5% CO..
2) (Second day)
Detach MEF cells from the dish using trypsin/EDTA solution and count the cells.
Seed 5x103 cells per wells with 200 uL nutrient medium.
3) Incubate at 37°C with 5% CO, overnight.
4) (Third day)
Prepare four types of medium in 1.5 mL sampling tubes as shown in Table 2.

Table 2. Preparation of culture medium for Immunocytochemistry.

Medium Inhibitor
a | 10%FCS/RPMI-1640 L o1mL (-)
b | HBSS CmL ()
C HBSS 1mL Chloroquine solution 1ulL
d HBSS Co1mL Bafilomycin A1 solution 1ulL

-



5) Remove the culture supernatant by careful aspiration. Do not allow the slides to dry during steps
5-17.
6) To wash the cells on slides, add 200 uL HBSS in each well and remove HBSS.
7) Add 200 uL medium prepared in step 4 (a, b, ¢, d in Table 2) to each well, respectively.
8) Incubate at 37°C with 5% CO, for 3 hours.
9) Remove supernatant and wash gently the cells with PBS. Repeat 2 times.
10) Fix the cells adding 200 uL of 4% PFA/PB solution to each well for 10 minutes at room
temperature.
11) Wash the cells as in the step 9.
12) Permeabilize the cells with 200 puL of 100 pg/mL Digitonin/PBS for 10 minutes at room
temperature.
13) Wash the cells as described in the step 9.
12) Add 200 pL of primary antibody reaction reagent for 1 hour at room temperature.
14) Wash the cells as described in the step 9.
15) Add 200 pL of secondary antibody reaction reagent and incubate for 30 minutes at room
temperature. Keep out light.
16) Add a drop of DAPI solution and incubate for 5 minutes at room temperature.
17) Wash the cells as described in the step 9.
18) Add mounting medium onto the slide, then put a cover slip on it and image the slide with
fluorescence microscope.

Results
Fig. 4 shows the results of LC3 Immunocytochemistry using the above protocol.
Under starvation (HBSS culture) condition, the accumulation of autophagosomes is detected. In the
presence of an inhibitor, the number of autophagosomes is further increased.

Microscope: BZ-9000 Generation IT (Keyence)
Primary antibody: Anti-LC3 mAb (code no. M152-3YY)

R

Secondary antibody: Anti-Mouse IgG Alexa Fluor® 488 conjugate
Fig. 4. Results of LC3 Immunocytochemistry (Cells: MEF)
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Troubleshooting
1. It is difficult to separate the bands of LC3-I and LC3-II using Western blotting.

LC3 are detected as two bands at 16 kDa and 14 kDa in various cell lysates, respectively. We
recommend using 15% SDS-polyacrylamide gel to obtain optimal performance.

2. LC3-I and LC3-II band cannot be detected.
Consider increasing the volume of loading sample or increasing the concentration of anti-LC3
antibody. In addition, we recommend using Western blotting control for anti-LC3 antibody (code no.
PMO036-PNY).

3. During the reaction of immunocytochemistry, the cells come off from the slide wells.
Never allow the slide to dry out.

Related products
Please visit our website at https://ruo.mbl.co.jp/



https://ruo.mbl.co.jp/
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(23 3CHk) Mizushima, N and Yoshimori, T. Autophagy 3, 542-545 (2007)
2. F— N7 7 U—FHEOMR

2. v AZ T ayT 47 PR [Anti-LC3 mAb HRP-DirecT (code no. M186-7Y),
Anti-o-Tubulin pAb HRP-DirecT (code no. PM054-7Y)] IZ HRP % [ELH2E7E L 7= 850 C3, 2 kbt
BELBEL LRWTD, 7 vt A B O/EN. 2 WHEREROIEFRRIER 2 25D Lo
RN H Y £7,

3. A= b7 7 U—REOMEANITY VY — AHEHRITH S Chloroquine & Bafilomycin Al 23
Ff STV ET, BT 1,000 A RE T2 2 LI ko THSICHEURIRE TR TE X
R

4. fKYL A APUA [Anti-LC3 mAD (code no. M152-3YY)] 3% v MI& EH TV ET, 20K
LA EIc LY RN — N7 7 TV — A EAPUL L TBIET A ENTEET,

X v MBS

Products Clone Isotype Quantity Application Crossreactivity
M186-7Y Anti-LC3 mAb-HRP-DirecT 8E10 Mo IgG2ak 100 pL WB Hu, Mo, Rat, Hm
50 L WB (weak),
M152-3YY |Anti-LC3 mAb 4E12 Mo IgG1k = IC, IP, FCM, Hu, Mo, Rat, Hm
2 mg/mL
Immuno-EM
PM054-7Y | Anti-a-Tubulin pAb-HRP-DirecT Polyclonal |Rab IgG (aff.) |100 uL wB Hu, Mo, Rat, Hm, Chi
Positive  control  for  anti-LC3 100 pL
PMO36-PNY antibody (20 tests)
Chloroquine solution (x1000) 100 uL
Bafilomycin A1l solution (x1000) 100 pL
Cell lysis buffer (x5) 1 mLx2

WB: Western Blotting, IC: Immunocytochemistry, IP: Immunoprecipitation, FCM: Flow Cytometry, Immuno-EM: Immuno-
electron microscopy, Hu: Human, Mo: Mouse, Rab: Rabbit, Hm: Hamster, Chi: Chicken
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YTy T 7 — TR LTI % 5% 2-mercaptoethanol & A
Chloroquine solution (x1000): 50 mM Chloroquine/PBS
Bafilomycin A solution (x1000): 100 uM Bafilomycin A1/DMSO
Cell lysis buffer (x5): 0.25 M Tris-HCI (pH 7.5), 0.75 M NaCl, 0.25% Nonidet P-40
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. SeFELH [RPMI-1640 (Sigma; code no. R8787), 10% FCS, 100 U/mL Penicillin, 50 pg/mL
Streptomycin]
- HLifES H [HBSS- Hanks’ Balanced Salt solution (Sigma; code no. H9269)]
- 0.25% ~ U 72 >/1 mM EDTA ¥% (Wako; code no. 201-16945)
- PBS
« Laemmli %> 7 LNy 7 57—
« B ERERIERIR (e.g Bio-Rad; code no. 500-001JA)
c AF LI NVT
* PBS-T (0.05% Tween-20/ PBS)
- ALFF I HFAIE  (GE Healthcare; code no. RPN2106)
cIEE T L— MOOmm 7 4 =) (Thermo Scientific; code no. 172931)
BNV RY L—R— (EFK—7 T A F;code no. MS-93170)
* PVDF A > 7 L (Merck Millipore; code no. IPVH00010)
MU« A— T —RET — Y EEREOBEE R TT,
BHRILOFERIIZNZEND A — T —ITHER L T &N,

a) KT oFEE

ARIE DR
- MR N > 7 7 —
Cell lysis buffer (x5) Z /K TS HEHRN L ET, 4°C THRIFLE T,
(5] : 1 mL @ Cell lysis buffer (x5) {Z 4 mL DMK ZIMNZ £7,)

1) (Fi%x BETIZ)

MEF i % 10% FCS/RPMI-1640 T 70~80% = > 7 /)L MI7Z5 K 512 CO A »F 2
—X&— (37°C, 5% CO,) TH#ELE,
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2) (®iH)
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¥or)

K1 A= T770—=TF v 7 AT v A DIDOEHID HE(R

15t EEE
a | 10%FCS/RPMI-1640 - 20mL (-)
b | HBSS C2omL | (-)
c HBSS 20 mL Chloroquine solution 20 uL
d HBSS . 20mL Bafilomycin A1 solution 20 uL

5) ATHHE L7 MEF il ¢ v > 2 EEZFRE . 4 10 mL @ PBS Z a3 A3 40720
£t o< 0 A, Mz Lizob, PBS & £,

6) ) THE L= a), b), ¢), HDOEFHAET £ v 22K 10mL THOWRMLUET, (%2 £

7)COr A v F a_X—H— (37°C,5% CO,) TIWEHELET, (F— 77 P—0iFE)

8) 5) & [AIA%IZ PBS Tl 1 [k L £,

9) K7 4 v =T PBS ZH7ciZ SmL Nz, BLVAZ L—R—THilAZEETL— M55
BEsEET,
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R

13) MR Z 1.5mL ~A 7 a0 Fa—7ZB L, 4°C, 15,000 x g T 5 /yfmEnLET,

14) BFiEZEBO~A 7 0F 2—7 128 L, Bradford 5% T EEO Z L 7 BB E I L £,
(BXZ 12mgmL DX X7 EREOY I ANELNET, BN Tk
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15) A HETEEE 0.5 mg/mL 272 % K 912 Laemmli V> 7"y 7 7 — &I Z 5 45 R&#H L £,
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- 1 WHUE SR
Anti-LC3 mAb-HRP-DirecT (code no. M186-7Y) % 1% A %A 2 /L7 /PBS T 1,000 AR L £ 9,
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() : 5mL D 1% AFLI/L7/PBSIZ5ul OFUEEINAZ ET,)
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7= 7 (Lane2) %95 & Lane2 @D LC3-II DN ROV 7 FAREIML TWA Z &Enb
MO FET, £/, Lane 2OV UV ERREREZRM LTz 7 v (Lane 3, 4) Zlbfgd 5 L &
HIZLC3-Il DR ROU T FIUREIML TWET, ZHODORRICL Y | ARSI FoRE#IC X
S>7TC, MEFMileOA—F7 7 V—DFEINTNDEEEZDZENRTEET,

(kDa) 1 2 3 4 5 6
20 —
15— LC3-1
LC3-II Lane 1:  10% FCS/RPMI-1640

Detection:  Anti-LC3 mAb-HRP-DirecT Lane 2: HBSS

75— Lane 3: HBSS + Chloroquine
. Lane 4: HBSS + Bafilomycin Al
50— a-Tubulin .
Lane 5: MEF Atg5

37— .

Detection:  Anti-o-Tubulin pAb-HRP-DirecT Lane 6:  Positive control (PM036-PNY)

3.MEF filfElc BT 24— "I 7 O—T T v I AT v A fER

MEF Atg5™": BURUR PR PP E 7R P Se Rl K & - 8 T ot
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2. MRGEIC L 24— T 7 IV —ADBIEE
L E AL (MEF fifa) OFERLBEIC X 54— F 7 7 P —iF8 4 LC3 OMiflaief T
% FE i T,

AHE LM LERZEEE - REK
- SeFEEEH [RPMI-1640 (Sigma; code no. R8787), 10% FCS, 100 U/mL Penicillin, 50 pg/mL
Streptomycin]
- HLifES H [HBSS- Hanks’ Balanced Salt solution (Sigma; code no. H9269)]
- 0.25% ~ U 72 >/1 mM EDTA ¥%%  (Wako; code no. 201-16945)
- PBS
+ 4% Paraformaldehyde (PFA)/PB Solution (Wako; code no. 163-20145)
- Digitonin (e.g. Sigma; code no. D141-100MG)
* DAPI solution (e.g. [R{={L*; code no. 340-07971 % PBS C 1,000 f%77fR L i f)
- v MAl (Life Technologies; code no. P36930)
« 2 IRPUIK [Anti-Mouse IgG Alexa Fluor® 488 conjugate (Life Technologies; code no. A11001)]
« 8 NF ¥ /3= T A K (Thermo Scientific; code no. 154941)
*UWA « A— D —2IET — X RIFREOS B E®RTT,
BRI OFEMIIZNEND A — D —ITHER L TS,

REDORR
« IR e 2 e AL BRI
100 pg/mL Digitonin/PBS Z fi#d L £ 97, HFRFFHH
(5] : 1 mg @ Digitonin % 10 mL @ PBS (2L £3,)

< 1 IRPURBSIR
Anti-LC3 mAb (code:M152-3YY)% PBS T 50 {577 R L £,
(% : 1 mL @ PBS (Z 20 uL OFiiEZ Mz £9,)

2 PR BSHR
Anti-Mouse IgG Alexa Fluor®488 conjugate % PBS T 500 {7/ R L £,
(5] - 1 mL @ PBS {Z 2 uL OFLEZMZ ET,)

1) (Bi% BETID)

MEF i % 10% FCS/RPMI-1640 T 70~80% = > 7 )L MI75 K 512 CO A »F 2
— X% — (37°C, 5% CO,) THE#HELET,

2) (RiH)

MEF fifia U 7> L /EDTA IRIE CHIR L7-D b, Mg A1 L. 10% FCS/RPMI-1640
T 25X 10ME/mL (MR A2 R L 8 UV = LT v /X —R2F A RIZ200 uL T O E £,
3)COr A v F 2 _X—H— (37°C, 5% C0,) T L £,

4) (A—b+b77T—FHE YR)
T20XHIT4EEOEMEZ 15mL Fa—7ICHELET,
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# 2. MREYL a0 7= 3 D15 H o> He

it =S
a 10%FCS/RPMI-1640 1 mL (-)
b | HBSS C1mL ()
C HBSS 1 mL Chloroquine solution 1 uL
d HBSS 1 mL Bafilomycin A1 solution 1 uL

* DI O BEIT IS R L7220 K S IR L THEZ T T2 &0,

5 TAEL—H—TF v o N"—A7 4 RO EFEZRVBRE £,

6) 200 uL @ HBSS 47 = /VIZM A, A7 A4 ROMaZHE LizDb, HBSS kx££,
7 4)THE LT a), b), ¢). A)DEEHAZ KD = /LIZ 200 uL TORML £,

8) COy A v F 2 _—H— (37°C, 5% CO,) T3HFRIEELET,

9) £ D EEERE . REEZAWT PBS 27 =/l o Wiz L, iz TE
T, ZOBEMEZ 2RV K U E T, IR FHNNRNE S ITHER L THREFL T EEN,)

10) 4% PFA/PB Solution % 4% 7 == /L{Z 200 uL 0 L, =10 C 10 /0 fiE L Clia 2 [&7E L £ 77,

11)9) & [FIEEIZ PBS TAT A R&EWEHFLET,

12) 100 pg/mL Digitonin/PBS % 47 = /L2 200 uL IR L, IR T 10 /rFFE L, MR oFEiE
BEITVET,

13)9) & [AARIC PBS TA T A REMWHEEFLET,

12) 1 IRGURSSIE % 7 = /112 200 pL Al L CRE T —FBEM#E L £,

14) 9) L [AIERIZ PBS TA T A R&¥EEL T,

15) 2 IHUIRAIRIE 2 45 7 = /L1Z 200 uL JHN L TR CTHEYE LT 30 & L £9,

16) DAPI solution & —iiiiii F L, =L TS5 ofriE LE 7,

17) 9) & [FIARIC PBS TA T A REMHEEFLET,

18) ~ ¥ REIZUI L, I 3—H T A Z# a0t M cRez L £,
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i =

41%, ko7 1 a3 T 7=, MEF MidOingetofs i c4,
BARSS: O HBSS TS T 5 A — 77 IV — AN Fy MRICBE T, [WEXMZTRNT S Z
LTHA— P77 Y=L TWEDOR LY 9,

1 PR Anti-LC3 mADb (code no. M152-3YY)
2 RBLIR: Anti-Mouse IgG Alexa Fluor® 488 conjugate
PAMEE:BZ-9000 Generation 11 (Keyence)

4. MEF #AaIZ 3517 2 A e o 5
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NFGITN a—TFT 4T

. Vo RZ 70y 427 TLC3-1 & LC3-I DX RRSEECE £8 A,
LC3-1 & LC3-I11ZZNF1 16 kDa, 14k Da T2/ 8 RBBELE T, 15%7 27 VAT I K
PO 2RO LET, 77V MLV EFNT S LC3-T & LC3-I1 2 55 T 978,
15%7 7 UILT 2 RTZLVERWERSEO TN v —T R ReHT 22 E N TEET,

2. YT AR T yT 4 TLC3-1 & LC3-Il DN RBRIHTE £ A,
MIEREIC LD . LC3 OFEHEITERR Y £, IKBRFOY TV T 77 A4 B2 T ., JuF
DHFRERE T TR 2fT-o T 7Z&W, £72, Fv MZEMORY T 4 73 ba—u
(Positive control for anti-LC3 antibody; PM036-PNY) & & CZRIH < 72 &0,

3. MBEDEIETA T A R oMEA TP TLENET,
Ml Z EET 2 E TORICHRAEELTLES L AT FRBIEPART < RoTL
FOVET, MEELEESERVE S ICERBELZIT > TIZE,

B A

MH-HPA 2 < 72 &\, https://ruo.mbl.co.jp/

BATEEHCRE 5 T, A—2L~— (https:/ruo.mbl.co.jp) 2L TE £,
AT O @E ZFH < IZE 0,

URL https://ruo.mbl.co.jp e-mail support@mbl.co.jp
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