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Overview

Product Name
Reactive Species

Description

Application
Clonality

Formulation

Storage Instructions

Host

Uniprot ID

Anti-ULK1/Atg1 Rabbit Monoclonal Antibody
Human, Mouse, Rat

Boster Bio Anti-ULK1/Atg1 Rabbit Monoclonal Antibody catalog # M00584. Tested in WB, IHC,
ICC/IF applications. This antibody reacts with Human, Mouse, Rat.

IF, IHC, ICC,WB
Monoclonal ABHH-21

Rabbit IgG in stabilizing components, phosphate buffered saline, pH 7.4, 150mM NaCl, 0.02%
sodium azide and 50% glycerol.

*This antibody is supplied in a stabilized formulation.

Compatibility with conjugation reactions depends on the chemistry of the conjugation method used.
For conjugation methods that are not compatible with the stabilizing components present in this
formulation, a carrier-free antibody format is required.

Store at -20°C for one year. For short term storage and frequent use, store at 4°C for up to one
month. Avoid repeated freeze-thaw cycles.

Rabbit

075385

Technical Details

Immunogen
Isotype

Form
Concentration
Purification

Suggested Dilutions

A synthesized peptide derived from human ULK1
Rabbit IgG

Liquid

0.5mg/ml

Affinity-chromatography

WB 1:500-2000

IHC 1:50-200
ICC/IF 1:50-200
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Anti-ULK1/Atg1 Rabbit Monoclonal Antibody (M00584) Images

miR-619-5p negatively regulates Pygo2 and ATG14
expression. a The predicted miR-619-5p binding sequence in
the Pygo2 3'UTR and the generation of dual-luciferase
reporter plasmids of wild-type (WT) or mutant (MT) were
shown. b Luciferase activity assays were performed in
PANC-1 cells co-transfected with Pygo2 WT or Pygo2 MT and
miR-619-5p mimic or miR-619-5p inhibitor. c and d The
mMRNA and protein levels of Pygo2 in PANC-1 and ASPC-1
cells after transfection with miR-619-5p mimics or
miR-619-5p inhibitor. e Western blotting in PANC-1 cells
transfected with PVT1 siRNA was carried out using the
indicated antibodies. f and g The miR-619-5p binding
sequence in the ATG14 3'UTR and the generation of dual-
luciferase reporter plasmids of wild-type (WT) or mutant
(MT) were shown. h Luciferase activity assays were
performed in PANC-1 cells co-transfected with ATG14 WT or
ATG14 MT and miR-619-5p mimic or miR-619-5p inhibitor. i-k
The mRNA and protein levels of ATG14 in PANC-1 and
ASPC-1 cells after transfection with miR-619-5p mimics or
miR-619-5p inhibitor. | and m The expression of ATG14 after
co-transfection with PVT1 and miR-619-5p mimics or PVT1
siRNA and miR-619-5p inhibitor. Data were represented as
mean * SD, * P

PVT1/miR-619-5p axis promotes autophagic activity by
regulating ATG14. a Western blotting analysis of PANC-1 and
ASPC-1 cells after PVT1 knockdown with or without ATG14
overexpression was carried out with the indicated
antibodies. b Western blotting analysis of PANC-1 and
ASPC-1 cells after PVT1 overexpression with or without
ATG14 knockdown was carried out with the indicated
antibodies. ¢ and d Representative confocal images of GFP-
LC3 puncta in PANC-1 cells transfected with PVT1 siRNA with
or without co-transfection of ATG14 overexpression plasmid
with and without gemcitabine treatment. The number of GFP-
LC3 puncta was quantified using Image) software. ( n = 10).
Scale bars: 10 um. e and f Representative confocal images
of GFP-LC3 puncta in PANC-1 cells transfected with PVT1
overexpression plasmid with or without co-transfection with
ATG14 siRNA with and without gemcitabine treatment. The
number of GFP-LC3 puncta was quantified using Image)
software. (n = 10). Scale bars: 10 um. g and h
Representative electronic micrographs of the
autophagosomes or autolysosomes of PANC-1 cells co-
transfected with PVT1 overexpression plasmid and/or ATG14
siRNA with or without gemcitabine treatment. Red arrows
indicate autophagic structures. The number of autophagic
structures per cell was quantified (n = 10). Scale bars: 2 um.
i and j Representative electronic micrographs of the
autophagosomes or autolysosomes of PANC-1 cells co-
transfected with miR-619-5p mimics and/or ATG14 siRNA
with or without gemcitabine treatment. Red arrows indicate
autophagic structures. The number of autophagic structures
per cell was quantified (n = 10). Scale bars: 2 um. k and |
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Western blotting analysis of PANC-1 and ASPC-1 cells after
transfection with miR-619-5p mimics with or without ATG14
overexpression was carried out with the indicated
antibodies. Data were represented as mean = SD, * P

PVT1 interacts with ATG14 and promotes Ptdins3K-C1
complex assembly. a The interaction between PVT1 and
ATG14 in PANC-1 and ASPC-1 cells was confirmed by RNA
pulldown followed by western blotting. b and ¢ qRT-PCR
analysis of PVT1 following RNA immunoprecipitation (RIP)
assays in PANC-1 and ASPC-1 cells using anti-ATG14
antibody. RNA enrichment was determined relative to the
IgG control. U6 was used as a non-specific control. d and e
The interaction between PIK3C3 and ATG14 or BECN1 after
PVT1 knockdown in PANC-1 cells. Immunoprecipitated
endogenous PIK3C3 was quantified using Image Lab
software and normalized against the amount of PIK3C3 in
whole-cell lysates. f and g The interaction between PIK3C3
and ATG14 or BECN1 after PVT1 overexpression and/or
miR-619-5p co-transfection in PANC-1 cells with or without
gemcitabine (1 uM) treatment. Immunoprecipitated
endogenous PIK3C3 was quantified using Image Lab
software and normalized against the amount of PIK3C3 in
whole-cell lysates. h The interaction between Bcl2 and
BECN1 after PVT1 overexpression in PANC-1 cells with or
without gemcitabine (1 uM) treatment. Immunoprecipitated
endogenous Bcl2 was quantified using Image Lab software
and normalized against the amount of PIK3C3 in whole-cell
lysates. i The interaction between PIK3C3 and BECN1 after
the overexpression of miR-619-5p mimics in PANC-1 cells
with or without gemcitabine (1 uM) treatment.
Immunoprecipitated endogenous PIK3C3 was quantified
using Image Lab software and normalized against the
amount of PIK3C3 in whole-cell lysates. j-I Different Ptdins3K-
C1 complex components were immunoprecipitated from
PANC-1 and ASPC-1 cells overexpressing PVT1 or
miR-619-5p mimics with or without gemcitabine (1 uM)
treatment with ATG14 antibody. PIK3C3 activity was
measured by analyzing PtdIns3P production using ELISA as
described in the Materials and Methods section. The fold
change in PtdIns3P activity was calculated based on the
concentration of Ptdins3P and normalized to the amount of
ATG14 used in the assay. m and n Representative confocal
images of GFP-ZFYVEL puncta in control or PVT1- or
miR-619-5p-transfected PANC-1 cells with or without
gemcitabine induction. The numbers of GFP-ZFYVEL puncta
was quantified ( n = 10). Scale bars: 10 um. Data were
represented as mean = SD, * P

Western blot analysis of ULK1 using anti-ULK1 antibody
(M00584). Electrophoresis was performed on a 5-20% SDS-
PAGE gel at 70V (Stacking gel) / 90V (Resolving gel) for 2-3
hours. The sample well of each lane was loaded with 30 ug
of sample under reducing conditions. Lane 1: human 293T
whole cell lysates, Lane 2: human A549 whole cell lysates,
Lane 3: human U-87MG whole cell lysates, Lane 4: human
Hela whole cell lysates, Lane 5: rat liver tissue lysates, Lane
6: rat PC-12 whole cell lysates, Lane 7: mouse liver tissue
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lysates, Lane 8: mouse Neuro-2a whole cell lysates. After
electrophoresis, proteins were transferred to a nitrocellulose
membrane at 150 mA for 50-90 minutes. Blocked the
membrane with 5% non-fat milk/TBS for 1.5 hour at RT. The
membrane was incubated with rabbit anti-ULK1 antigen
affinity purified monoclonal antibody (Catalog # M00584) at
1:500 overnight at 4°C, then washed with TBS-0.1%Tween 3
times with 5 minutes each and probed with a goat anti-
rabbit IgG-HRP secondary antibody at a dilution of 1:1000 for
1.5 hour at RT. The signal is developed using an Enhanced
Chemiluminescent detection (ECL) kit (Catalog # EK1002)
with Tanon 5200 system. A specific band was detected for
ULK1 at approximately 130 kDa. The expected band size for
ULK1 is at 113 kDa.

IHC analysis of ULK1 using anti-ULK1 antibody (M00584).
ULK1 was detected in a paraffin-embedded section of human
prostate cancer tissue. Heat mediated antigen retrieval was
performed in EDTA buffer (pH 8.0, epitope retrieval
solution). The tissue section was blocked with 10% goat
serum. The tissue section was then incubated with 1:50
rabbit anti-ULK1 Antibody (M00584) overnight at 4°C.
Peroxidase Conjugated Goat Anti-rabbit IgG was used as
secondary antibody and incubated for 30 minutes at 37°C.
The tissue section was developed using HRP Conjugated
Rabbit IgG Super Vision Assay Kit (Catalog # SV0002) with
DAB as the chromogen.

IHC analysis of ULK1 using anti-ULK1 antibody (M00584).
ULK1 was detected in a paraffin-embedded section of human
spleen tissue. Heat mediated antigen retrieval was
performed in EDTA buffer (pH 8.0, epitope retrieval
solution). The tissue section was blocked with 10% goat
serum. The tissue section was then incubated with 1:50
rabbit anti-ULK1 Antibody (M00584) overnight at 4°C.
Peroxidase Conjugated Goat Anti-rabbit IgG was used as
secondary antibody and incubated for 30 minutes at 37°C.
The tissue section was developed using HRP Conjugated
Rabbit IgG Super Vision Assay Kit (Catalog # SV0002) with
DAB as the chromogen.

IHC analysis of ULK1 using anti-ULK1 antibody (M00584).
ULK1 was detected in a paraffin-embedded section of mouse
brain tissue. Heat mediated antigen retrieval was performed
in EDTA buffer (pH 8.0, epitope retrieval solution). The tissue
section was blocked with 10% goat serum. The tissue
section was then incubated with 1:50 rabbit anti-ULK1
Antibody (M00584) overnight at 4°C. Peroxidase Conjugated
Goat Anti-rabbit IgG was used as secondary antibody and
incubated for 30 minutes at 37°C. The tissue section was
developed using HRP Conjugated Rabbit IgG Super Vision
Assay Kit (Catalog # SV0002) with DAB as the chromogen.

IHC analysis of ULK1 using anti-ULK1 antibody (M00584).
ULK1 was detected in a paraffin-embedded section of rat
brain tissue. Heat mediated antigen retrieval was performed
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in EDTA buffer (pH 8.0, epitope retrieval solution). The tissue
section was blocked with 10% goat serum. The tissue
section was then incubated with 1:50 rabbit anti-ULK1
Antibody (M00584) overnight at 4°C. Peroxidase Conjugated
Goat Anti-rabbit IgG was used as secondary antibody and
incubated for 30 minutes at 37°C. The tissue section was
developed using HRP Conjugated Rabbit IgG Super Vision
Assay Kit (Catalog # SV0002) with DAB as the chromogen.

Immunofluorescent analysis of 293 cells, using ULK1
Antibody.
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Anti-ULK1/Atgl Rabbit Monoclonal Antibody

For Research Use Only. Not for use in diagnostic procedures.
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