
HAK21030
Autophagy Vesicle Elongation (LC3 Conjugation) Antibody Sampler Kit

Contains  Product Quantity Applications Species  reactivity MW(k Da)
MAP1LC3A [ET1609-26] 20µl WB, IF-Cell , IF-T issue, IHC-P, IP, FC H, M, R 14 kDa
LC3B [ET1701-65] 20µl WB, IF-Cell , IHC-P, IF-T issue, IP,mIHC H, M, R 14/16 kDa
AT G7 [ET1610-53] 20µl WB, IF-Tissue, IHC-P, IP, FC H, R 78 kDa
AT G4B [HA721829] 20µl WB H, M, R, Mk 44 kDa
AT G4A [HA721010] 20µl WB, IHC-P, FC, IF-Cell H, M, R 45 kDa
GABARAP [ET1705-53] 20µl WB, IHC-P, FC H, M, R 14 kDa
Apg3 [ET1706-29] 20µl WB, IHC-P H, M, R 40 kDa
HRP-Goat Anti-Rabbit  IgG (H+L) [HA1001] 100µl WB, ELISA, IHC-P Rab

Des cription: The Autophagy Ves icle Elongation (LC3 Conjugation) Antibody Sampler Kit
provides  an economical means  of detect ing target  proteins  related to autophagy
ves icle elongation pathway. The kit  contains  enough antibody to perform two
wes tern blots  per primary.

Storage Buffer: 1*TBS (pH7.4), 0.05% BSA, 40% Glycerol. Pres ervative: 0.05% Sodium Azide.

Storage Ins truction: Store at  +4℃  after thawing. Aliquot s tore at  -20℃ . Avoid repeated freeze /  thaw
cycles .

Background Autophagy is  a catabolic proces s  for the autophagos omic-lys os omal degradation
of bulk cytoplas mic contents .Autophagy marker Light  Chain 3 (LC3) was  originally
identified as  a s ubunit  of microtubule-as s ociated proteins  1A and 1B (termed
MAP1LC3).Three human LC3 is oforms  (LC3A, LC3B, and LC3C) undergo pos t-
trans lat ional modificat ions  during autophagy.Cleavage of LC3 at  the carboxy
terminus  immediately following s ynthes is  yields  the cytos olic LC3-I form. During
autophagy, LC3-I is  converted to LC3-II through lipidation by a ubiquit in-like
s ys tem involving Atg7 and Atg3 that  allows  for LC3 to become as s ociated with
autophagic ves icles .The pres ence of LC3 in autophagos omes  and the convers ion
of LC3 to the lower migrat ing form, LC3-II, have been us ed as  indicators  of
autophagy. 
Numerous  mammalian counterparts  to yeas t  Atg proteins  have been des cribed,
including three Atg8 proteins  (GATE-16, GABARAP, and LC3) and four Atg4
homologs  (Atg4A/autophagin-2, Atg4B/autophagin-1, Atg4C/autophagin-3, and
Atg4D/autophagin-4). The cys teine proteas e Atg4 is  pivotal to autophagos ome
membrane generat ion and regulat ion.GABAA receptor as s ociated protein
(GABARAP) is  an Atg8 family protein with a key role in autophagy.Proces s ing of
GABARAP involves  cleavage by Atg4 family members  followed by conjugation by
the E1 and E2 like enzymes  Atg7 and Atg3.

Databas e l inks : UniProt  ID: Q9H492, Q91VR7, Q6XVN8, Q9GZQ8, Q9CQV6, Q62625, O95352, Q641Y5,
Q9Y4P1, Q8BGE6, Q62625, Q8W YN0, Q8C9S8, B1H274, O95166, Q8R3R8, P60517,
Q9NT62, Q9CPX6, Q6AZ50

https://www.uniprot.org/uniprot/Q9H492
https://www.uniprot.org/uniprot/Q91VR7
https://www.uniprot.org/uniprot/Q6XVN8
https://www.uniprot.org/uniprot/Q9GZQ8
https://www.uniprot.org/uniprot/Q9CQV6
https://www.uniprot.org/uniprot/Q62625
https://www.uniprot.org/uniprot/O95352
https://www.uniprot.org/uniprot/Q641Y5
https://www.uniprot.org/uniprot/Q9Y4P1
https://www.uniprot.org/uniprot/Q8BGE6
https://www.uniprot.org/uniprot/Q62625
https://www.uniprot.org/uniprot/Q8WYN0
https://www.uniprot.org/uniprot/Q8C9S8
https://www.uniprot.org/uniprot/B1H274
https://www.uniprot.org/uniprot/O95166
https://www.uniprot.org/uniprot/Q8R3R8
https://www.uniprot.org/uniprot/P60517
https://www.uniprot.org/uniprot/Q9NT62
https://www.uniprot.org/uniprot/Q9CPX6
https://www.uniprot.org/uniprot/Q6AZ50
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Fig1: Wes tern blot  analys is  of LC3B on different  lys ates
with Rabbit  anti-LC3B antibody (ET1701-65) at  1/2,000
dilut ion and competitor's  antibody at  1/1,000 dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: HeLa treated with 50μM Chloroquine for 18 hours
cell lys ate
Lane 3: C2C12 cell lys ate
Lane 4: C2C12 treated with 50μM Chloroquine for 18 hours
cell lys ate
Lane 5: C6 cell lys ate
Lane 6: C6 treated with 50μM Chloroquine for 18 hours  cell
lys ate

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 14/16 kDa
Obs erved band s ize: 14/16 kDa

Expos ure t ime: 3 minutes ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1701-65) at  1/2,000 dilut ion and
competitor's  antibody at  1/1,000 dilut ion were us ed in 5%
NFDM/TBST at  4℃  overnight . Goat  Anti-Rabbit  IgG - HRP
Secondary Antibody (HA1001) at  1/50,000 dilut ion was
us ed for 1 hour at  room temperature.
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Fig2: Wes tern blot  analys is  of ATG4B on different  lys ates
with Rabbit  anti-ATG4B antibody (HA721829) at  1/2,000
dilut ion and competitor's  antibody at  1/2,000 dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: Jurkat  cell lys ate
Lane 3: 293T cell lys ate
Lane 4: MCF7 cell lys ate
Lane 5: K-562 cell lys ate
Lane 6: COS-1 cell lys ate
Lane 7: NIH/3T3 cell lys ate
Lane 8: C2C12 cell lys ate
Lane 9: PC-12 cell lys ate
Lane 10: Mous e brain t is s ue lys ate
Lane 11: Rat  brain t is s ue lys ate
Lane 12: Mous e kidney t is s ue lys ate
Lane 13: Mous e colon t is s ue lys ate

Lys ates /proteins  at  30 µg/Lane.

Predicted band s ize: 44 kDa
Obs erved band s ize: 47 kDa

Expos ure t ime: 42 s econds ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA721829) at  1/2,000 dilut ion and
competitor's  antibody at  1/2,000 dilut ion were us ed in 5%
NFDM/TBST at  4℃  overnight . Goat  Anti-Rabbit  IgG - HRP
Secondary Antibody (HA1001) at  1/50,000 dilut ion was
us ed for 1 hour at  room temperature.
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Fig3: Wes tern blot  analys is  of Apg7 on different  lys ates
with Rabbit  anti-Apg7 antibody (ET1610-53) at  1/2,000
dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: Jurkat  cell lys ate
Lane 3: THP-1 cell lys ate

Lys ates /proteins  at  15 µg/Lane.

Predicted band s ize: 78 kDa
Obs erved band s ize: 70 kDa

Expos ure t ime: 3 minutes ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1610-53) at  1/2,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃  overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1/50,000 dilut ion
was  us ed for 1 hour at  room temperature.

Fig4: Wes tern blot  analys is  of ATG4A on different  lys ates
with Rabbit  anti-ATG4A antibody (HA721010) at  1/500
dilut ion.

Lane 1: K562 cell lys ate, 10 µg/Lane
Lane 2: Jurkat  cell lys ate, 10 µg/Lane
Lane 3: Mous e kidney t is s ue lys ate, 20 µg/Lane
Lane 4: Rat  kidney t is s ue lys ate, 20 µg/Lane

Predicted band s ize: 45 kDa
Obs erved band s ize: 41 kDa

Expos ure t ime: 2 minutes ;

10% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA721010) at  1/500 dilut ion was  us ed in
5% NFDM/TBST at  room temperature for 2 hours . Goat
Anti-Rabbit  IgG - HRP Secondary Antibody (HA1001) at
1:200,000 dilut ion was  us ed for 1 hour at  room temperature.
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Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR
THERAPEUTIC USE”.
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