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α-Synuclein ER Stress Antibody Sampler Kit

Contains  Product Quantity Applications Species  reactivity MW(k Da)
Alpha-Synuclein [HA723035] 20µl WB, IHC-P, IHC-Fr, IF-T issue H, M, R 14 kDa
GBA [ET1703-32] 20µl WB, IHC-P H, M, R 60 kDa
Calnexin [ET1611-86] 20µl WB, IP, IHC-P H, M, R 68 kDa
GRP78 /  BIP [HA722202] 20µl WB, IHC-P, IF-T issue H, M, R 72 kDa
EIF2S1 [HA722112] 20µl WB, IF-Cell , IHC-P, FC H, M, R, Mk 36 kDa
Phospho-EIF2S1 (S51) [ET1603-14] 20µl WB, IF-Cell , IF-T issue, IHC-P, IP, FC H, M, R 36 kDa
AT G12 [HA721504] 20µl WB, IF-Cell , FC H 15 kDa
DDIT3 [HA722854] 20µl WB, IF-Cell , FC H, M, R 19 kDa
HRP-Goat Anti-Rabbit  IgG (H+L) [HA1001] 100µl WB, ELISA, IHC-P Rab

Des cription: The α-Synuclein ER Stres s  Antibody Sampler Kit  provides  an economical means  to
detect  and evaluate α-Synuclein induced ER s tres s  within the cell. The kit
contains  enough antibodies  to perform two wes tern blot  experiments  with each
primary antibody.

Storage Buffer: PBS (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 Secretory and trans membrane proteins  are s ynthes ized on polys omes  and
trans locate into the endoplas mic ret iculum (ER) where they are often modified by
the formation of dis ulfide bonds , amino-linked glycos ylat ion and folding. ER
homeos tas is  dis ruptions  lead to the accumulation of unfolded proteins . The ER
has  developed an adaptive mechanis m called the unfolded protein res pons e (UPR)
to counteract  compromis ed protein folding. 
The protein kinas e-like endoplas mic ret iculum kinas e (PERK) eIF2α kinas e is  an ER
res ident  t rans membrane protein that  couples  ER s tres s  s ignals  to trans lat ion
inhibit ion. ER s tres s  increas es  PERK activity, which phos phorylates  eIF2α to
reduce protein trans lat ion. During ER s tres s , the level of CHOP expres s ion is  als o
elevated and CHOP functions  to mediate programmed cell death. α-Synuclein, a 140
amino acid protein expres s ed abundantly in the brain, is  a major component of
aggregates  found in Lewy bodies .Recent  evidence s ugges ts  that  aggregation of α-
Synuclein induces  ER s tres s  while als o reducing the ability of neurons  to res pond
to protein mis folding through activation of the UPR. Formation of the
autophagos ome involves  a ubiquit in-like conjugation s ys tem in which Atg12 is
covalently bound to Atg5 and targeted to autophagos ome ves icles .

Databas e l inks : UniProt  ID: P37840, O55042, P37377, P04062, P17439, 684536, P27824, P35564,
P35565, P11021, P20029, P06761, P05198, Q6Z W X6, P68101, P05198, Q6ZWX6,
P68101, O94817, P35638, P35639, Q62857

https://www.uniprot.org/uniprot/P37840
https://www.uniprot.org/uniprot/O55042
https://www.uniprot.org/uniprot/P37377
https://www.uniprot.org/uniprot/P04062
https://www.uniprot.org/uniprot/P17439
https://www.ncbi.nlm.nih.gov/gene?cmd=Retrieve&dopt=Graphics&list_uids=684536
https://www.uniprot.org/uniprot/P27824
https://www.uniprot.org/uniprot/P35564
https://www.uniprot.org/uniprot/P35565
https://www.uniprot.org/uniprot/P11021
https://www.uniprot.org/uniprot/P20029
https://www.uniprot.org/uniprot/P06761
https://www.uniprot.org/uniprot/P05198
https://www.uniprot.org/uniprot/Q6ZWX6
https://www.uniprot.org/uniprot/P68101
https://www.uniprot.org/uniprot/P05198
https://www.uniprot.org/uniprot/Q6ZWX6
https://www.uniprot.org/uniprot/P68101
https://www.uniprot.org/uniprot/O94817
https://www.uniprot.org/uniprot/P35638
https://www.uniprot.org/uniprot/P35639
https://www.uniprot.org/uniprot/Q62857
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Images

Fig1: Wes tern blot  analys is  of DDIT3 on different  lys ates
with Rabbit  anti-DDIT3 antibody (ET1703-05) at  1/5,000
dilut ion.

Lane 1: SW480 cell lys ate (20 µg/Lane)
Lane 2: HeLa cell lys ate (20 µg/Lane)

Predicted band s ize: 19 kDa
Obs erved band s ize: 27 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 (ET1703-05) at  1/5,000 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.

Fig2: Wes tern blot  analys is  of Calnexin on different
lys ates  with Rabbit  anti-Calnexin antibody (ET1611-86) at
1/1,000 dilut ion.

Lane 1: HAP1-parental cell lys ate
Lane 2: HAP1-Calnexin KD cell lys ate

Lys ates /proteins  at  10 µg/Lane.

Predicted band s ize: 68 kDa
Obs erved band s ize: 90 kDa

Expos ure t ime: 180 s econds ;  ECL: K1802;

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 (ET1611-86) at  1/1,000 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.
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Fig3: Immunohis tochemical analys is  of paraffin-embedded
human pancreas  t is s ue with Rabbit  anti-Calnexin antibody
(ET1611-86) at  1/2,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1611-86) at  1/2,000 dilut ion
for 1 hour at  room temperature. The detection was
performed us ing an HRP conjugated compact  polymer
s ys tem. DAB was  us ed as  the chromogen. Tis s ues  were
counters tained with hematoxylin and mounted with DPX.

Fig4: Immunofluores cence analys is  of frozen mous e
cerebellum tis s ue with Rabbit  anti-Alpha-Synuclein
antibody (HA723035) at  1/500 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with s odium citrate buffer (pH 6.0) for about 2
minutes  in microwave oven. The t is s ues  were blocked in
10% negative goat  s erum for 1 hour at  room temperature,
was hed with PBS, and then probed with the primary
antibody (HA723035, green) at  1/500 dilut ion overnight  at  4
℃ , was hed with PBS. Goat Anti-Rabbit  IgG H&L (iFluor™
488, HA1121) was  us ed as  the s econdary antibody at
1/1,000 dilut ion. Nuclei were counters tained with DAPI
(blue).

Fig5: Immunofluores cence analys is  of frozen rat  cerebellum
tis s ue with Rabbit  anti-Alpha-Synuclein antibody
(HA723035) at  1/500 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with s odium citrate buffer (pH 6.0) for about 2
minutes  in microwave oven. The t is s ues  were blocked in
10% negative goat  s erum for 1 hour at  room temperature,
was hed with PBS, and then probed with the primary
antibody (HA723035, green) at  1/500 dilut ion overnight  at  4
℃ , was hed with PBS. Goat Anti-Rabbit  IgG H&L (iFluor™
488, HA1121) was  us ed as  the s econdary antibody at
1/1,000 dilut ion. Nuclei were counters tained with DAPI
(blue).
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Fig6: Wes tern blot  analys is  of Alpha-Synuclein on
different  lys ates  with Rabbit  anti-Alpha-Synuclein
antibody (HA723035) at  1/2,000 dilut ion.

Lane 1: 293T trans fected with empty control cell lys ate
Lane 2: 293T trans fected with Alpha-Synuclein cell lys ate

Lys ates /proteins  at  15 µg/Lane.
Predicted band s ize: 14 kDa
Obs erved band s ize: 25 kDa
Expos ure t ime: 3 minutes ;  ECL: K1801;
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 (HA723035) 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.

Fig7: Wes tern blot  analys is  of EIF2S1 on different  lys ates
with Rabbit  anti-EIF2S1 antibody (HA722112) at  1/2,000
dilut ion and competitor's  antibody at  1/2,000 dilut ion.

Lane 1: MCF7 cell lys ate
Lane 2: HepG2 cell lys ate
Lane 3: HeLa cell lys ate
Lane 4: COS-1 cell lys ate
Lane 5: A549 cell lys ate
Lane 6: RAW264.7 cell lys ate
Lane 7: C6 cell lys ate
Lane 8: Mous e kidney t is s ue lys ate
Lane 9: Mous e s pleen t is s ue lys ate
Lane 10: Rat  kidney t is s ue lys ate
Lane 11: Rat  s pleen t is s ue lys ate

Lys ates /proteins  at  10 µg/Lane.
Predicted band s ize: 36 kDa
Obs erved band s ize: 36 kDa
Expos ure t ime: 59 s econds ;  ECL: K1801;
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 (HA722112) 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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Fig8: Immunohis tochemical analys is  of paraffin-embedded
mous e brain t is s ue with Rabbit  anti-GRP78 /  BIP antibody
(HA722202) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (HA722202) at  1/1,000 dilut ion
for 1 hour at  room temperature. The detection was
performed us ing an HRP conjugated compact  polymer
s ys tem. DAB was  us ed as  the chromogen. Tis s ues  were
counters tained with hematoxylin and mounted with DPX.

Fig9: Wes tern blot  analys is  of ATG12 on different  lys ates
with Rabbit  anti-ATG12 antibody (HA721504) at  1/1,000
dilut ion.

Lane 1: HeLa cell lys ate
Lane 2: HCT 116 cell lys ate
Lane 3: HEK-293 cell lys ate
Lane 4: SH-SY5Y cell lys ate

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 15 kDa
Obs erved band s ize: 55/20 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 (HA721504) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  4℃  overnight . Goat  Anti-Rabbit  IgG
- HRP Secondary Antibody (HA1001) at  1:100,000 dilut ion
was  us ed for 1 hour at  room temperature.
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Fig10: Flow cytometric analys is  of HCT 116 cells  labeling
ATG12.

Cells  were fixed and permeabilized. Then s tained with the
primary antibody (HA721504, 1ug/ml) (red) compared with
Rabbit  IgG Is otype Control (green). After incubation of the
primary antibody at  +4℃  for an hour, the cells  were s tained
with a iFluor™ 488 conjugate-Goat anti-Rabbit  IgG
Secondary antibody (HA1121) at  1/1,000 dilut ion for 30
minutes  at  +4℃ . Unlabelled s ample was  us ed as  a control
(cells  without incubation with primary antibody; black).

Fig11: All lanes : Wes tern blot  analys is  of GBA with anti-
GBA antibody [JM10-76] (ET1703-32) at  1:1,000 dilut ion.
Lane 1: Wild-type HEK293T whole cell lys ate (20 µg).
Lane 2: GBA knockout HEK293T whole cell lys ate (20 µg).

ET1703-32 was  s hown to s pecifically react  with GBA in
wild-type HEK293T cells . No band was  obs erved when
GBA knockout s ample was  tes ted. Wild-type and GBA
knockout s amples  were s ubjected to SDS-PAGE. Proteins
were trans ferred to a PVDF membrane and blocked with 5%
NFDM in TBST for 1 hour at  room temperature. The primary
antibody (ET1703-32, 1/1,000) and Loading control
antibody (Rabbit  anti-GAPDH , ET1601-4, 1/10,000) was
us ed in 5% BSA 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.

Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR
THERAPEUTIC USE”.
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