Class | HDAC Antibody Sampler Kit ¢
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Contains Product Quantity Applications Species reactivity MW(kDa)
HDAC1 [ET1605-35] 20pl WB,IHC-P,IF-Cell,IP,IF-Tissue H,M,R 55 kDa
HDAC2 [ET1607-78] 20ul WB,IF-Cell,IF-Tissue,IHC-P,IP,FC  H,M,R 55 kDa
HDAC3 [ET1610-5] 20ul WB,IF-Cell,IF-Tissue, [HC-P,IP H,M,R 49 kDa
HDACS [ET1701-12] 20pl WB,IF-Cell,IF-Tissue, IHC-P,IP H,M,R 42 kDa
HRP-Goat Anti-Rabbit IgG (H+L) [HA1001]  100pl WB,ELISA, IHC-P Rab

Description: The Class I HDAC Antibody Sampler Kit provides an economical means of

detecting Class I HDAC proteins using control antibodies against HDAC1, HDAC2
and HDAC3. The kit contains enough primary antibodies to perform at least two

western blot experiments.

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

Storage Instruction: Store at +4°C after thawing. Aliquot store at -20°C. Avoid repeated freeze / thaw
cycles.

Background Acetylation of the histone tail causes chromatin to adopt an "open" conformation,

allowing increased accessibility of transcription factors to DNA. The
identification of histone acetyltransferases (HATs) and their large multiprotein
complexes has yielded important insights into how these enzymes regulate
transcription.

HAT complexes interact with sequence-specific activator proteins to target
specific genes. In addition to histones, HATs can acetylate nonhistone proteins,
suggesting multiple roles for these enzymes. In contrast, histone deacetylation
promotes a "closed" chromatin conformation and typically leads to repression of
gene activity. Mammalian histone deacetylases can be divided into three classes
on the basis of their similarity to various yeast deacetylases .

Class I proteins (HDACs 1, 2, 3, and 8) are related to the yeast Rpd3-like proteins,
those in class Il (HDACs 4, 5, 6, 7, 9, and 10) are related to yeast Hdal-like
proteins, and class III proteins are related to the yeast protein Sir2. Inhibitors of
HDAC activity are now being explored as potential therapeutic cancer agents .

Database links: UniProt ID:Q13547, 009106, Q4QQW4, Q92769, P70288, F7ENHS, 015379, 088895,
Q6P6W3, QIBY41
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https://www.uniprot.org/uniprot/Q13547
https://www.uniprot.org/uniprot/O09106
https://www.uniprot.org/uniprot/Q4QQW4
https://www.uniprot.org/uniprot/Q92769
https://www.uniprot.org/uniprot/P70288
https://www.uniprot.org/uniprot/F7ENH8
https://www.uniprot.org/uniprot/O15379
https://www.uniprot.org/uniprot/O88895
https://www.uniprot.org/uniprot/Q6P6W3
https://www.uniprot.org/uniprot/Q9BY41
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Figl: Western blot analysis of HDACI on different lysates
with Rabbit anti-HDACI1 antibody (ET1605-35) at 1/5,000
dilution and competitor's antibody at 1/1,000 dilution.

Lane 1: HeLa cell lysate (15 pg/Lane)
Lane 2: HEK-293 cell lysate (15 pg/Lane)
Lane 3: MCF7 cell lysate (15 pg/Lane)
Lane 4: Jurkat cell lysate (15 pg/Lane)
T Highly Cited Antibody Lane 5: 1929 cell lysate (15 pg/Lane)
/a1 23456 \Dal 23456 Lane 6: C6 cell lysate (15 pg/Lane)
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4-20% SDS-PAGE gel.

Proteins were transferred to a PVDF membrane and blocked
with 5% NFDM/TBST for | hour at room temperature. The
primary antibody (ET1605-35) at 1/5,000 dilution and
competitor's antibody at 1/1,000 dilution were used in 5%
NFDM/TBST at 4°C overnight. Goat Anti-Rabbit IgG - HRP
Secondary Antibody (HA1001) at 1/50,000 dilution was
used for 1 hour at room temperature.

Fig2: Immunocytochemistry analysis of HeLa cells labeling
HDACI1 with Rabbit anti-HDACI antibody (ET1605-35) at
1/500 dilution and competitor's antibody at 1/200 dilution.

Cells were fixed in 4% paraformaldehyde for 20 minutes at
room temperature, permeabilized with 0.1% Triton X-100 in
PBS for 5 minutes at room temperature, then blocked with

ET1605-35 Highly Cited Antibody

1% BSA in 10% negative goat serum for 1 hour at room

temperature. Cells were then incubated with Rabbit anti-

- - HDAC1 antibody (ET1605-35) at 1/500 dilution and
g competitor's antibody at 1/200 dilution in 1% BSA in PBST
; - overnight at 4 °C. Goat Anti-Rabbit IgG H&L (iFluor™ 488,

HA1121) was used as the secondary antibody at 1/1,000
11500 11200 dilution. PBS instead of the primary antibody was used as

the secondary antibody only control. Nuclear DNA was
labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse IgG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000
dilution.
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Fig3: Immunohistochemical analysis of paraffin-embedded
mouse pancreas tissue with Rabbit anti-HDACI antibody
(ET1605-35) at 1/200 dilution.

The section was pre-treated using heat mediated antigen
retrieval with sodium citrate buffer (pH 6.0) (high pressure)
for 2 minutes. The tissues were blocked in 1% BSA for 20
minutes at room temperature, washed with ddH,O and PBS,
and then probed with the primary antibody (ET1605-35) at
1/200 dilution for 1 hour at room temperature. The
detection was performed using an HRP conjugated compact

polymer system. DAB was used as the chromogen. Tissues
were counterstained with hematoxylin and mounted with
DPX.

Fig4: HDACI was immunoprecipitated in 0.2mg HelLa cell
lysate with ET1605-35 at 2 pg/10 pl beads. Western blot

. & was performed from the immunoprecipitate using ET1605-35
250 at 1/5,000 dilution. Anti-Rabbit IgG for IP Nano-secondary
150- antibody (NBIO1H) at 1/5,000 dilution was used for 1 hour
1(7)(2)_ HDAC1 at room temperature.

55. & ~65kDa

gg: Lane 1: HeLa cell lysate (input)

Lane 2: ET1605-35 IP in HeLa cell lysate
257 Lane 3: Rabbit IgG instead of ET1605-35 in HeLa cell lysate
14+

Blocking/Dilution buffer: 5% NFDM/TBST
Exposure time: 43 seconds
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Fig5: Western blot analysis of HDAC2 on different lysates
with Rabbit anti-HDAC2 antibody (ET1607-78) at 1/50,000
dilution and competitor's antibody at 1/1,000 dilution.

Lane 1: HeLa cell lysate
Lane 2: HEK-293 cell lysate
Lane 3: MCF7 cell lysate
Lane 4: Jurkat cell lysate
Lane 5: L-929 cell lysate
Lane 6: NIH/3T3 cell lysate

ET1607-78 Competitor C
pa 1l 23456 kal 23456
e 250 Lysates/proteins at 15 pg/Lane.
by 150-
72- 100-
= W————HDACZ g — Predicted band size: 55 kDa
22 2] Observed band size: 55 kDa
25-
14- 147 Exposure time: Lane 1-6 (left):30 seconds; Lane 1-6 (right):
1/50,000 111,000 1 minute 20 seconds;
4-20% SDS-PAGE gel.
Proteins were transferred to a PVDF membrane and blocked
with 5% NFDM/TBST for | hour at room temperature. The
primary antibody (ET1607-78) at 1/50,000 dilution and
competitor's antibody at 1/1,000 dilution were used in 5%
NFDM/TBST at 4°C overnight. Goat Anti-Rabbit IgG - HRP
Secondary Antibody (HA1001) at 1/50,000 dilution was
used for 1 hour at room temperature.
Fig6: All lanes: Western blot analysis of HDAC2 with anti-
HDAC?2 antibody [SY29-02] (ET1607-78) at 1:1,000 dilution.
Lane 1: Wild-type HepG2 whole cell lysate (20 pg).
o Lane 2: HDAC2 knockout HepG2 whole cell lysate (20 pg).
Wé&c;\‘ J
Kap ol ET1607-78 was shown to specifically react with HDAC2 in
o wild-type HepG2 cells. No band was observed when
70- HDAC2 knockout samples were tested. Wild-type and
= Pe HDAC2 knockout samples were subjected to SDS-PAGE.
=1 Proteins were transferred to a PVDF membrane and blocked
35 with 5% NFDM in TBST for 1 hour at room temperature.
mo-ELusm The primary Anti-HDACI1 antibody (ET1607-78, 1/1,000)

and Anti-HSP90 antibody (ET1605-56, 1/10,000) were used
in 5% BSA at room temperature for 2 hours. Goat Anti-
Rabbit IgG H&L (HRP) Secondary Antibody (HA1001) at
1:200,000 dilution was used for 1 hour at room temperature.
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Fig7: Immunocytochemistry analysis of HeLa cells labeling
HDAC2 with Rabbit anti-HDAC2 antibody (ET1607-78) at
1/1,000 dilution.

Cells were fixed in 4% paraformaldehyde for 20 minutes at
room temperature, permeabilized with 0.1% Triton X-100 in
PBS for 5 minutes at room temperature, then blocked with
1% BSA in 10% negative goat serum for 1 hour at room
temperature. Cells were then incubated with Rabbit anti-
HDAC2 antibody (ET1607-78) at 1/1,000 dilution in 1% BSA
in PBST overnight at 4 °C. Goat Anti-Rabbit IgG H&L
(iFluor™ 488, HA1121) was used as the secondary
antibody at 1/1,000 dilution. PBS instead of the primary
antibody was used as the secondary antibody only control.
Nuclear DNA was labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse [gG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000
dilution.

Fig8: Western blot analysis of HDAC3 on different lysates
with Rabbit anti-HDAC3 antibody (ET1610-5) at 1/2,000
dilution.

Lane 1: HeLa cell lysate
Lane 2: K-562 cell lysate
Lane 3: HEK-293 cell lysate
Lane 4: HT-29 cell lysate
Lane 5: NIH/3T3 cell lysate
Lane 6: C6 cell lysate

Lane 7: COS-1 cell lysate

Lysates/proteins at 20 pg/Lane.

Predicted band size: 49 kDa
Observed band size: 49 kDa

Exposure time: 3 minutes; ECL: K1801;
4-20% SDS-PAGE gel.

Proteins were transferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at room temperature. The
primary antibody (ET1610-5) at 1/2,000 dilution was used in
5% NFDM/TBST at 4°C overnight. Goat Anti-Rabbit IgG -
HRP Secondary Antibody (HA1001) at 1/50,000 dilution
was used for 1 hour at room temperature.
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Fig9: Immunocytochemistry analysis of HeLa cells labeling
HDAC3 with Rabbit anti-HDAC3 antibody (ET1610-5) at
1/50 dilution.

Cells were fixed in 4% paraformaldehyde for 20 minutes at
room temperature, permeabilized with 0.1% Triton X-100 in
PBS for 5 minutes at room temperature, then blocked with
1% BSA in 10% negative goat serum for 1 hour at room
temperature. Cells were then incubated with Rabbit anti-
HDAC3 antibody (ET1610-5) at 1/50 dilution in 1% BSA in
PBST overnight at 4 °C. Goat Anti-Rabbit IgG H&L
(iFluor™ 488, HA1121) was wused as the secondary
antibody at 1/1,000 dilution. PBS instead of the primary
antibody was used as the secondary antibody only control.
Nuclear DNA was labelled in blue with DAPI.

Secondary antibody only control MERGED

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4°C. Goat Anti-Mouse IgG H&L (iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000
dilution.

Fig10: Immunohistochemical analysis of paraffin-embedded
human breast carcinoma tissue with Rabbit anti-HDAC3
antibody (ET1610-5) at 1/1,000 dilution.

The section was pre-treated using heat mediated antigen
retrieval with sodium citrate buffer (pH 6.0) (high pressure)
for 2 minutes. The tissues were blocked in 1% BSA for 20
minutes at room temperature, washed with ddH>O and PBS,
and then probed with the primary antibody (ET1610-5) at
1/1,000 dilution for 1 hour at room temperature. The
detection was performed using an HRP conjugated compact

polymer system. DAB was used as the chromogen. Tissues
were counterstained with hematoxylin and mounted with
DPX.
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Figll: Western blot analysis of HDACS8 on different
lysates with Rabbit anti-HDACS8 antibody (ET1701-12) at
1/500 dilution.

Lane 1: Hela cell lysate
Lane 2: K562 cell lysate

Lysates/proteins at 10 pg/Lane.

Predicted band size: 42 kDa
Observed band size: 42 kDa

Exposure time: 1 minute;

10% SDS-PAGE gel.

Proteins were transferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at room temperature. The
primary antibody (ET1701-12) at 1/500 dilution was used in
5% NFDM/TBST at room temperature for 2 hours. Goat
Anti-Rabbit IgG - HRP Secondary Antibody (HA1001) at
1:300,000 dilution was used 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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