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Product name:
Diagenode sa antibody directed against hLSD1

CHU, Tour GIGA B34, 3¢ étage
Avenue de l'Hopital, 1

4000 Liege - Belgium Other names: BHC110, AOF2, Amine oxidase
flavin containing domain 2

(human Lysine-specific demethylase 1)

Catalog #: Type: Size:

pAb-067-050 Polyclonal ChlIP-grade |50 pg/ 167 ul

Lot #: A57-001 Source: Concentration:
Rabbit 0.3 pg/ul

Description: This antibody has been raised against an inner part of human LSD1, using a
KLH-conjugated synthetic peptide.

LSD1 is a histone demethylase that specifically demethylates 'Lys-4' of histone
H3, a specific tag for epigenetic transcriptional activation, thereby acting as a
corepressor (see overview below).

Specificity: Human: positive
Other species: not tested

Applications Suggested dilution References
ELISA Titer: 1:2,500 Fig 1

Dot blotting Not tested

Western blotting 1:4,000 Fig 2, Fig 3
Gel Supershift Not tested

Immunochemistry Not tested

Flow cytometry Not tested

Immunaoprecipitation 1 ug/lP Fig 3

Chl|P 1 ug/ChlP Fig 4

Format: In solution in PBS including 0.05% azide and 0.05% ProClin 300. The polyclonal
antibody has been antigen affinity purified.

Storage: For long storage, store at -20°C/ -80°C. Avoid multiple freeze-thaw cycles.

Precautions: This product is for research use only. Not for use in diagnostic or therapeutic
procedures.

Availability date: December 21, 2007. Last data sheet update: January 17, 2008

Lot #: A57-001: rabbit #: A57/ bleed #: Day 66/ purification day: January 23, 2007
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ELISA: Diagenode antibody anti-LSD1
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ELISA, which stands for Enzyme-Linked Immunosorbent Assay, is a quantitative method

used to determine the concentration of a primary antibody using a series of dilutions of crude

sera, affinity purified antibody (cat# pAb-067

The antigen in this case is the peptide which was used to raise the antibody. We plotted the
1:2,500 for affinity purified antibody (cat# pAb-067-050).

absorbance versus antibody dilution to estimate the TITER: 1:30,000 for crude serum and
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Figure 2

HelLa NE [150 pg]
HelLa NE [50 ug]

170
130 . s

e — LSD1
100 —} ==

70—.':7":

1 2 3
Western blot analysis using the Diagenode purified antibody anti-hLSD1.

Western blot was performed using nuclear extracts from HelLa cells (HeLa NE, 150 pg in
lane 2 and 50 g in lane 3) and the Diagenode affinity purified antibody directed against
hLSD1 (cat# pAb-067-050) at dilution 1:4,000 in TBS-Tween + 5% skimmed milk. In lane 1, a
molecular weight marker is shown (in kDa). The location of the protein of interest is indicated.
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Figure 3
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Immunoprecipitation and western blot using the Diagenode affinity purified antibody
anti-hLSD1.

293T cells were transiently transfected with an expression vector for HA-tagged LSD1 or the
empty vector (mock).

Panel A: WB. Extracts of 293T cells transfected with an expression vector for LSD1 (lane 3)
and cells transfected with the empty vector (lane 4) were analyzed by western blot using the
Diagenode antibody anti-LSD1 (cat# pAb-067-050) (1:4,000). The antibody recognizes
overexpressed LSD1 in the cells transfected with HA-LSD1 (lane 3) and endogenous LSD1
in cells transfected with the empty vector (light band).

Panel B: IP-WB. Immunoprecipitation was performed on whole cell extracts of 293T cells
transfected with an expression vector for HA-LSD1 (lane 1) and with the empty vector (lane 2)
using 1 ug of antibody anti-LSD1 (cat# pAb-067-050). Precipitates were analyzed by western
blot using the antibody anti-LSD1 antibody (1:4,000). LSD1 was immunoprecipitated from the
cells overexpressing LSD1 (lane 1) and endogenous LSD1 was immunoprecipitated from the
cells transfected with the empty vector (lane 2).
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Figure 4
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ChIP results obtained with the Diagenode affinity purified antibody directed against
hLSD1.

ChIP assays were performed using U20S cells, the Diagenode antibody directed against
LSD1 and optimized PCR primer sets for PCR. Chromatin sheared from 1x 10e6 cells and 1
pg of antibody anti-LSD1 or IgG were used per ChIP experiment.

Recovery (%: ChlP/input) is shown here above.

Left: % of recovery using the Diagenode antibody anti-LSD1 (bar 2) or negative IgG (bar 1)
and primer pairs for SCN2A (a known LSD1 target gene).

Right: % of recovery using the Diagenode antibody anti-LSD1 (bar 4) or negative 1gG (bar 3)
and primer pairs for CCND1 promoter (used as negative control).

The recovery (% of input) represents the relative amount of immunoprecipitated DNA
compared to input DNA after gPCR analyses.

Overview

LSD1 acts by oxidizing the substrate by FAD to generate the corresponding imine that is
subsequently hydrolyzed. LSD1 demethylates both mono- and tri-methylted 'Lys-4' of histone
H3. LSD1 may play a role in the repression of neuronal genes. Alone, it is unable to
demethylate H3 'Lys-4' on nucleosomes and requires the presence of RCOR1/CoREST to
achieve such activity. LSD1 may also demethylate 'Lys-9' of histone H3, a specific tag for
epigenetic transcriptional repression, thereby leading to derepression of androgen receptor
target genes (UniProtKB/Swiss-Prot entry O60341: http://expasy.org/uniprot/O60341).
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