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Name: Email:
Lab
Antibody Name: [Brg-1 (G-7) Antibody: sc-17796 Target: |BRG1 (EntrezGenelD 6597)
Company/ .
Santa Cruz Biotechnology
Source:
Catalog Number, database ID, laboratory 17796 Lot Number |H1104
Antibod mouse monoclonal IgG1; 200 pg/ml
Dn oo tY _|raised against amino acids 209-296 mapping near the N-terminus of Brg-1 of human origin
escription: recommended for detection of Brg-1 of mouse, rat and human origin by WB, IP, IF, IHC(P) and ELISA
T ‘ The protein encoded by this gene is a member of the SWI/SNF family of proteins and is similar to the
Darge. tion: brahma protein of
escription: Drosophila. Members of this family have helicase and ATPase activities and are thought to regulate
transcription of

Species Target |Human Species Host [Mouse

Validation Method #1 |Immunoprecipitatior Validation Method #2 [IP-Mass Spec
Purification Other Purification Method Polyclonal/ Monoclonal

Method Monoclonal

Vendor URL: http://www.scbt.com/datasheet-17796-brg-1

Reference (PI/
Publication
Information)

Please complete the following for antibodies to histone modifications:
ifyour specifications are not listed in the drop-down box,
please write-in the appropriate information

Histone Name AA modified AA Position Modification




Comment: A band consistent with the expected size of Brg1/SMARCA4 (~185kD) is observed in
immunoblots using sc-17796 against nuclear lysate from HeLaS3. This band is immunoprecipitated by
antibody sc-10757 from HeLaS3 nuclear lysate, along with another major band at ~150kD. Mass
spectrometry confirms that both bands contain Brg1 in high abundance (see validation #2).

Validation #1
Analysis

160 >

50 =
(lgG band)

MNE = total nudlear extract has a single band for Brg1
Brg1 IP shows some degradation.

IgG = IP with non-specific mouse antibody

IP and immunoblot used the same antibody:

Brg1 (G-7) Santa Cruz sc-17796 (mouse)

IP was performed with nuclear extract from Hela53 cells

Insert Validation Image (click here)
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Methodology

HelLaS3 whole cell lysates were immunoprecipitated using sc17796, and the IP fraction was loaded on
a 10% polyacrylamide gel (NUPAGEL Bis-Tris Gel) and separated with an invitrogen NuPAGE
electrophoresis system. The gel was silver-stained, gel fragments corresponding to the bands
indicated were excised and destained using the SilverSNAPO Stain for Mass Spectrometry (Pierce).
Then proteins were trysinized using the in-gel digestion method. The samples were subjected to
nanoflow chromatography using the nanoAcquity UPLC system (Waters Inc.) prior to introduction
into the mass spectrometer for further analysis. Mass spectrometry was performed on a hybrid ion
trap LTQ Orbitrap mass spectrometer (Thermo Fisher Scientific) in positive electrospray ionization
(ESI) mode. The spectra was acquired in a data dependent fashion consisting of full mass spectrum
scan (300-2000 m/z) followed by MS/MS scan of the 3 most abundant parent ions. For the full scan in
the orbitrap the automatic gain control (AGC) was set to 16106 and the resolving power for 400 m/z
of 30,000. The MS/MS scans were done using the ion trap part of the mass spectrometer at a
normalized collision energy of 24 V. Dynamic exclusion time was set to 100 s to avoid loss of MS/MS
spectral information due to repeated sampling of the most abundant peaks. Sequence data from
MS/MS spectra was processed using the SEQUEST database search algorithm (Thermo Fisher
Scientific). The resulting protein identifications were brought into the Scaffold visualization software
(Proteome Software) where the information was further refined resulting in improved protein id
conformation. Scaffold search criteria were set at 98% probability and required at least 2 unique
peptides per id.

Validation #2
Analysis

Insert Validation Image (Click here)
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Gel Cut Protein Accession # # unique peptides

A SMARCA4 SMARCA4 isoform 2 IPI00029822 46

A ARID1A Isoform 2 of AT-rich interactive domain-containing protein 1A IPI00642705 9

160 > A SMARCC2 Isoform 2 of SWI/SNF-related matrix-associated actin-depenc IPI00150057 2
\ B SMARCA4 SMARCA4 isoform 2 IPI00029822 22

B SMARCC?2 Isoform 2 of SWI/SNF-related matrix-associated actin-depenc IPI00150057 10

B ZMIZ1 Isoform 1 of Zinc finger MIZ domain-containing protein 1 IPIO0176571 3

B SMARCC1 SWI/SNF-related matrix-associated actin-dependent regulato IP100234252 2

50>
(IlgG band)

NE = total nuclear extract has a single band for Brg1
Brg1 IP shows some degradation.

IgG = IP with non-specific mouse antibody

IP and immunoblot used the same antibody:

Brg1 (G-7) Santa Cruz sc-17796 (mouse)

IP was performed with nuclear extract from HelLaS3 cells
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