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Name: Email:
Lab
Antibody Name: [INI1 (C-20) Antibody: sc-16189 Target: |INI1 (EntrezGenelD 6598)
Company/ .
Santa Cruz Biotechnology
Source:
Catalog Number, database ID, laboratory «c-16189 Lot Number 1C052
Antibody gofalt poncIone.nl IgG, ZOOhUgéml . it ot N
Description: epitope mapping near the C-terminus of Ini1 of human origin
" Irecommended for detection of Ini1A and Ini1B of mouse, rat and human origin by WB, IF, IHC(P) and ELISA;
also reactive with additional species, including equine, canine, bovine, porcine and avian
Target Function: Core component of the BAF (hSWI/SNF) complex. This ATP-dependent chromatin-remodeling
Da gfi tion: complex plays important
escription: roles in cell proliferation and differentiation, in cellular antiviral activities and inhibition of tumor formation.
The BAF complex is able to create a stable, altered form of chromatin that constrains fewer negative

Species Target |Human Species Host [Goat

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

Method Affinity Monoclonal Polyclonal

Vendor URL: http://www.scbt.com/datasheet-16189-ini1-c

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 single band consistent with the expected size of Ini1/SMARCB1 (~45kD) is observed in
material immunoprecipitated by antibody sc-16189 from HelLaS3 nuclear lysate. Mass spectrometry
confirms that his band contains Ini1 in high abundance (see validation #2).
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Ini1=Ini1IP

IgG = IP with non-specific goat IgG

IP: Santa Cruz sc-16189 (goat}

Secondary antibody: Becton Dickinson #612111 (mouse}
Ini runs at the IgG band, so can’t use the same species
for both the IP and the immunoblot.

IP was performed with nuclear extract from HelLaS3 cells



Methodology

HelLaS3 whole cell lysates were immunoprecipitated using sc16189, 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.
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Ini1 IgG

75 > Protein Accession # # unique peptides
SMARCE1 Isoform 1 of SWI/SNF-related matrix-assc IPI00017669 9
50> | — SMARCB1 Isoform A of SWI/SNF-related matrix-assc IPI00029695 8
DPF2 Zinc-finger protein ubi-d4 IPI00023322 4
35> ACTL6A Isoform 1 of Actin-like protein 6A IPI00003627 3
- 29 kDa protein IPI00374686 2
Ini1=Ini1IP

IgG = IP with non-specific goat I1gG

IP: Santa Cruz sc-16189 (goat)

Secondary antibody: Becton Dickinson #612111 (mouse}
Ini runs at the IgG band, so can't use the same species
for both the IP and the immunoblot.

IP was performed with nuclear extract from HelLaS3 cells
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