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Western Blotting Conditions

Biomedical Technologies SMMHC 

SM1:  204 kDa protein, SM2:  202 kDa protein
-run 5% acrylamide gel with low cross-linking acrylamide

-run 10 ug total protein

-run loading dye to bottom of gel at 100 mV, then an additional 20 min. at 120 mV.

-use primary antibody at 1:1000 dilution.

-use anti-rabbit secondary Ab at 1:5000 dilution.
-run positive control of mouse or rat aortic tissue

-run negative control of mouse or rat cultured endothelial cells (will show non-muscle myosin band only)
SM a-actin – 42 kDa
-use Sigma mouse primary antibody at 1:2000 dilution.

-use anti-mouse secondary Ab at 1:3000 dilution.

-run .05 ug total protein

GAPDH (loading control) – 36 kDa band of reduced monomer
-Chemicon (Millipore)

-run 0.3 ug total protein from cultured SMCs (518s – rat aortic SMCs)

-use mouse primary antibody at 1:2000.

-use anti-mouse secondary Ab at 1:3000 dilution.

b-Tubulin (better loading control for SMCs) – 55 kDa
-run 1 ug total protein 

-use Cell Signaling rabbit primary antibody (#2146) (1:1000)
-use anti-rabbit secondary antibody (1:2000)

SM22a – 22 kDa
-run .05 ug total protein

-Use rabbit polyclonal SM22a primary antibody (Abcam - ab14106) at 1:1000.

-use anti-rabbit secondary antibody (1:3000).

Phospho-PDGFbeta Receptor (Tyr751) – 190 kDa
-Cell Signaling Technology (#3161)
-run 20 ug total protein.

-use 1:1000 dilution of primary antibody (Cell Signaling #3161) in 5% BSA in 1X TBS-T overnight
-use anti-rabbit secondary antibody (1:3000).

-block blot in milk
Phospho-ERK1/2 (Cell Signaling 9101S)

-run 10 ug total protein

-use 1:1000 dilution of primary antibody

-use anti-rabbit secondary antibody (1:3000)
total ERK (Cell Signaling)
-run 10 ug total protein

-1:1000 primary antibody in 5% BSA in TBS-T (Cell Signaling 9102)

-anti-rabbit secondary antibody (1:3000)
total PDGFbR – 190 kDa
-run 20 ug total protein

-1:1000 primary antibody in 5% milk in TBS-T (Upstate #06-498)

-anti-rabbit secondary 1:3000
Chemicon SMMHC 

-run 10 ug total protein

-1:1000 primary antibody (Chemicon SM-M5) without milk
-1:5000 anti-mouse secondary antibody.
Yamasa SMMHC anti-SM2

-run 10 ug total protein

-1:400 primary antibody (Yamasa anti-SM2)

-1:5000 anti-mouse secondary antibody

LPP
Rabbit polyclonal (from Somlyo lab)
-primary antibody at 1:800-1:1000 for IHC on frozen sections

-anti-rabbit secondary (1:3000)

KLF4 (custom antibody to Owens Lab – rabbit affinity-purified polyclonal) – 55 kDa

Run on 7.5% gel

Load 15 ug total protein from RASMCs

Can use 1-3 ug of KLF4 adenoviral overexpression and CMV-Empty lysate as positive control

Run blot at 100V for ~2 hours to fully separate bands.

1:5000 primary in TBS-T plus 5% milk

Secondary:  Anti-rabbit IgG HRP-linked (CST Cat# 7074) diluted 1:1000.

For detecton, use:  LumiGLO (Cell Signaling Tech)

Dilute reagents in H2O (10mL needed for full blot, less for smaller blots)

Add 0.5 mL each of 20x LumiGLO and 20x peroxide into 9 mL H2O, invert to mix

KLF4 (Santa Cruz sc-1905 [M-19])

Run on 7.5% gel

Load 15 ug total protein from RASMCS

1:200 primary antibody

1:100,000 anti-goat secondary antibody

KLF4 (Santa Cruz sc-20691 [H-180])

Run on 7.5% gel

Load 15 ug total protein from RASMCS

1:200 primary antibody

1:3000 anti-rabbit secondary

Total Caspase-3 (Cell Signaling #9602)

Recognizes 35 kDa full length, 17 kDa cleaved form

Run on 10% gel

Load 10 ug total protein

1:1000 primary antibody

Use anti-rabbit secondary 1:2000

Cleaved Caspase-3 (Cell Signaling #9661)

17,19 kDa

Run on 10% gel

Load 10 ug total protein

1:1000 primary antibody

Use anti-rabbit secondary 1:2000
MMP9 (Chemicon AB805)

92 kDa and 88 kDa

Run on 10% gel

Load 10 ug total protein

1:1000 primary antibody

Use anti-rabbit secondary 1:2000
Total Ets-1 (Santa Cruz sc-55581)

55 kDa

run 10 ug nuclear extracts

1:100 primary antibody 

1:2000 anti-mouse secondary antibody

phospho-Ets-1 [pT38] (Biosource 44-1104G)

run 10 ug nuclear extracts

1:1000 primary antibody

1:2000 anti-rabbit secondary

Lamin A – 70kDarecognizes 62kDa and 72kDa Lamin A & C proteins, as well as their caspase cleave products, p47 & p37recognizes 62kDa and 72kDa Lamin A & C proteins, as well as their caspase cleave products, p47 & p37
Chemicon #MAB3540
Mouse primary

1:200 primary dilution

anti-mouse secondary 1:2000
CD68 (Santa Cruz Biotechnology sc-9139)

70 kDa protein

1:200 primary antibody

1:2000 anti-rabbit secondary

(didn’t work very well for mouse macrophages)

Mac2 (galectin 3) – 30 kDa
Affinity Bioreagents #MA1-940

1:1000 dilution of primary antibody

1:2000 anti-mouse secondary

stored at -20 deg C

MMP-13 (Thermo Scientific/Serotec #MS-827-P0)

Ab recognizes pro- (60 kDa) and active form (48 kDa) of enzyme

1:200 dilution of primary antibody

1:2000 anti-mouse secondary antibody

MMP13
Calbiochem #IM78T
Recognizes 60 kDa latent and 48 kDa active forms

1:400 primary antibody

1:2000 anti-mouse secondary antibody

Elk-1 

Cell Signaling Technology (#9182)
Ab recognizes 47 kDa phosphorylated and non-phosphorylated Elk-1

1:1000 primary antibody

1:2000 anti-rabbit secondary

Elk-1 

Santa Cruz (from Tadashi)

1:200 primary antibody

1:2000 anti-rabbit secondary

phospho-Elk-1 (Ser383) - 

Cell Signaling Technology (#9186)

1:2000 primary antibody

1:2000 anti-mouse secondary

CD68
Serotec (MCA341R)

110 kDa

1:500 primary antibody

1:2000 anti-mouse secondary

Ran

BD Biosciences 610340
25 kDa

1:500 primary antibody in milk

1:3000 anti-mouse secondary antibody in milk

Cyclophilin B

Abcam ab3565

19 kDa protein

load 15 ug total protein

1:2000 primary antibody

1:2000 anti-rabbit secondary

MCP-1

Abcam – ab9779
12 kDa protein

load 15 ug cell media

1:1000 primary antibody

1:2000 anti-rabbit secondary

VCAM-1
(doesn’t work very well for Westerns – extra bands [see 7-1608 blots]

Santa Cruz Biotechnology sc-8304

110 kDa protein

load 10 ug total protein from cell lysate

1:200 primary antibody

1:2000 anti-rabbit secondary

VCAM-1

Santa Cruz Biotechnology sc-1504

110 kDa protein

load 10 ug protein lysate

1:500 primary antibody

1:100,000 anti-goat secondary (Santa Cruz sc-2020)
MKL1/MRTF-A

~85 kDa

Santa Cruz sc-32909

1:2000 primary antibody with 10 ug protein loaded

1:2000 anti-rabbit secondary antibody

MMP-3
77 kDa pro-, 46 kDa active form

~55 kDa pro-form

Abcam ab18898

Load 40 uL of concentrated cell-conditioned media

Primary antibody 1:1000 in 5% milk

Anti-goat secondary at 1:50,000

h1-Calponin

~30 kDa

Epitomics 1806-1

1 ug protein loaded

1:5000 primary antibody in milk
1:2000 anti-rabbit secondary antibody
