In Vivo Phosphorylation – Materials

Protein Sample = 

Cells of interest (HT29) + Flag tagged DNA Constructs of interest (Flag-wt ClC-3, Flag-S109A ClC-3)
Protein G- Sepharose (Do Not use Protein A-Agarose with anti-flag ab)

Antibodies = 

Anti-Flag Ab (Sigma) 

Anti-phosphoserine Ab (Calbiochem) – in BSA blocking buffer

Anti-mouse secondary Ab (anti-mouse) – in BSA blocking buffer

Solutions =

Transfer buffer with 500M NaF (inhibits S/T phosphatases)

Blocking buffer (4deg < 6months)

5% BSA


10mM TRIS-Cl, pH7.4


0.15M NaCl 

TN buffer (RT)


10mM TRIS-Cl, pH7.4


0.15M NaCl

NP40 wash (RT)


0.05% NP-40 in TN solution

NOTES:

Do NOT use milk/casein to block (anti-phospho Ab bind too tightly)

