APTES and DSC-FUNCTIONALIZED COVERSLIPS
Materials
Sulfuric Acid (H2SO4)



3-Aminopropyltriethoxysilane (Sigma)

Hydrogen Peroxide (H2O2)



Coverslips
H2O






EtOH
Disuccinimydil carbonate
ECM protein or peptide of interest (must contain functional amine)
1M Tris buffer




PBS

Methods
aptes-functionalization
1) Treat coverslips with Piranha (25% H2SO4, 15% H2O2) for 1 hour on an orbital shaker.  Piranha is highly toxic!  Make solution in the hood and make sure to dispose of it safely.

2) Sonicate coverslips while in piranha for 15min.

3) Rinse coverslips thoroughly with H2O and EtOH.
4) Add 10mL of APTES in 200mL of 95% EtOH to coverslips and incubate on shaker for 1 hour.

5) Wash coverslips thoroughly with EtOH and H2O.

6) Dry coverslips under Nitrogen.

7) Heat coverslips to 110oC for 20min in glass drying oven.

DSC-functionalization
8) Add 1.5g of disuccinimydil carbonate (DSC), 5mL of DIEA, in 145mL of dry acetone to coverslips, incubate for 2 hours on shaker.

9) Wash coverslips thoroughly with dry acetone.

10) Dry coverslips completely under Nitrogen.

11) Store coverslips in dessicator.  

protein coupling
12) Attach desired ECM proteins or short peptides to coverslips by diluting proteins in PBS to desired concentration.  

13) For an 18mm coverslip, pipette 100uL of protein solution onto a parafilm surface, and cover solution with DSC-coupled coverslip.  

14) Allow to react for 4 hours. 
15) Post-reaction, wash coverslips thoroughly with PBS.

16) Block coverslips with 1M Tris buffer for 1 hour.

17) Wash coverslips thoroughly with PBS.

18) Sterlize coverslips via UV-light irradiation for at least 20min prior to cell seeding.

