Cell Exclusion – Polyelectrolyte Multilayer Surfaces
Jaime Rivera made this document – I am altering it – Winston Timp

Materials

1) Millipore water

2) PAA – Poly (acrylic acid) – Polysciences (Cat.#21485)

3) PAAm- Poly (acrylamide) -  Polysciences (Cat.#03326)

4) PAH – Poly (allylamine hidrochoride) – Sigma Aldrich (#283223)

5) 1M HCl 
6) 1M NaOH

7) Filters

Protocol

1) Clean glass sample or Mattek Dish.

2) Making the solutions: (near pH=3 or lower) Calculations were made for a solution concentration of 10 mM for PAH, PAA and PAAm solutions.                                                         
	Solute
	Volume or mass of solute
	Volume of Millipore water (mL)
	Total Volume (mL)

	PAAm
	7.038 mL
	94.96 
	102

	PAA
	235.63 microL
	89.76 
	90

	PAH
	0.01683 g
	18 
	18


*Guideline for a pH=3 solution (approximates):
	Solute
	Unaltered  solution pH

(approximates)
	[Approximate amount of HCl (microL)] / [mL of solution]

	PAAm
	5.5
	6.5 / 30

	PAA
	3
	-----------------------

	PAH
	3.5
	2.5 / 30

	Millipore Water
	5.5
	12 / 50


3) Filter all Solutions(.2 um filter)
4) If working with Mattek dishes (30 mm microwell), use small amounts of volume of solutions just to fill microwell (700 microL to 1 mL for 30mm microwell). 
a. If not – just dip/soak the glass coverslip in the material for same amount of time.

5) First layer is PAH – add 1mL to microwell and let it sit for 15 minutes at room temperature.
6) Rinse 2 times (2 minutes each) with pH=3 Millipore water.
7) PAA solution (1 mL) on to microwell for 15 min.
8) Rinse procedure is the same for all rinses.

9) PAAm solution (1 mL) for 15 min.

10) Rinse procedure

11) Repeat steps 7- 10 until desired number of layers is achieved, just like steps 7-10. Remember to RINSE after each layer. *Recommendation: 6 layers is enough, going above this is waste of time.*

12) Let the dishes sit in oven at 95ºC for 8 hours. Put them in a casserole dish if possible.

a. Be careful that the Mattek polystyrene doesn’t melt – it is a danger if you don’t put the dishes in a Pyrex casserole dish in order to distribute the heat evenly

GENERAL OVERVIEW (all solutions pH=3)
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